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(57) ABSTRACT

A continuous automated perfusion culture analysis system
(CAPCAS) comprises one or more fluidic systems config-
ured to operate large numbers of biodevices in parallel. Each
fluidic system comprises an input reservoir plate for receiv-
ing media; a biodevice plate comprising an array of biode-
vices fluidically coupled to the input reservoir plate, con-
figured such that each biodevice has independent media
delivery, fluid removal, stirring, and gas control, and each
biodevice is capable of continuously receiving the media
from the input reservoir plate; and an output plate fluidically
coupled to the biodevice plate for real-time analysis and
sampling. The operations of the CAPCAS are automated and
computer-controlled wirelessly. The CAPCAS can also be
used for abiotic and biotic chemical synthesis processes.
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FIG. 18H

. Caunt : Count Units

Continuous, gravity-perfissed organ chips 200 pl. multiplex-perfused wells inn a 96 well plate

96 ‘wels per plate

1 plate per modute

ecks per rack

216 ‘organ chips per rack

1,920 co ssly-perfused ch per rack

Nomaai-well-depth chemostats in a 96-well plate

Continuous, gravil

ty-perfused organ chips

tat plate

perfused Tr per rack

12-well TransWells with zebrafish embryos

9 :decks par radl

plus infoculation deck)

10,368 iconti fy-perfused ch tats per rack

8,480 ‘zebrafish embryos per rack

1.0 mL stirret chemostats in a deep 48-well plate

hemaostats per chemostat plate

lates per module {input, chemostat, output)

ecks portack

ontinuously-perfused chemostats per rack




U.S. Patent Sep. 20, 2022 Sheet 54 of 69 US 11,447,734 B2

FIG. 19A
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FIG. 19C
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FIG. 19D
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FIG. 19G
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CONTINUOUS AUTOMATED PERFUSION
CULTURE ANALYSIS SYSTEM (CAPCAS)
AND APPLICATIONS OF SAME

CROSS-REFERENCE TO RELATED PATENT
APPLICATIONS

This application claims priority to and the benefit of U.S.
Provisional Patent Application Ser. No. 63/139,138, filed
Jan. 19, 2021, 63/163,160, filed Mar. 19, 2021, 63/257,149,
filed Oct. 19, 2021, 63/277,329, filed Nov. 9, 2021, and
63/300,321, filed Jan. 18, 2022.

This application is also a continuation-in-part application
of PCT Patent Application Serial No. PCT/US2021/042179,
filed Jul. 19, 2021, which itself claims priority to and the
benefit of U.S. Provisional Patent Application Ser. No.
63/053,388, filed Jul. 17, 2020; 63/139,138, filed Jan. 19,
2021; and 63/163,160, filed Mar. 19, 2021.

This application is also a continuation-in-part application
of PCT Patent Application Serial No. PCT/US2020/040061,
filed Jun. 29, 2020, which itself claims priority to and the
benefit of U.S. Provisional Patent Application Ser. No.
62/868,303, filed Jun. 28, 2019.

This application is related to a co-pending U.S. patent
application Ser. No. 17/578,779, filed Jan. 19, 2022, which
is filed on the same day that this application is filed, and with
the same applicant as that of this application.

Each of the above-identified applications is incorporated
herein by reference in its entirety.

STATEMENT AS TO RIGHTS UNDER
FEDERALLY-SPONSORED RESEARCH

This invention was made with government support under
Grant No. UH3TR002097 awarded by the National Insti-
tutes of Health (NIH) National Center for Advancing Trans-
lational Sciences (NCATS), National Institute of Neurologi-
cal Disorders and Stroke (NINDS), and Eunice Kennedy
Shriver National Institute of Child Health and Human
Development (NICHD); Grant No. U01TR002383 and
(through  Vanderbilt  University Medical Center)
UL1TR002243 awarded by NCATS; Grant No.
U01CA202229 awarded by the National Cancer Institute
(NCI), and Grant No. HHSN271201 700044C (through
CFD Research Corporation) awarded by NCATS; by the
National Science Foundation (NSF) under Grant No. CBET-
1706155 and Grant No. 2117782; and by the National
Aeronautics and Space Administration (NASA) under Grant
No. 8ONSSC20K0108. The government has certain rights in
the invention.

FIELD OF THE INVENTION

The invention relates generally to fluidic systems, and
more particularly to a continuous automated perfusion cul-
ture analysis system (CAPCAS)—a third-generation “robot
scientist” that functions as a fully automated microfiuidic
system containing 1,000 or more biodevices such as che-
mostats, bioreactors, organ chips or other biodevices for
parallel, independent, long-duration, machine-guided
experiments to optimize biological function or infer the
dynamics of signaling and metabolism of living systems,
such as the single-cell eukaryotic yeast Saccharomyces
cerevisiae, bacterial communities, Chinese hamster ovary
(CHO) cells used in antibody production, single and coupled
organs-on-chips, and other bio-objects that require regular
media changes or even continuous perfusion. CAPCAS
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could also be used to conduct massively parallel biotic and
abiotic chemical synthesis experiments.

BACKGROUND OF THE INVENTION

The background description provided herein is for the
purpose of generally presenting the context of the invention.
The subject matter discussed in the background of the
invention section should not be assumed to be prior art
merely as a result of its mention in the background of the
invention section. Similarly, a problem mentioned in the
background of the invention section or associated with the
subject matter of the background of the invention section
should not be assumed to have been previously recognized
in the prior art. The subject matter in the background of the
invention section merely represents different approaches,
which in and of themselves may also be inventions. Work of
the presently named inventors, to the extent it is described
in the background of the invention section, as well as aspects
of the description that may not otherwise qualify as prior art
at the time of filing, are neither expressly nor impliedly
admitted as prior art against the invention.

The complexity of biology is legendary: some human
organs have billions of cells of many different types, a single
cell may express between 10,000 and 15,000 distinct pro-
teins at any one time, and protein-protein interactions are
today innumerable, such that the human mind, or even tens
of thousands of human minds, may never be able to fully
unravel biological interconnections that are key to the health
of humans, animals, and even the planet Earth. One of the
most challenging tasks facing 21°* century science is the
development of high-fidelity computational models of
eukaryotic and prokaryotic cellular biology. Even simple
unicellular organisms, such as S. cerevisiae and Escherichia
coli, have thousands of different genes, proteins, and small
molecules, all interacting in complex spatiotemporal ways.
The development of computational models for cellular biol-
ogy is central to the future of medicine and biotechnology.’
2 One can argue that ultimately computational systems
biology models might have Avogadro’s number of coupled
equations.®

Given this complexity, the existing dish, flask, well plate,
Transwell, and bioreactor technologies for conventional cell
culture shown in FIGS. 1A-1G, and even the well-plate-
based high-throughput screening (HTS) systems illustrated
in FIGS. 2A-2B, are proving inadequate. As we will discuss
in more detail later, FIGS. 1A-1G show current cell culture
devices such as (A) Petri dishes, (B) cell culture flasks, (C)
well plates, (D) Transwell inserts in a well plate, (E) hollow
fiber systems, (F) rolling bottle bioreactors, and (G) bead
suspension bioreactors. FIGS. 2A-2B show a schematic
representation of an automated robot well-plate handling
system capable of automatic transfer, manipulation, and
measurements of well plates between different stations: (A)
a perspective view, and (B) a sectional view. Fluid delivery
is accomplished by using automated micropipettes to trans-
fer fluids between multiple well plates in a fluid-handling
unit designed specifically for that purpose, as disclosed in
U.S. Pat. No. 10,119,622 B2 to Block, III, et al., which is
incorporated herein by reference in its entirety.

Furthermore, it is becoming recognized that the culture of
a planar sheet of cells on a plastic dish or well plate, as
shown in FIGS. 1A-1C, cannot recapitulate the dynamics of
signaling that occurs in vivo between the cells and the
extracellular matrix around them. This limitation is being
addressed with the use of a two- or three-dimensional in
vitro microphysiological systems (MPS), such as organoids
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and organs-on-chips (FIGS. 3A-3G, to be discussed in detail
later), also known as tissue chips. Organ chips can be
operated in isolation or fluidically coupled together, as
shown in FIGS. 3A and 3B, and arrays of organ chips and
compact control and analytical modules can be mounted on
a common base or caddy (FIG. 3C) or operated as a linear
“train” (FIG. 3D). In turn, collections of these assemblies
can be operated in a temperature-, humidity-, and gas-
controlled cabinet (FIG. 3E) or an automated linear incuba-
tor (FIGS. 3F and 3G). While the HTS system in FIGS.
2A-2B and the coupled organ-on-chip systems in FIGS.
3A-3G represent the state-of-the-art in biology, they do not
support the level of closed-loop, feed-back sensing and
control of these biological systems that will be required to
probe the dynamic, non-linear, and redundant signaling and
metabolic networks that are the basis for the extreme com-
plexity of biology and are the focus of intense efforts in
mathematical modeling. Hence there is a pressing need for
an efficient means to design and conduct the massive number
of open- and closed-loop experiments needed to parameter-
ize, validate, and utilize these models to probe and even
control biological systems.

Even in the near term, the exquisite complexity of cellular
systems biology models means that developing and evalu-
ating them will require the execution of many millions of
hypothesis-led experiments. Only artificial intelligence (Al)
systems, coupled with laboratory automation, have the abil-
ity to plan, execute, and record such a vast number of
experiments.* A possible solution to the problem of unrav-
elling the complexity of biology will be to create and utilize
robot scientists, which are physically implemented labora-
tory automation systems that exploit techniques from the
field of Al to automatically execute cycles of scientific
experimentation: 1) form hypotheses, 2) design and select
efficient experiments to discriminate between the hypoth-
eses, 3) physically execute the experiments using laboratory
automation equipment, 4) analyze and interpret the data, 5)
test the hypotheses, 6) use the results to refine or replace the
hypothesis, and 7) repeat the process ad infinitum.* Such a
robot scientist would constitute a self-driving laboratory that
would navigate a course through a scientific problem using
more experimental observations and controlled parameters
than could be tracked by the human mind, with higher
efficiency, accuracy, and reproducibility and an infallible
memory.

The Robot Scientist “Adam” was the first machine to
autonomously discover scientific knowledge.”> Adam had an
automated -20° C. freezer, three liquid handlers, three
automated +30° C. incubators, two automated plate readers,
three robot arms, two automated plate slides, an automated
plate centrifuge, an automated plate washer, two high-
efficiency particulate air filters, and a rigid transparent
plastic enclosure in a configuration that was similar to FIGS.
2A-2B. Autonomously, Adam specified and recorded 6,657,
024 optical density measurements at 595 nm to form 26,495
growth curves, and formulated and tested 20 hypotheses
concerning genes encoding 13 orphan enzymes.*® Adam’s
successor, Eve, automated early-stage drug development’
with a design that is now being widely copied in industry.
Subsequently, Eve used a combination of multiple software
tools with integrated laboratory robotics to execute three
semiautomated cycles of improvement to models of the
diauxic shift when yeast is forced to switch its metabolism
from glucose to ethanol. All the experiments were formal-
ized and communicated to Eve’s cloud laboratory automa-
tion system for execution to expand the current model of the
yeast diauxic shift. The final model adds a substantial

20

25

30

35

40

45

50

55

60

65

4

amount of knowledge to the systems biology description of
the diauxic shift in yeast: 92 genes (+45%) and 1,048
interactions (+147%).%

The first- and second-generation robot scientists Adam
and Eve have already been shown by their creator, Dr. Ross
King, to have superhuman scientific abilities: Adam and Eve
have already demonstrated that a robot scientist can auto-
matically originate hypotheses to explain observations,
devise experiments to test these hypotheses, physically run
the experiments using laboratory robotics, interpret the
results to change the probability of hypotheses, and then
repeat the cycle. Adam and Eve confirm that robot scientists
are better than human scientists at recording scientific
knowledge: as the experiments are conceived and executed
automatically by computer, it is possible to completely
capture and digitally curate all aspects of the scientific
process—the hypotheses, the experimental goals, the results,
etc. Robot scientists can work cheaper, faster, more accu-
rately, and longer than human scientists; they can be easily
multiplied; they can generate and compare astronomical
numbers of hypotheses in parallel, while cognitive limita-
tions mean that humans can only consider a few hypotheses
at a time. Robot scientists can select near optimal (in time
and money) experiments to test hypotheses; and they can
fully record all aspects of the scientific process, increasing
research reproducibility and knowledge transfer. Robot sci-
entists will not replace human scientists; instead, they will
empower systems biology and biotechnology researchers by
providing unprecedented reasoning abilities and reliability
of experimentation. Robot scientists will free human scien-
tists from routine lab chores and enable them to concentrate
on high-level intellectual tasks.

Robot scientists such as Adam and Eve could also be used
for combinatoric chemistry in biotic and abiotic chemical
synthesis processes wherein the fluid-handling systems
could be used to deliver constituent chemical components to
a large number of chemical synthesis reactions being con-
ducted in parallel and remove and transfer solutions as
required.

Despite their capabilities, one of the crucial limitations of
the application of Adam and Eve to eukaryotic systems
biology is that they both use batch culture to create growth
curves. In common use, yeast does its work in batches,
where it grows and multiplies until it runs out of food or
creates an environment where it can no longer thrive. A
small batch of yeast grown in a research laboratory might
require a milliliter of growth media in one well of a
multi-well plate, whereas a yeast bioreactor at a pharma-
ceutical company could hold a few thousand liters, and one
in a brewery a million liters. As an example of a very small
bioreactor, the upper portion of FIG. 4 shows the growth of
S. cerevisiae in a 3.2 pL occlusion-limited trap that was one
of many traps in a microfluidic device (lower left scale
bar=40 um). In the lower portion of FIG. 4, inverse optical
density (IOD) of two traps is plotted as a function of time.
The data were calculated from corresponding time lapse
images acquired 1 min apart. IOD values for the trap
encircled above are shown as diamonds and resulted in an
approximately exponential growth curve (solid line) until
the trap filled and the debris that blocked it was pushed
away. Black points were taken from an already-full trap
imaged simultaneously in the same field of view as the
encircled trap. From Byrd, T. F., et al. (2014), “The micro-
fluidic multitrap nanophysiometer for hematologic cancer
cell characterization reveals temporal sensitivity of the cal-
cein-AM efllux assay,” Scientific Reports 4: Article 5117.°
The rising portion of the growth curve shown in FIG. 4
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represents a convolution of time-varying, biochemically
fundamental rates, which complicates interpretation of the
data and the generation of a biologically realistic model.
Both Adam and Eve measured growth curves after com-
puter-selected S. cerevisiae knock-out strains were batch
seeded into different wells of a well plate with specific
essential nutrients. It is widely recognized that substantial
changes occur in gene expression, signaling, and metabo-
lism as the cell population matures.'®

FIGS. 5A-5D show a computer simulation of metabolic
inhibition experiments using batch and continuous culture of
adherent eukaryotic cells (left) and suspended microbial
cells (right). FIGS. 5A and 5B simulate batch culture with
media replacement every 24 hours, which maximizes the
change at the end of each 24-hour period, but subjects the
cells to continuously changing nutrient and metabolite con-
centrations. FIGS. 5C and 5D show continuous media
replacement by delivery of fresh media at concentration [S,]
(short dash) with a MicroFormulator or MicroFormulator-
controlled chemostat so that the cells maintain a consistent
level of nutrients and metabolites. Looking at the panels
vertically, FIGS. 5A and 5C represent adherent cells in a
well, while FIGS. 5B and 5D represent suspended, dividing
yeast in a bioreactor. In all four cases, both the metabolite
[Metab] (dash-dot) and the inhibitor [Inhib] (dash-dot-dot)
reduce the metabolic activity of the cells, as evidenced by
the reduction in the rate of consumption of the substrate [S]
(solid). Comparison of FIGS. 5A and 5B with FIGS. 5C and
5D shows how continuous flow provides a much more
stable, readily interpreted environment for the cells.

FIG. 5A simulates three sequential batch media replace-
ments for a stable population of confluent cells, with the
middle exchange including a metabolic inhibitor. The graphs
show the time-dependence of the nutrient concentration [S]
(solid) and [Metab] (dash-dot) for 80% media replacement
at 0, 24, and 48 hours. A bolus of [Inhib] (dash-dot-dot) is
delivered at 24 hours and removed at 48 hours. In batch
culture, gene expression profiles change with continuously
varying levels of nutrients, metabolites, and signaling mol-
ecules. An end point analysis may not be as affected by these
changes as would be a growth rate determination.

FIG. 5B shows three serial-batch measurements of yeast
growth with differing inhibitor concentrations. Steady
increases in optical density (OD, long dash) begin immedi-
ately after a bioreactor is loaded with fresh media and yeast,
which begin rapid division because of the high level of
nutrients in the loaded media. There is no media addition
until the reactor is emptied and reseeded at 24 and 48 hours.
The concentration [S] of the rate-limiting nutrient S
decreases with time from the initial loading of [So]=10.
When [S] reaches zero, the yeast become quiescent and stop
dividing, and OD is thereafter constant. Note that measure-
ment of the effect of the inhibitor requires careful measure-
ments of a rapidly changing OD at multiple time points to
quantify the slower growth rates with increasing [Inhib] at
24 and 48 hours. Again, in batch culture, gene expression
profiles change throughout the growth phase, with continu-
ously changing levels of nutrients, metabolites, and signal-
ing molecules. An end-point analysis may not be as affected
by the gene expression changes as would be a growth rate
determination.

FIG. 5C shows confluent cells undergoing continuous
media replacement with a continuous-flow microformulator
so that the adherent cells maintain a consistent level of
nutrients and metabolites, such that [S] and [Metab] remain
constant. 4% of the media is replaced each hour. The
difference between the delivered [So] and the measured [S]
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represents the amount of [S] that is consumed in the steady
state by the cells. Between 24 hours and 48 hours, the
inhibitor is delivered with a realistic pharmacokinetic (PK)
profile, with the long tail the result of the continuous partial
media replacement after the drug injection ceases. Note that
the cells are never subjected to extreme daily variations in
[S] and [Metab]. The areas under the [Inhib] curve in (A)
and (C) are the same. With continuous perfusion in a
microformulator, gene expression profiles can be constant
for long periods of time, which is ideal for quantitative
multi-omic measurements of signaling and metabolism
required for network reconstruction. Concentration changes
can be either pharmacokinetic (shown) or step changes.

FIG. 5D represents a continuous-perfusion chemostat
experiment that after seeding reaches a steady-state growth
rate that represents a balance between inflow of media with
the rate-limiting nutrient and efflux of cells and media. The
graph shows the time-dependence of OD and [S] for a yeast
chemostat, wherein media with nutrient concentration [So]
is delivered continuously, and the outflow of the chemostat
removes yeast at a rate equal to that of their steady-state
growth. After the initial loading, [S] drops as the number of
yeast in the chemostat grows until there is a steady-state
balance between the delivery of the media and S and the
efflux of yeast and conditioned media from the reactor,
hence the name “chemostat.” The difference between the
delivered [So] and the measured [S] represent the consump-
tion of S required to support that number of yeast in the
bioreactor. [S] never goes to zero and the yeast cells con-
tinue to divide and are washed away at a constant rate. When
the inhibitor is added at 24 hours and at a higher concen-
tration at 48 hours, the yeast division rate is reduced, but
since the media delivery and efflux rates are held constant,
the number of yeast in the chemostat drops. Measurement of
the OD versus [Inhib] can be used to quantify the effects of
the inhibitor on the chosen rate-limiting nutrient, and the
three long plateaus provide ample yeast and supernatant for
untargeted transcriptomics, proteomics, and metabolomics.
Note that the inhibitor concentration can be changed without
reseeding the bioreactor. In chemostats, gene expression
profiles are relatively constant for long periods of time,
which is ideal for quantitative multi-omic measurements of
signaling and metabolism required for network reconstruc-
tion.

The ultimate lesson from FIGS. 5A-5D is that batch
feeding of adherent or suspension cells results in continuous
changes in levels of nutrients and metabolites, and hence
gene expression levels, while continuous perfusion of either
adherent cells or ones suspended in a chemostat provides
long periods of time with steady levels of cellular metabolic
and signaling variables or ones that change in response to a
physiologically realistic PK exposure profile. Computation-
ally, it is challenging to infer the dynamics of the underlying
changes in biochemistry that occur along the course of the
growth curves in FIGS. 4, 5A, and 5B, and more straight-
forward with the situations that led to FIGS. 5C and 5D.

As an alternative to batches, a continuous-flow bioreactor,
termed a chemostat, provides a steady supply of food and
continuously removes excess yeast or even suspended mam-
malian cells and their metabolites to maintain steady-state
growth. There is an increasing recognition that post-ge-
nomic biology and microbial systems biology can benefit
from a return to continuous-flow culture systems,'°'¢ such
as the chemostat shown in FIG. 6A that was invented
independently in 1950 by Monod'” and Novick and
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Szilard.'®'® FIG. 5C simulates three continuous-flow che-
mostat experiments using a device functionally equivalent to
FIG. 6A.

We have already demonstrated a microfiuidic MultiWell
MicroFormulator®®-2S that can deliver a different time-de-
pendent PK profile of drug concentration versus time to each
well of a 24- or 96-well plate. FIG. 5C shows a simulation
of how the microformulator in FIG. 6C could recapitulate in
vitro a PK profile such as would be observed in an intact
human or experimental animal. Comparison of FIG. 5C with
FIG. 5A and FIG. 5D with FIG. 5B shows how continuous
flow afforded by the MicroFormulator in FIG. 6C, used
alone with adherent cells as in FIG. 5C or in conjunction
with a chemostat as in FIG. 5D, provides a much more
stable, readily interpreted environment for the cells that is
well-suited for multi-omic analyses of gene transcription,
protein expression, and metabolic activity.

The hardware shown in FIGS. 1A-1G, 2A-2B and 3A-3G
is inadequate for a massively parallel application of “self-
driving” and machine-learning (ML) technologies to
advancing biological knowledge. Such an effort would ben-
efit from a thousand or more chemostats or other bioreactors,
organ chips or other biodevices operating in parallel under
computer control. Neither commercial production nor
research chemostats, bioreactors, well plates, organ-chip
systems, or similar biodevices have the correct combination
of size, cost, and automated instrumentation to serve as
massively parallel robot scientists. There are no existing
chemostat or bioreactor technologies that can be scaled to
thousands of channels, and AI/ML tools for model devel-
opment have yet to penetrate the marketplace. Commer-
cially available bioreactors are deployed extensively by the
biopharmaceutical and biomanufacturing industries, which
operate them in either serial-batch, batch-fed, or chemostat
modes to produce fermented beverages, industrial biomol-
ecules, and pharmaceuticals including recombinant proteins,
antibody fragments, and monoclonal antibodies. The indus-
try-leading Sartorius product line offers bioreactor volumes
ranging from 15 mL to 2000 L, each representing critical
stages in scale-up to commercial biomolecule production.
The Ambrl5 and Ambr250 “high throughput systems™ sup-
port 24 15 mL bioreactors®”*® and 250 mL bioreactors,
respectively.®® These two systems have the advantage of
producing results that are predictive of the growth rate and
other properties achieved in the larger, industrial-produc-
tion-scale bioreactors. It would be prohibitively expensive to
scale either the Ambr15 or Ambr250 to thousands of biore-
actors.

The biochemical activity of multiple bioreactors over the
full range of volumes from 15 mlL to thousands of liters can
be accomplished using sensor systems such as the NovaBio-
medical BioProfile Flex2 Automated Cell Culture Analyzer,
which can withdraw samples from up to 10 bioreactors,
count cells, and perform metabolic measurements every 10
minutes, with expendable supplies that need to be replaced
based upon use or elapsed time. It could be economically
prohibitive to use this system to monitor thousands of
chemostats.

There are several useful examples of smaller volume
systems, none of which scale to thousands of chemostats.
The eVOLVER, an assembly of discrete components that
operates 16 10 mL bioreactors, pumps, and control electron-
ics, is an excellent example of an academic-derived open-
source system that is producing useful results,>*> but its
unpackaged electronics are not appropriate for long-term use
of a thousand or more channels in a core facility, and the
system does not support multiport valves or robotic plate
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handling. The Cytena c.Bird is a set of continuous-mixing
modules that use pneumatic actuation to increase oxygen
transfer rate in a 96- and 24-well plate. While it cannot
operate as a chemostat, it is highly effective for the con-
trolled clonal expansion of single mammalian cells. The Erbi
Breez™ microbioreactor’*>> has a 2 mL working volume
with independent measurement of pH, dissolved oxygen
(DO), optical density (OD), and temperature, can input up to
four fluids, and controls three gases. While it has perfor-
mance characteristics compatible with a self-driving labo-
ratory, its physical size, configuration, cost, and the fact that
a single system supports only four bioreactors would make
this system impractical for scaling to a thousand channels.
Another industry standard, the BioLector and RoboLector,
are automated fed-batch, pipette-loaded fermentation sys-
tems that use either a single 48 flower-shaped shaken well
plate or a microfluidic enabled one with four banks of eight
bioreactors and two banks of eight reservoirs for pH and
nutrient control. The system cannot operate as a chemostat,
and the entire system can only operate a single well plate,
making it impractical to study thousands of bioreactors or
other biodevices in parallel.

There is also a need to create compact, low-cost, and
readily reconfigurable hardware for biotic and abiotic
chemical synthesis processes.

Therefore, a heretofore unaddressed need exists in the art
to address the aforementioned deficiencies and inadequa-
cies.

SUMMARY OF THE INVENTION

In view of the aforementioned deficiencies and inadequa-
cies, one aspect of this invention provides a continuous
automated perfusion culture analysis system (CAPCAS),
comprising: one or more fluidic systems configured to
operate large numbers of biodevices such as chemostats,
bioreactors, organ-chips, well plates, and Transwell plates in
parallel.

In one embodiment, each fluidic system comprises an
array of biodevices configured such that each biodevice can
have independent media delivery, fluid removal, stirring,
and gas control.

In one embodiment, each fluidic system further comprises
a media delivering means, and a media collecting means,
wherein the array of biodevices is fluidically coupled
between the media delivering means and the media collect-
ing means.

In one embodiment, the media delivering means com-
prises a multichannel input selector valve fluidically coupled
to input vials, an input pump fluidically coupled to the
multichannel input selector valve, and a multichannel input
director valve fluidically coupled to the input pump, con-
figured such that the multichannel input selector valve
operably selects media and/or drugs from the input vials, and
the input director valve allows the input pump to deliver
individually the selected media and/or drugs to each biode-
vice.

In one embodiment, the media collecting means com-
prises a multichannel output collector valve fluidically
coupled to the array of biodevices, an output pump fluidi-
cally coupled to the multichannel output collector valve, and
a multichannel output director valve fluidically coupled to
the output pump, configured to remove media from each
biodevice and deliver it to waste, a Turbidimeter, a micro-
clinical analyzer, or a holding reservoir.

In one embodiment, each of the multichannel input direc-
tor valve and the multichannel output collector valve has a
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connection to back-flush vials, and/or pressurized air or
other gas to insert one or more bubbles between each
sample.

In one embodiment, the CAPCAS further comprises a
multichannel reservoir collection valve coupled to the hold-
ing reservoir of each fluidic system and configured to
analyze media from any single biodevice in any of the one
or more fluidic systems.

In one embodiment, the one or more fluidic systems
comprises 100 fluidic systems, and the array of biodevices
of each fluidic system comprises a 96-well plate, whereby
the CAPCAS is a 9,600 biodevice system.

In one embodiment, the CAPCAS also comprises a low-
pressure pump fluidically coupled to the multichannel res-
ervoir collection valve for operably withdrawing the media
from the holding reservoir that transiently retains the media
and cells withdrawn from the desired biodevice or bioreactor
well.

In one embodiment, the CAPCAS further comprises a
bubble detector fluidically coupled to the low-pressure pump
for operably identifying where one sample ends and another
starts, when the low-pressure pump delivers the samples to
a mass spectrometer.

In one embodiment, the CAPCAS also comprises a cali-
bration valve fluidically coupled to the bubble detector for
operably removing air through one port (A), sending leading
portions of any sample to waste (W), and injecting either a
reagent (R) or a calibration solution (C) into the mass
spectrometer.

In one embodiment, each fluidic system comprises an
input reservoir plate for receiving media; a biodevice plate
comprising an array of biodevices fluidically coupled to the
input reservoir plate, configured such that each biodevice
has independent media delivery, fluid removal, stirring, and
gas control, and each biodevice is capable of continuously
receiving the media from the input reservoir plate; and an
output plate fluidically coupled to the biodevice plate for
real-time analysis and sampling.

In one embodiment, each fluidic system further comprises
at least one microformulator fluidically coupled to the input
reservoir plate for providing the media to the input reservoir
plate. Each microformulator comprises: a plurality of feed-
stock solution reservoirs; at least one input selector valve
(V1) fluidically coupled to the plurality of feedstock solution
reservoirs to select at least one feedstock reservoir; at least
one output director valve (V2) fluidically coupled to the
input reservoir plate; and at least one pump (P1) fluidically
coupled between the at least one input selector valve and the
at least one output director valve for withdrawing fluid from
the selected feedstock solution reservoir through the at least
one input selector valve and delivering it to the input
reservoir plate through the at least one output director valve.

In one embodiment, the at least one input selector valve
is a multichannel input selector valve, the at least one pump
is a single-channel pump, and the at least one output director
valve is a multichannel output director valve.

In one embodiment, the at least one input selector valve
is configured to select different feedstock solution reservoirs
at different periods of time.

In one embodiment, the at least one pump is driven such
that the fluid of the selected feedstock solution reservoir
outputs from the at least one output director valve at a
predetermined flow rate.

In one embodiment, the predetermined flow rate varies
with time.

In one embodiment, through a sequence of selecting the
plurality of reservoirs by the at least one input selector valve
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and pump speed and duration actuations of the at least one
pump, the media is provided to have a different time-varying
perfusion mixture for each biodevice.

In one embodiment, each microformulator further
includes a single-channel optical sensing module coupled
between the at least one pump and the at least one output
director valve for tracking an intentionally injected bubble
for measurement of flow rate, or identifying when a reser-
voir is emptied.

In one embodiment, the CAPCAS further comprises a
biodevice media delivering means fluidically coupled
between the input reservoir plate and the biodevice plate for
continuous delivery of the media from the input reservoir
plate to each biodevice.

In one embodiment, the input reservoir plate has two sets
of media ports, and wherein the biodevice media delivering
means comprises two multichannel pumps (P2, P3), each
multichannel pump is fluidically coupled between a respec-
tive set of the media ports and the biodevice plate, such that
one set is refillable while the other set is being delivered by
a corresponding pump to each biodevice in the biodevice
plate, thereby providing uninterrupted perfusion.

In one embodiment, the CAPCAS further comprises a
biodevice media collecting means fluidically coupled
between the biodevice plate, and the output plate and an
analyzer for real-time analysis and sampling.

In one embodiment, the biodevice media collecting means
comprises first and second multichannel pumps (P4, PS5),
and at least one output valve (V3), wherein the first multi-
channel pump (P4) is fluidically coupled between the bio-
device plate and the at least one multimode output valve
(V3), the second multichannel pump (P5) is fluidically
coupled between the biodevice plate and the output plate,
and the least one multimode output valve (V3) is fluidically
coupled between the first multichannel pump (P4) and the
analyzer.

In one embodiment, the second multichannel pump (P5)
operates independent of the first multichannel pump (P4) to
deliver the effluent from each biodevice to a separate well in
the output plate for off-line transcriptomic or other off-line
analysis.

In one embodiment, the at least one multimode output
valve is configured to either divert effluent from each
biodevice to the analyzer.

In one embodiment, the at least one multimode output
valve is configured to divert, when one biodevice is being
sampled, the media being pumped from the other biodevices
to waste, with each biodevice being sampled serially.

In one embodiment, the at least one multimode output
valve is configured to divert the effluent from all the bio-
devices to waste to ensure continuous perfusion when no
sample is needed or the output plate is removed after bulk
sample collection.

In one embodiment, the analyzer is equipped with a spiral
microfiuidic sorter, a filter, or tangential flow filtration for
real-time separation of cells from media, and an in-line,
microfluidic acoustic or electrical lyser.

In one embodiment, the CAPCAS further comprises a
plurality of multichannel optical sensing modules.

In one embodiment, a first one of the multichannel optical
sensing modules is coupled between the input plate and the
biodevice plate, and a second one of the multichannel optical
sensing modules is coupled between the biodevice plate and
the outplate for measuring PO,, PCO,, pH, and/or optical
density (OD) of the media entering and leaving each bio-
device, respectively.
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In one embodiment, a third one of the multichannel
optical sensing modules is coupled between the at least one
microformulator and the input plate for tracking an inten-
tionally injected bubble for measurement of flow rate, or
identifying when a reservoir is emptied.

In one embodiment, each biodevice comprises a lid struc-
ture for controlling operation of the biodevice, wherein the
lid structure comprises a fluidic control layer that contains
motors that drive the pumps and valves, and a lid beneath the
fluidic control layer, wherein the lid supports vertical tubes
that deliver and remove fluid from the well, with a long tube
reaching nearly to the bottom of the well to allow the pump
PS5 to remove when desired some or nearly all of the media
and cells in the well, a medium length tube being connected
to the pump P4 to provide continuous removal of media
from the biodevice and deliver it to the at least one multi-
mode output valve V3, and a short tube being connected to
the pumps P2 and P3 to deliver media to the biodevice with
the end of the short tube being well above the liquid level to
prevent back-contamination of the media delivery system.

In one embodiment, each biodevice further comprises a
stirrer system.

In one embodiment, the stirrer system comprises an
individual printed-circuit-board (PCB) motor, bearings, and
a hollow rotating slotted-cylinder stirrer that operably serves
as an impeller to provide unidirectional axial flow in one
direction on the inside of the impeller tube and in the
opposite direction outside while surrounding the short,
medium length, and long tubes and two vertical tubes that
connect a gas permeable tubing loop.

In one embodiment, the stirrer system comprises a rotat-
able slotted cylinder that has one or more spiral vanes on
either the inside or outside or on both sides of the rotatable
slotted cylinder stirrer to provide more vigorous vertical
mixing of the cells, media, and dissolved gases contained
within the biodevice.

In one embodiment, the stirrer system comprises a mag-
netic stir bar disposed on a bottom of the well, a rotating
magnet positioned beneath each well for driving the mag-
netic stir bar to rotate, and a separate motor to drive each
rotating magnet to allow each biodevice in the array to be
stirred at a different speed.

In one embodiment, the biodevices are operably inocu-
lated by using an external pipettor or robot to seed either the
biodevice plate, which is removable, or a transfer plate that
has one or more seeded wells and is then installed in place
of the output plate with the at least one second pump run in
reverse to deliver the selected cells into various biodevices
to restart their culture.

In one embodiment, the fluidic system is placed in a
single-deck benchtop enclosure comprising three drawers of
which one for the input reservoir plate, another for the
biodevice plate, and the third for the output plate, which are
operably serviced by an external robot arm for plate-de-
lidding and/or lifting.

In one embodiment, the single-deck benchtop enclosure
further comprises compartments separated from the drawers
for motors/electronics and fluidics.

In one embodiment, M N-channel fluidic systems are
placed on a single deck in a single benchtop enclosure to
provide MxN channels of biodevice in a single unit, with at
least the M output plates being accessible to an external
robot arm by means of a computer-controlled drawer mecha-
nism with automatic de-lidding, where M, N are positive
integers.

In one embodiment four N-channel fluidic systems are
placed on a single deck in a single benchtop enclosure to
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provide 4xN channels of biodevice in a single unit, with at
least the four output plates being accessible to an external
robot arm by means of a computer-controlled drawer mecha-
nism with automatic de-lidding. The system has a total of 12
plates in a single unit.

In one embodiment, a high-density CAPCAS that uses
three independent sets of three 96-well biodevice plates
each, eliminates all output plates, and rapidly perfuses three
biological replicates at one time, would service a total of
nine 96-channel biodevices containing a total of 864 biode-
vice wells.

In one embodiment, the use of a fast series or parallel
microformulator that would 1) eliminate the need for the
input reservoir plate, 2) use in-line and at-line analyses
without the need to collect media in the output plate, and 3)
use of a 96-well biodevice plate instead of a 48-well one
would allow the support of twelve 96-channel modules on a
single deck, i.e., 1,152 biodevices. With the faster serial or
parallel microformulator, for example by increasing the
speed of pump P1 and/or adding more parallel pumping
channels and/or parallel outputs in V3, it would be possible
to use rapid time-division multiplexing to formulate directly
into each biodevice rather than into the reservoir plates.
Given that the sensor valve (V5) can direct cells and media
sequentially from each well to a selector valve V6 and then
on to an on-line analytical instrument, the output plate would
not be required. However, this embodiment does not support
the collection of samples from all biodevices in the biode-
vice plate at the same time instant, as do other designs.

In one embodiment, the one or more fluidic systems are
placed in an enclosure having a plurality of decks, each deck
having a plurality of stations, each station being configured
to accommodate a plate/module of a fluidic system.

In one embodiment, the enclosure is configured such that
each station is accessible by a robot for plate/module instal-
lation and/or removal, and two or more robots are simulta-
neously operable on a deck without interference.

In one embodiment, the enclosure further comprises an
elevator for moving a robot between decks.

In one embodiment, each deck is connected to a continu-
ous circulation fluid bus and a power bus.

In one embodiment, the enclosure is configured to serve
as an environmental chamber, with complete control over
temperature, gas composition, and humidity, with HEPA
filtering to maintain sterility.

In one embodiment, the one or more fluidic systems are
configured to maintain automatically and without human
intervention a uniformly high level of media in the delivery
well of a gravity-perfused bioreactor while also removing
fluid from the collection well to keep a low fluid level and
hence a constant gravity perfusion rate.

In one embodiment, one or more fluidic systems are
configured to perfuse a plurality of parallel, pump-perfused
maternal-fetal interface chips and collect their effluent and
deliver it to a number of series-connected, gravity-perfused
bone-cartilage bioreactors.

In one embodiment, the microformulator is configured to
operate in a bidirectional manner, wherein the pump P1
operates in both directions, such that intermediate reservoirs
are usable to create mixtures of fluids from a variety of
reservoirs, including ones that are downstream of the micro-
formulator.

In one embodiment, operations of the CAPCAS are
automated and computer-controlled wirelessly.

In one embodiment, the CAPCAS can be used for abiotic
and biotic chemical synthesis processes.
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These and other aspects of the invention will become
apparent from the following description of the preferred
embodiment taken in conjunction with the following draw-
ings, although variations and modifications therein may be
affected without departing from the spirit and scope of the
novel concepts of the disclosure.

BRIEF DESCRIPTION OF THE DRAWINGS

The accompanying drawings illustrate one or more
embodiments of the invention and, together with the written
description, serve to explain the principles of the invention.
Wherever possible, the same reference numbers are used
throughout the drawings to refer to the same or like elements
of an embodiment.

FIGS. 1A-1G show cell culture devices used in typical
biological laboratories.

FIG. 2A-2B shows a schematic representation of an
automated robot well-plate handling system.

FIGS. 3A-3G shown various implementations of coupled
organ-on-chip systems.

FIG. 4 shows the exponential growth of S. cerevisiae in a
3.2 pL occlusion-limited trap®.

FIGS. 5A-5D show computer simulations of metabolic
inhibition experiments using batch and continuous culture of
adherent eukaryotic cells and suspended microbial cells.

FIGS. 6A-6C present schematic representations of a
single-well chemostat, a microclinical analyzer, and a mul-
tiwell microformulator, respectively, which provide founda-
tional operations of the invention.

FIGS. 7A-7B present the conceptual design of a 96-chan-
nel chemostat/bioreactor, and shows how 100 of these units
can be connected to create a 9,600 channel chemostat/
bioreactor system, according to embodiments of the inven-
tion.

FIG. 8A-8] show embodiments of a multi-chemostat fluid
control system that support 12, 48, 144 and more indepen-
dent chemostats, according to the invention. FIG. 8 A shows
fluidic schematic for the 12-chemostat multiwell microche-
mostat module. A 48-channel system would have the same
topology, except 48 chemostats and pumps, valves, and
sensors with proportionally more channels. FIGS. 8B-8D
show a robot-accessible single-deck benchtop enclosure for
up to three 12- or 48-channel chemostats, each with three
well plates. FIGS. 8E and 8F show an enclosure that
contains three 48-well chemostat/bioreactor plates for a total
of 144 independent chemostats/bioreactors. FIGS. 8G and
8H show a CAPCAS that contains four 48-channel units, for
a total of 192 chemostats or bioreactors. FIGS. 8I and 87
show a high-density CAPCAS that uses 96-well chemostat/
bioreactor plates, eliminates the output plate by relying on
multiple copies of pumps P4 and valves V5 and V6 to direct
the output of each chemostat to an on-line analyzer, and
rapidly perfuses three biological replicates at one time for
each of three independent systems, servicing a total of nine
plates containing a total of 864 chemostat/bioreactor wells.

FIG. 9 outlines the procedural steps involved in the
operation of a multi-well chemostat/bioreactor module,
according to embodiments of the invention.

FIGS. 10A-10F show a fluidic circuit of a continuous
automated perfusion culture analysis system (CAPCAS)
with a visual grouping of CAPCAS pumps and valves
during the operational steps, according to embodiments of
the invention.

FIGS. 11A-11C show embodiments of a CAPCAS che-
mostat well and its associated hardware, according to
embodiments of the invention.
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FIGS. 12A-12R show construction details of the pumps
and valves that can be used to implement a CAPCAS,
according to embodiments of the invention.

FIGS. 13A-130 show exploded, perspective, and sec-
tional views of cylindrical motor cartridges that contain the
pumps and valves required for CAPCAS units, according to
embodiments of the invention.

FIGS. 14A-14H present the subsystems of CAPCAS and
how they can be implemented in hardware, according to
embodiments of the invention.

FIGS. 15A-15D show the iPlateBot holonomic plate-
handling robot, according to embodiments of the invention.

FIGS. 16 A-16E show how iPlateBots would operate in a
CAPCAS enclosure, according to embodiments of the
invention.

FIGS. 17A-17C show how a variety of sensors could be
included in a CAPCAS unit, according to embodiments of
the invention.

FIGS. 18A-18H demonstrate various methods for perfus-
ing organ chips in a CAPCAS unit, according to embodi-
ments of the invention.

FIGS. 19A-19P show overviews and flowcharts of how
the various hardware and software entities that comprise the
CAPCAS function and interact, according to embodiments
of the invention.

DETAILED DESCRIPTION OF THE
INVENTION

The invention will now be described more fully herein-
after with reference to the accompanying drawings, in which
exemplary embodiments of the invention are shown. The
invention may, however, be embodied in many different
forms and should not be construed as limited to the embodi-
ments set forth herein. Rather, these embodiments are pro-
vided so that this disclosure will be thorough and complete,
and will fully convey the scope of the invention to those
skilled in the art. Like reference numerals refer to like
elements throughout.

The terms used in this specification generally have their
ordinary meanings in the art, within the context of the
invention, and in the specific context where each term is
used. Certain terms that are used to describe the invention
are discussed below, or elsewhere in the specification, to
provide additional guidance to the practitioner regarding the
description of the invention. For convenience, certain terms
may be highlighted, for example using italics and/or quota-
tion marks. The use of highlighting and/or capital letters has
no influence on the scope and meaning of a term; the scope
and meaning of a term are the same, in the same context,
whether or not it is highlighted and/or in capital letters. It
will be appreciated that the same thing can be said in more
than one way. Consequently, alternative language and syn-
onyms may be used for any one or more of the terms
discussed herein, nor is any special significance to be placed
upon whether or not a term is elaborated or discussed herein.
Synonyms for certain terms are provided. A recital of one or
more synonyms does not exclude the use of other synonyms.
The use of examples anywhere in this specification, includ-
ing examples of any terms discussed herein, is illustrative
only and in no way limits the scope and meaning of the
invention or of any exemplified term. Likewise, the inven-
tion is not limited to various embodiments given in this
specification.

It will be understood that when an element is referred to
as being “on” another element, it can be directly on the other
element or intervening elements may be present therebe-
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tween. In contrast, when an element is referred to as being
“directly on” another element, there are no intervening
elements present. As used herein, the term “and/or” includes
any and all combinations of one or more of the associated
listed items.

It will be understood that, although the terms first, second,
third, etc. may be used herein to describe various elements,
components, regions, layers and/or sections, these elements,
components, regions, layers and/or sections should not be
limited by these terms. These terms are only used to distin-
guish one element, component, region, layer or section from
another element, component, region, layer or section. Thus,
a first element, component, region, layer or section dis-
cussed below can be termed a second element, component,
region, layer or section without departing from the teachings
of the invention.

It will be understood that when an element is referred to
as being “on,” “attached” to, “connected” to, “coupled”
with, “contacting,” etc., another element, it can be directly
on, attached to, connected to, coupled with or contacting the
other element or intervening elements may also be present.
In contrast, when an element is referred to as being, for
example, “directly on,” “directly attached” to, “directly
connected” to, “directly coupled” with or “directly contact-
ing” another element, there are no intervening elements
present. It will also be appreciated by those of skill in the art
that references to a structure or feature that is disposed
“adjacent” to another feature may have portions that overlap
or underlie the adjacent feature.

The terminology used herein is for the purpose of describ-
ing particular embodiments only and is not intended to be
limiting of the invention. As used herein, the singular forms
“a,” “an,” and “the” are intended to include the plural forms
as well, unless the context clearly indicates otherwise. It will
be further understood that the terms “comprises” and/or
“comprising,” or “includes” and/or “including” or “has”
and/or “having” when used in this specification specitfy the
presence of stated features, regions, integers, steps, opera-
tions, elements, and/or components, but do not preclude the
presence or addition of one or more other features, regions,
integers, steps, operations, elements, components, and/or
groups thereof.

Furthermore, relative terms, such as “lower” or “bottom”
and “upper” or “top,” may be used herein to describe one
element’s relationship to another element as illustrated in the
figures. It will be understood that relative terms are intended
to encompass different orientations of the device in addition
to the orientation shown in the figures. For example, if the
device in one of the figures is turned over, elements
described as being on the “lower” side of other elements
would then be oriented on the “upper” sides of the other
elements. The exemplary term “lower” can, therefore,
encompass both an orientation of lower and upper, depend-
ing on the particular orientation of the figure. Similarly, if
the device in one of the figures is turned over, elements
described as “below” or “beneath” other elements would
then be oriented “above” the other elements. The exemplary
terms “below” or “beneath” can, therefore, encompass both
an orientation of above and below.

Unless otherwise defined, all terms (including technical
and scientific terms) used herein have the same meaning as
commonly understood by one of ordinary skill in the art to
which the invention belongs. It will be further understood
that terms, such as those defined in commonly used diction-
aries, should be interpreted as having a meaning that is
consistent with their meaning in the context of the relevant
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art and the present disclosure, and will not be interpreted in
an idealized or overly formal sense unless expressly so
defined herein.

As used herein, “around,” “about,” “substantially” or
“approximately” shall generally mean within 20 percent,
preferably within 10 percent, and more preferably within 5
percent of a given value or range. Numerical quantities
given herein are approximate, meaning that the terms
“around,” “about,” “substantially” or “approximately” can
be inferred if not expressly stated.

As used herein, the terms “comprise” or “comprising,”
“include” or “including,” “carry” or “carrying,” “has/have”
or “having,” “contain” or “containing,” “involve” or
“involving” and the like are to be understood to be open-
ended, i.e., to mean including but not limited to.

As used herein, the phrase “at least one of A, B, and C”
should be construed to mean a logical (A or B or C), using
a non-exclusive logical OR. As used herein, the term “and/
or” includes any and all combinations of one or more of the
associated listed items.

As used herein, the term “biodevice” refers to a well plate,
a chemostat, an organ chip, a Transwell-plate, a bioreactor,
an abiotic or biotic chemical synthesis reactor, or other
fluidic reservoirs that are contained in a multi-element
biodevice array.

The description below is merely illustrative in nature and
is in no way intended to limit the invention, its application,
or uses. The broad teachings of the invention can be imple-
mented in a variety of forms. Therefore, while this invention
includes particular examples, the true scope of the invention
should not be so limited since other modifications will
become apparent upon a study of the drawings, the speci-
fication, and the following claims. For purposes of clarity,
the same reference numbers will be used in the drawings to
identify similar elements. It should be understood that one or
more steps within a method may be executed in different
order (or concurrently) without altering the principles of the
invention.

In view of the aforementioned deficiencies and inadequa-
cies in the background, one of the objectives of this inven-
tion is to address the need for better hardware with a
distributed robotic system for fluid handling and transport of
well plates, and arrays of microbioreactors and other bio-
devices that require continuous perfusion with media, or
intermittent removal and replacement of media, or adjust-
ment of the formulation of the media over time, with
applications to chemostats and organ chips. In this context,
the term “media” would include cell-culture media, nutrient
solutions for model organisms such as zebrafish embryos,
and even constituent chemical components and reactants in
biotic and abiotic chemical synthesis processes. The hard-
ware presented in this invention could enable the simulta-
neous and fully automated support, interrogation, and analy-
sis of a thousand or more chemostats, bioreactors, well
plates, organ chips or other biodevices or chemical reaction
chambers, operating as self-driving systems biology labo-
ratories. This system will enable new types of studies to
understand, model, and control microbial populations, dif-
ferentiating stem cells, antibody-producing cells, organoids,
and tissue chips.

Self-Driving Laboratories and Robot Scientists

The self-driving biological laboratory has two major
components: the hardware that is the subject of this inven-
tion and the artificial intelligence (Al) software that guides
the machine-learning (ML) processes. Many of the Al
applications to biology involve image and pattern recogni-
tion, for example using deep-learning neural networks, and

2 <



US 11,447,734 B2

17

are already routinely used to analyze data. For systems
biology and pharmacology research, Al tools such as those
that drive the Adam and Eve robot scientists use symbolic Al
to form models, generate experiments, execute experiments,
and refine models. This scientific cycle includes knowledge
integration, experiment planning, experimental protocol
generation, and interpretation of experimental results. How-
ever, even state-of-the-art Al systems alone are insufficient
for closing this loop. The combination of third-generation
robot scientists, like the current invention, operating as part
of an integrated platform of data, hardware, and analytics
offers a powerful solution for such a challenging task in
scientific discovery. The development of an automated dis-
covery platform is highly demanded not only in biology but
also in any scientific and industrial field that needs 1) faster
discovery, 2) cheaper experimentation, 3) cheaper labor, and
4) improved reproducibility, knowledge, and data sharing.

Other technological advances that enable the third-gen-
eration robot scientist that is the subject of this invention
include improved computer hardware with faster processors
designed to operate in parallel for computations and smaller
and more powerful microprocessors for instrument control;
rapidly growing databases describing biological molecules
and their interactions; and, as covered by this invention and
it antecedents, compact, multichannel, computerized pumps,
valves, and sensors, and miniature robots and software
capable of synchronizing the control of thousands of biore-
actors in a single cabinet; and high-speed mass spectrom-
eters that can analyze thousands of samples of bioreactor
effluent each day to characterize a multitude of metabolic
changes commanded by the robot scientist. While this
third-generation, self-driving laboratory could be applied to
any of a large number of biological systems used in basic
research and industrial-scale biotechnology, the featured
embodiments for this invention will focus on two applica-
tions: 1) massively parallel, independent, long-duration,
machine-guided experiments on the single-cell microbe Sac-
charomyces cerevisiae, known as baker’s or brewer’s yeast,
to decode the signaling and metabolic networks. This third-
generation robot scientist will make it possible to maintain,
interrogate, control, and modify thousands of yeast cultures
at a much lower cost than is currently possible; and 2) the
use of the continuous perfusion feature to maintain mam-
malian cells in culture, either in well plates, bioreactors, or
organs-on-chips for studies in biology, toxicology, and phar-
macology.

There are a multitude of other applications of a self-
driving biological laboratory as described by the current
invention. Microbes such as S. cerevisiae and the bacteria
from the gut microbiome and extreme environments are
expected to play an ever-increasing role in the production of
vaccines, cancer therapies and other pharmaceuticals,
enzymes, food protein, feedstock for the chemical industry,
and microbes to better sequester carbon dioxide from the
atmosphere, all areas of pressing societal need. Other appli-
cations that are not discussed in detail in this application
include the optimization of commercial and scientific bio-
technology processes that include but are not limited to the
differentiation of induced pluripotent stem cells (iPSCs) into
a desired progenitor or terminally differentiated cells for
regenerative medicine or research and the production of
pharmaceutical antibodies by Chinese hamster ovary (CHO)
cells. Other applications not presented in detail include the
imposition of hormonal, chemical, or optical circadian
rhythms,*® and the continuous or circadian feeding of
zebrafish embryos in, for example, a 12-well Transwell
plate, or the use of a fully automated cell culture system for

20

25

30

35

40

45

50

55

60

65

18

the study of chemical and biological weapons and their
therapeutics and prophylactics.

As a self-driving robot scientist, the invention will use
machine learning and Al to accelerate the development of
mathematical models that describe microbial and eukaryotic
metabolism and growth. These will help us understand, and
possibly optimize, for example, the interactions between the
many different microbial species that comprise the human
microbiome and play key roles in both health and disease.
The ability of the invention to create computational models
of cellular signaling and metabolism on its own should
advance medicine, biotechnology, and fundamental biologi-
cal knowledge, since such models are required to optimize
experiments, interpret data to reveal the rules that govern
biological processes, and guide scale-up to industrial-scale
bioreactors.

The invention offers a breadth of very attractive technical
challenges and scientific and social opportunities ideal for
interdisciplinary research and training in AL, swarm robotics,
machine learning, and the exploration of signaling and
metabolic pathways in microbes and suspended mammalian
cells. A first-principles appreciation of the complexity of
biology could in fact be utilized to accelerate the solution of
societal problems in nutrition, health, and medicine. The
invention will allow scientists and engineers and their train-
ees to address a number of important scientific, commercial,
and global problems by advancing our understanding of
biology and disease and improving the efficiency of indus-
trial production of biochemicals and pharmaceuticals. The
invention also provides additional impact as a tool for
classroom instruction, in that ultimately it will allow stu-
dents to pose questions and use the invention to help design
and conduct the experiments needed to answer them. The
invention is being designed for mass production at low cost
and in high volume, so that small laboratories could afford
a small-scale system, and a pharmaceutical or biotechnology
company could run tens of thousands of bioreactors in
parallel under autonomous control to explore and optimize
biomolecule production.

The invention addresses this need by using state-of-the-
art, multi-channel microfluidic pumps and valves to control
multiple multi-well chemostats, bioreactors, well plates, or
organ chips over a wide range of conditions with different
strains of yeast and other microbes. Swarm robots termed
iPlateBots can transport 48 or more chemostats, bioreactors,
or organ chips at a time in a single plate or plate box. Very
high-throughput solid phase extraction (SPE) ion mobility
(IM) quadrupole time of flight (QTOF) mass spectrometers
(MS) that can make a broad, untargeted metabolic measure-
ment every 10 or 15 seconds will generate terabytes of data
that exceed the ability of humans to control, process, and
interpret. Al can be used to identify high-order correlations
buried deep in multi-omic data, or create computational
models of cellular signaling and metabolism that could have
thousands of equations and even larger numbers of param-
eters. The invention provides, for the first time, an efficient
means to design and conduct the massive number of bio-
logical experiments needed to parameterize, validate, and
utilize such models to probe and even control biological
systems for specific applications. Its possible applications
are without bound.

Experiments that would be readily possible with the robot
scientist include basic research in cell signaling and metabo-
lism in yeast, quantitative explorations of the metabolomic
interactions of co-cultured bacterial species that together
could produce protein for food and short-chain fatty acids
for chemical feedstocks, experiments to track multiple,
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parallel evolutionary histories to determine which environ-
mental and genetic factors are important for the evolution of
microbial cooperation, and improved methods to use mam-
malian cells to produce therapeutic antibodies and other
pharmaceuticals. Such systems will accelerate inquiries into
the rules of life and the discovery of new solutions to some
of society’s pressing problems. At the heart of the subject
robot scientist, standardized consumables will simplify sys-
tem operation and increase efficiency.

The commercial prospects for the invention are excellent,
with multiple proven markets that could benefit immediately
from even a single 48-channel chemostat or bioreactor
module. The iPlateBots represent a new class of holonomic
plate-handling swarm robots that will allow the scale-up of
the invention from 48 to 1,700 or more channels in a single,
environmentally controlled instrument rack. The straightfor-
ward integration of an SPE-IM-QTOF-MS into the inven-
tion will enable the acquisition of five thousand high-
resolution, untargeted metabolomic spectra each day, and
self-driving laboratory software will guide not only the
design of each experiment but the automated generation of
computational systems biology models that will accelerate
data interpretation and identification of biological mecha-
nisms of action. The development of the invention is timed
perfectly with the awakening of artificial intelligence
applied to biology.

The Limitations of Current High-Throughput Biology

With this introduction and motivation, as we now return
to FIGS. 1A-1G through 3A-3G to better appreciate the need
for massively parallel microfluidic systems to control the
continuous or intermittent delivery and removal of media,
drugs, and toxins from chemostats, bioreactors, well plates
and organs on chips, it is worthwhile to examine the prior art
in cell culture and analysis techniques. As was discussed in
U.S. Pat. No. 10,119,622 B2 to F. B.*¢ Block, 111, et al.,
which is incorporated herein by reference in its entirety, over
the past 50 years engineers, scientists, and physicians work-
ing in biology, medicine, and physiology have constructed
an entire, self-consistent intellectual framework using
monolayer monocultures on plastic. Currently there are only
a limited number of techniques for growth and maintenance
of cell cultures. As shown in FIGS. 1A-1G, these include a
Petri dish 100 that enables the culture of cells 103 in cell
culture media 102; a culture flask 110 with removable cap
111; a well plate 120 with wells 121; and a well plate 120
that supports a Transwell device 130 that has as its bottom
a porous filter 132 that supports cells 103 and enables
communication through the cell layer of culture media 102
on the outside of the wall of the insert 131 with culture
media on the inside. Cells are grown to high density in a
perfused hollow fiber bioreactor 140 that has cells 103
growing on either the inside, outside, or both sides of hollow
fibers 146. The end caps 142 and 143 couple the inlet and
outlet flows 148 of culture media 102. Additional ports, not
shown, can provide access to the fluid and cells outside of
the fibers. Adherent or suspended cells can be grown in high
volume in a rotating bioreactor 150, in which the bottle 151
with cap 111 is supported on rollers 153 that are rotated by
a mechanism 155 to ensure continuous mixing of the solu-
tion inside the bottle, thereby nourishing the cells that are
either adherent to the inner surfaces of the bottle or are
suspended in the media 102. Cells can be grown at high
density in a suspended bead bioreactor 160 that utilizes a
magnetic stirrer 161 and magnet 168 or a direct mechanical
connection 162 attached to the top 165 to rotate a paddle
167. As a result of the rotation of the paddle, cells 103
attached to neutral-buoyancy beads 169 are kept in close
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contact with the volume of media 102. These examples are
representative of the many types of systems that have been
devised to culture cells in vitro. The ultimate accomplish-
ment of this fifty-year effort has been the introduction of the
multi-well, micro-titer plate that can allow individual
experiments to be conducted in as many as 1536 wells, each
of which contains about 8 pL. of cell culture media, serviced
by an automated robot (FIGS. 2A-2B) that moves well plates
between different preparation and measurement stations and
incubators.

There are a number of major limitations of existing cell
culture technology. The small-volume wells with a suppos-
edly homogeneous cellular phenotype do not recapitulate the
heterogeneous tissue microenvironment. Nutrient and
metabolite transport is limited by diffusion. The local
microenvironment, and hence the cellular phenotype and
dynamic response, may differ between the corners and the
center of each well. It is hard to create controlled concen-
tration gradients. It is difficult to reverse the course of an
experiment—it is easier to inject a drug, nutrient, or toxin
than to wash it out. The plastic of Petri dishes, flasks, and
well plates for growing adherent cells is quite foreign to a
realistic biological environment: the Young’s modulus for
cell culture plastic is 10,000 to 100,000 times higher than
that of living tissue. Only bone has a stiffness that
approaches that of cell culture plastic. It is difficult to
provide the shear forces that are required to maintain
endothelial and epithelial polarization in Petri dishes or well
plates. It is also difficult to provide appropriate mechanical
forces to cells such as is experienced in the heart, skeletal
and smooth muscle, lungs, and skin. The centralized robotic
fluid handler and the isolated plate reader are not well suited
for fast, real-time, closed-loop control of dynamic cellular
processes. It is difficult to invoke complex exposure proto-
cols or to create well-to-well connections that simulate
organ-organ interactions. The most important convention in
cell culture is the desire to change culture media only once
every day or two. This infrequent media change results in the
volume of culture media being approximately 1000 times
that of the cells themselves. Hence paracrine and autocrine
factors and metabolites secreted by cells are diluted a
thousand-fold by the infrequent changing of the media
above the cells. Paracrine factors that in biology would
normally be washed away in vivo instead can linger and
diffuse away slowly, and hence can inhibit in vitro cellular
differentiation.>”

FIGS. 2A-2B show a robot well-plate handling system
200 including, for example, a robot well-plate manipulation
system 201 with a rotating base 202 and an articulated arm
203 that has been optimized to allow a gripper jaw 204 to
perform automated transfers of well plates 120 between
various fixed stations, which include, but are not limited to,
incubators 210, fluid handlers 220 with internal X-Y posi-
tion control of pipettes 221 and 222, plate readers 230,
bar-code readers 235, lid hotels 240, plate sealers 250, plate
stackers 205, and other plate-oriented instruments 270 and
260, as shown in FIG. 2B. The entire system, if desired, can
be enclosed in a sterile environment supported by windows
280 and HEPA filters 290, as shown in FIG. 2A. While it
might be possible to create a jaw system 204 that can handle
a pair of interconnected plates, as the number of intercon-
nected plates grows it obviously becomes impractical to use
this topology to manipulate the plates. Point-to-point trans-
fer is not suitable for the manipulation of a plurality of
interconnected modules.

Three commercial well-plate fluid-handling systems as
indicated by 220 in FIGS. 2A-2B are in widespread use and
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are worthy of examining: the Agilent Bravo™ Liquid Han-
dling System; the Agilent Encore Multispan™ Liquid Han-
dling System, and the Hamilton MICROLAB® STAR Lig-
uid Handling Workstation. The Bravo has a single 96-pipette
movable head that can X-Y address (221, 222) a 3x3 array
of well plates. It has an on-board gripper that can be used to
move a well plate from one location to another. It provides
no means for interconnecting multiple well plates or moving
more than one well plate at a time. The newer Agilent
Encore Multispan has an articulated robot arm, eight vari-
able-span pipetters that provide independent X and Y axis
motion. It can pipette to and from up to 24 well plates, and
its gripper can reach up to 32 well plates stored on a common
deck. It provides no means for interconnecting multiple well
plates or moving more than one well plate at a time. The
Hamilton MICROLAB® STAR system has both a 96 or 384
pipetting head and 8 or 16 multi-span individual pipettes and
other features. It has both a plate gripper and a separate
articulated arm gripper. In the context of this invention, it
provides a variety of Eppendorf and well-plate carriers that
can be manually delivered to an automatic feed system that
uses a rack and pinion system to slide these carriers into
predefined locations, with the gear-teeth of the rack being
formed into the bottom of one side of the carrier. The system
has 30 parallel tracks that can support tube or well-plate
carriers. The carriers can be equipped with a variety of
functions, including thermal regulation or on-board,
addressable single-well imaging. Most important, the sys-
tem does not provide the capability of the autonomous
relocation of carrier from one predefined location to another,
nor is there a provision to move these carriers from this
instrument to an incubator or other instrument spatially
separated from the fluid-handling unit. Normally, both of
these operations must be performed manually. These sys-
tems are viewed as exemplary of an entire class of fluid-
handling robots utilized for high-throughput well-plate
screening. None of these support fluidic communication
between different well plates.
Organs on Chips

The recognition of the limitations of conventional cell
culture techniques is leading to an increased interest in the
creation of heterogeneous cell cultures growing in three-
dimensional (3D) extracellular matrices with organotypic
perfusion and stiffness in addition to proper mechanical,
chemical, and electrical cues. Furthermore, the advance of
biology, medicine, and physiology will be facilitated by the
introduction of tools and techniques that enable closed-loop
control of biology, including the dynamic control of extra-
cellular matrix chemistry and mechanical properties. The
challenges of closed-loop control of biological systems are
summarized in the review article: P. R. LeDuc, W. C.
Messner, and J. P. Wikswo, “How do control-based
approaches enter into biology?” Annu. Rev. Biomed. Engr.
13:369-396, 2011.%® Tools and techniques enabling closed-
loop control of biology would also support automated design
of experiments, wherein cell type, matrix chemistry and
architecture, and the addition or subtraction of metabolic
and signaling molecules and other cues are adjusted auto-
matically by machine-learning algorithms that are attempt-
ing to identify and test hypotheses related to biological
function. As an example, there is a need to refine the
selection and timing of the application of cytokines and
other signaling molecules whose sequence and concentra-
tion are optimized to cause an induced pluripotent stem cell
(iPSC) to differentiate into a desired, specific cell type.

Given the known limitations of the culture of confluent
layers of cells on planar plastic or glass substrates,* there is

20

25

30

35

40

45

50

55

60

65

22

a growing recognition that single or coupled organs-on-
chips can provide a more physiological recapitulation of the
cellular microenvironment and cell-cell and organ-organ
interactions. An organ chip can be thought of as a two- or
three-dimensional microbioreactor that benefits from quan-
titative, real-time measurements of a breadth of analytes that
span different molecular classes, such as proteins, oligo-
nucleotides, lipids, carbohydrates, peptides, and other small
molecules. The difficulty is that most existing bioanalytical
techniques are slow and require substantial sample vol-
umes—both of which compromise the ability to control in
real time a small 3D tissue bioreactor, and are often applied
in a targeted manner that detects only preselected molecules
of interest. Rapid, low-volume, untargeted assays are needed
to track the complex biosignatures of cellular differentiation,
development, and the response to growth factors, nutrients,
toxins and other chemical, electrical, and mechanical
stimuli.

Organs-on-chips (OoCs) and 3D tissue engineering pres-
ent promising new technologies in the fields of automated
biology and physiology, and the discovery, development,
and toxicity/safety screening of new pharmaceuticals. His-
torically, many organs-on-chips are designed to study the
physiology of a single organ and use either height differ-
ences in reservoir fluid levels, syringe pumps, on-chip or
off-chip peristaltic pumps, or pressurized reservoirs to cause
culture media to flow through single- or dual-chamber
bioreactors. Many chips have been single-pass, perfused by
the pressure from liquid in a pipette tip, or a syringe body
connected to the chip directly or by a tube, or a pressurized
reservoir. OoCs are unique in the sense that an OoC can
provide significant data on drug/organ interactions and
multi-organ physiology without the use of animal studies. To
date, there has been little research into integrating these
organ systems with intra-device fluid-handling. Two journal
articles provide a critical review of coupled OoCs: “Engi-
neering Challenges for Instrumenting and Controlling Inte-
grated Organ-on-Chip Systems,” Wikswo et al., IEEE Trans.
Biomed. Eng., 60:682-690 (2013),>® and “Scaling and Sys-
tems Biology for Integrating Multiple Organs-on-a-Chip,”
Wikswo et al.,, Lab Chip, 13:3496-3511 (2013),*® which
together provide one of the most thorough overviews of the
major technical and biological challenges that need to be
addressed in the development of coupled microphysiologi-
cal systems. The challenges facing OoC design, develop-
ment, and use are paralleled by comparable challenges in the
engineering of tissue, for example, tissue-engineered cardiac
valves, blood vessels, peripheral nerve, or skin grown from
the iPSCs of a patient whose tissues are in need of repair or
grafting due to illness or injury. A multi-disciplinary
approach is required to integrate these “organs” with the
required maintenance devices for their growth and support,
and ultimately may enable use of machine-learning algo-
rithms driving automated robotic scientists that can perform
biological experiments without user intervention.

FIGS. 3A-3G provides an overview of several practical
aspects of the application of organs-on-chips which can
operate in isolation with the support of an instrumented
organ-chip module (IOM). Coupled organ chips can operate
as a set of coupled IOMs. FIG. 3A shows schematically a
linear array of IOMs in which the four IOMs are integrated
with interconnects according to one embodiment of the
invention. Depending on the type of organ chip, a variety of
supporting structures is required. In the embodiment shown
in FIG. 3 A, each organ module contains three motors and the
required microfluidics 312, has a microcontroller and wire-
less connectivity 311, internal interconnects with septa for
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off-cartridge fluid transfer, autonomous control of fluid
within organs, charging interconnects or wireless power
transfer incorporated on the caddy 305 that supports one or
more modules, on-board fluid storage 313, and a battery to
power the module when it is detached from the platform for
out-of-incubator operation. The electrical wiring connecting
the motors to their microcontroller is not shown.

FIG. 3A presents an exemplary embodiment in which four
generic modules 300 are interconnected to provide an inte-
grated microclinical analyzer module 310, a lung module
320, a heart module 330, and a microformulator module 340
to support arterial 350 and venous 360 circulations. In this
example, each module has a power and control subsection/
unit 311, a set of pumps and valves 312, and reservoir bottles
313, all of which are interconnected by a microfluidic device
(not shown). The microclinical analyzer 310 achieves its
desired function by the inclusion in the generic module of
multipotentiostat electronics 314, and microclinical analyzer
sensors 315 using electrochemical or other types of sensor.
The lung module 320 contains a lung chip 321, as well as
additional pumps and valves 322 that allow the perfusion
and control of the pulmonary epithelial cells growing on the
air side of the alveolar membrane, and also control the
respiration of the lung if desired. The heart module 330
contains the heart chip 331, which may contain either a
working heart with one or more chambers with or without
valves, or a nonworking cardiac construct utilized to ascer-
tain the effects of drug on cardiac or valve tissue with
perfusion provided by an external pump. The MicroFormu-
lator module 340 contains an additional valve 341 and a
plurality of vials 313 from which the solutions to be mixed
are drawn.

FIGS. 3A and 3B show two different views of the linear
array of IOM, arranged on the caddy 305 containing a
microclinical analyzer (WCA) 310, a two-sided lung Perfu-
sion Controller (PC) 320, a heart Perfusion Controller 330,
and a microformulator (g) 340 that utilizes both rotary
planar peristaltic micropumps (RPPM) and rotary planar
valves (RPVs). This linear array can also be readily accessed
by an external robot or other fluid-handling device that
delivers or removes fluid from the modules or provides other
services to the module array. Similarly, the module array can
be moved past fixed devices such as fluid handlers, micro-
scopes, or imaging units. The module array can be readily
utilized in an incubator since with this design it is straight-
forward to utilize components that can operate without
difficulty at 37° C. If required, the electronics and motor
modules can be encapsulated for internal environmental
control.

FIG. 3C shows an organ interconnect caddy (OIC) that is
configured so that it fits into any commercially available 18"
incubator. In contrast to the linear array in FIGS. 3A and 3B,
FIG. 3C presents an alternative, rectangular arrangement of
the 3x4 module caddy 345 that allows improved connectiv-
ity between a plurality of IOMs. The OIC contains the
internal fluidic interconnections to route fluid between each
respective organ. For instance, this embodiment provides a
self-sealing atrial interconnect bus, a venous bus, and a
storage system for fluid on the centralized microformulator
340. RPVs on each module determine whether the respec-
tive module is connected to a particular interconnect port.
The eject buttons 370 adjacent to each IOM retract the
internal fluidic connection between the interconnect system
and the organ module. An individual IOM interfaces to the
caddy through fluidic interconnection ports. The fluidic
connection ports, not shown, can be self-sealing, septum-
based interconnects to facilitate simple sterile interfaces to
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fluidic routing channels contained within the OIC without
the loss of fluid or the addition of air. Appropriate fluidic
switches can accomplish the same functions, particularly
when the switch includes vent, drain, or flush positions to
either empty or fill the volume of the interconnect without
perturbing the fluids in the body of the module. When an
integrated organ microfluidics module is removed from the
organ interconnect platform, the septum seal or other inter-
connect sealing mechanism prevents fluid leakage. Hence,
the central innovation of this design is not just simple tubing
or channel connections between the modules, but a con-
trolled interconnect system wherein the connections
between modules and how these connections are routed
within each module are dynamic and can be controlled by
either the user or the automated control system.

As shown in FIG. 3C, each module resides in a rectan-
gular arrangement of the caddy 345 that provides fluidic
connection, power, and the ability to image. Handles 302
allow easy transport between the incubator and bench-top.
Fluid interconnects between these modules are shared, and
the fluidic routing is handled both internally and by the
valves of each module. The valves are set to prevent leakage
when the eject button 370 is pressed. The organs on this
particular caddy include a liver 301, left heart 382, right
heart 383, liver 309, and kidney 384. Each organ has its own
respective microclinical analyzer 310. In one embodiment, a
cardiopulmonary assist device 385 provides fluidic storage
for the atrial and venous lines, as well as supporting perfu-
sion pressures to the modules and gas exchange should the
heart and lung not have the capacity to support the entire
system alone. A centralized MicroFormulator 340 provides
on-board reagent mixing and additional sample storage 306
for each organ.

FIG. 3D shows a dynamic IOM topology/configuration
wherein the ordering and connections between IOMs 300
can be made and broken, just as is done in assembling a
freight train, or assembling sets of pathology samples along
guideways in an automated clinical laboratory. In FIG. 3D,
a linear array of modules 3110 includes several module
types and is configured for running on a guideway 3111. A
propulsion unit 3101 can apply a bidirectional traction force
collinear with the linear array. A support module 3102 in one
embodiment can contain a cardiopulmonary unit to ensure
adequate perfusion and oxygenation of all organ/tissue mod-
ules, as well as large fluid reservoirs 3513 for fresh and spent
perfusion media. A series of interconnected modules 300 can
perform the various functions illustrated in FIGS. 3A
through 3C. Additional analytic and control functions can be
performed by specialized modules 3103 that might provide
sample analysis by means of a miniature mass spectrometer.
Because the modules are connected by a mechanical inter-
connect 3104, the linear array 3110 can be moved as a unit
past a station 3120 that has multiple subsystems 3122 that
are fixed in position by a base 3121 to perform a variety of
analytical, mechanical, or other maintenance functions on
the array, including, but not limited to, fluid handling,
microscopy, and the removal of one module and its replace-
ment with another. As such, when the train-based intercon-
nect platform is moved at the predetermined positions,
subsystems perform the above desired operations on the
linear array of the integrated organ microfluidics. The
motion of the array can utilize guideways, wheels, air
bearings, roller bearings, low-friction pads, or other mecha-
nisms on each module to ensure the required linear displace-
ment without undue stresses on the mechanical 3104 or
fluidic 3105 connections. As shown, a linear guideway 3111
is utilized for the movement, so that the linear array 3110
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moves along a pair of parallel tracks, a central monorail, a
lateral rail, a guiding channel, or an overhead conveyor
system. If the fluidic and mechanical connections between
the modules, 1105 and 1104 respectively, are made flexible,
it is not necessary for the linear array to be held in a straight
line, but the linear array can be curved as required to
manipulate or move the array. There are multiple means by
which the controlled movement of coupled modules along a
chosen trajectory can be accomplished. In the context of
CAPCAS, this system is an example where connected
organ-chip modules move as a unit and can be delivered to
analytical instruments.

FIG. 3E shows schematically organ interconnect caddies
345 stored in an incubator 390. Note that when the organ
interconnect platforms are located in an incubator environ-
ment, electrical connectors or wireless inductive power
provide charging current for the on-board batteries, and an
antenna located inside the incubator allows wireless com-
munication to and from each instrumented Organ Module.

FIGS. 3F and 3G show a perspective and section views,
respectively, of an IOM array vertical storage incubator,
where an IOM array is placed into the incubator and moved
to a storage location when not in use. The coupled organ
arrays in FIGS. 3A and 3B can be stored in an “incubator
tunnel” or vertical stacking incubator 3200 in FIG. 3F. In
this embodiment, the incubator 3200 of FIG. 3F comprises
a system shown in FIG. 3G wherein pulleys 3310, cables
3311, and attachment points 3312 enable the vertical storage
of sections of guideway 3305 in guideway carriers 3304.
The guideway carrier includes support devices 3313, 3314,
and 3315 for the guideway 3305. Wheels 3316 on module
carriers 3320 support IOMs 400. An opening in the incuba-
tor 3302 allows the array of modules to be driven into the
module carrier, whose track 3305 is separated from the main
track 3303 connecting the incubator to the larger system.
The incubator has a temperature regulation means 3301.

It should be evident from FIGS. 3A-3G that new,
advanced technologies must be introduced to enable mas-
sively parallel, closed-loop sensing and control of individual
or coupled chemostats, bioreactors, or organ chips, as would
be required for a self-driving laboratory or robot scientist
that interrogated large numbers of organ chips, particularly
ones that allow the asynchronous transport in three dimen-
sions of well plates and organ-chip arrays.

Continuous Automated Perfusion Culture Analysis System
(CAPCAS)

As stated above and illustrated in FIGS. 5A-5D, there are
excellent reasons why continuous perfusion of chemostats,
bioreactors, well plates, and organ chips is better suited for
quantitative probing by a robot scientist than any batch-fed
systems. FIG. 6A shows a conventional continuous-flow
chemostat. The engineering challenge is to implement the
chemostat shown in FIG. 6A not as a single, stand-alone unit
or as part of a set of 4, 16 or 24 units in a single chassis, but
in groups of hundreds, a thousand, or more in a format
suitable for automated operation as part of a self-driving
laboratory or robot scientist.

We have previously described a microclinical analyzer
(FIG. 6B) that provides automated calibration of a multi-
analyte electrochemical sensor and can serve as a single-
channel microformulator,*!**> also described in PCT Patent
Application No. PCT/US2021/042179 by D. K. Schaffer, et
al,*s which is incorporated herein by reference in its
entirety. Building upon this concept, we have shown that
rotary planar peristaltic micropumps (RPPMs)*®*">! and
rotary planar valves (RPVs)?>> 26- 49- 50- 5256 cqp e applied
to create multiwell microformulators (FIG. 6C), which use
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time-division multiplexing to deliver a different, realistic
pharmacokinetic (PK) profile of drug concentration versus
time to each well of a 96-well plate (inset), and can
separately store samples from each well of a 24- or 96-well
plate.?>2° The invention involves extending the microfor-
mulator concept to a multichannel system that provides
continuous delivery of different media formulations to each
well of a multi-well continuous automated perfusion culture
analysis system (CAPCAS) that contains yeast, bacteria, or
adherent or non-adherent mammalian cells and provides
sensing that includes real-time measurements of optical
density, pH and other process variables as well as using a
direct-injection mass spectrometer for at-line solid-phase
extraction (SPE) ion mobility-mass spectrometry (IM-MS)
analyses with ten-second temporal resolution for untargeted
metabolomics.

The invention builds upon prior inventions described
above to create a new class of automated bioreactor systems.
Specifically, the invention in one aspect, discloses a con-
tinuous automated perfusion culture analysis system (CAP-
CAS) comprising one or more fluidic systems configured to
operate large numbers of biodevices such as chemostats,
wells, bioreactors, abiotic or biotic chemical synthesis reac-
tors, or other biodevice arrays in parallel.

In certain embodiments, each fluidic system comprises an
array of chemostats or a well plate or a biodevice array
configured such that each chemostat/well/biodevice has
independent media delivery, fluid removal, stirring, and gas
control.

In certain embodiments, each fluidic system further com-
prises a media delivering means, and a media collecting
means, wherein the array of chemostats or the well plate is
fluidically coupled between the media delivering means and
the media collecting means.

In certain embodiments, the media delivering means
comprises a multichannel input selector valve fluidically
coupled to input vials, an input pump fluidically coupled to
the multichannel input selector valve, and a multichannel
input director valve fluidically coupled to the input pump,
configured such that the multichannel input selector valve
operably selects media and/or drugs from the input vials, and
the input director valve allows the input pump to deliver
individually the selected media and/or drugs to each che-
mostat.

In certain embodiments, the media collecting means com-
prises a multichannel output collector valve fluidically
coupled to the array of chemostats, an output pump fluidi-
cally coupled to the multichannel output collector valve, and
a multichannel output director valve fluidically coupled to
the output pump, configured to remove media from each
chemostat and deliver it to waste, a Turbidimeter, a micro-
clinical analyzer, or a holding reservoir.

In certain embodiments, each of the multichannel input
director valve and the multichannel output collector valve
has a connection to back-flush vials, and/or pressurized air
or other gas to insert one or more bubbles between each
sample.

In certain embodiments, the CAPCAS further comprises
a multichannel reservoir collection valve coupled to the
holding reservoir of each fluidic system and configured to
analyze media from any single chemostat or bioreactor or
organ chip in any of the one or more fluidic systems.

In certain embodiments, the one or more fluidic systems
comprises 100 fluidic systems, and the array of chemostats
of each fluidic system comprises a 96-well plate, whereby
the CAPCAS is a 9,600 chemostat system.
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In certain embodiments, the CAPCAS also comprises a
low-pressure pump fluidically coupled to the multichannel
reservoir collection valve for operably withdrawing the
media from the holding reservoir that transiently retains the
media and cells withdrawn from the desired chemostat or
bioreactor well.

In certain embodiments, the CAPCAS further comprises
a bubble detector fluidically coupled to the low-pressure
pump for operably identifying where one sample ends and
another starts, when the low-pressure pump delivers the
samples to a mass spectrometer.

In certain embodiments, the CAPCAS also comprises a
calibration valve fluidically coupled to the bubble detector
for operably removing air through one port (A), sending
leading portions of any sample to waste (W), and injecting
either a reagent (R) or a calibration solution (C) into the
mass spectrometer.

Given the capabilities of our computer-controlled pumps,
valves, and sensors, the entire CAPCAS could be operated
by machine-learning Al software to create a self-driving
robot scientist.

FIG. 7A shows how a 96-channel chemostat could be
implemented using RPPMs and RPVs, wherein each well of
the 96-well plate is in fact an independent chemostat that has
media delivery, fluid removal, stirring, and gas control. An
N-channel selector valve selects media and drugs from input
vials and delivers them to a 100-channel input director valve
(the 100-channel valve was previously disclosed in PCT
Patent Application Serial No. PCT/US2021/042179 by D. K.
Schaffer, et al.,*® which is incorporated herein by reference
in its entirety). Reversing the input pump allows fluid such
as sterile saline to be used to wash either valve, and sends
the wash water to waste reservoirs. The input director valve
allows the input pump to deliver the individually formulated
media to each well of the 96-well plate. The 100-channel
output collector valve, the output pump, and the M-channel
output director valve in concert remove media from each
well in the 96-well plate and deliver it to waste, a Turbidi-
meter, a microclinical analyzer, or a holding reservoir, for
example. Each of the valves has a connection to back-flush
vials (B) and pressurized air or other gas (A) to insert one or
more bubbles between each sample.

FIG. 7B illustrates how the addition of a second 100-
channel valve, termed the reservoir collection valve, can be
used to analyze media from any single chemostat in any of
100 96-well plate chemostat arrays, thereby creating a 9,600
chemostat system. By means of this valve, a low-pressure
pump withdraws media from the holding reservoir that
transiently retains the media and cells withdrawn from the
desired chemostat or bioreactor well. A bubble detector
identifies where one sample ends and another starts, as the
low-pressure pump delivers the samples to the direct injec-
tion mass spectrometer. Note that depending upon the type
of mass spectrometer, there may be a high-pressure pump for
pressure-injection of the sample into either a liquid chro-
matograpy system upstream of the mass spectrometer or a
sample ionization and injector at the mass spectrometer;
these pumps would not use the technologies shown in FIG.
12. The calibration valve can remove air through one port
(A), send the leading portions of any sample to waste (W),
and inject either a reagent (R) or a calibration solution (C)
into the mass spectrometer.

To demonstrate the feasibility of creating such a system
with functional pumps and valves, we next present embodi-
ments of the invention that will provide 12-, 48-, 144- and
higher-channel versions of a CAPCAS comprising one or
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more fluidic systems configured to operate large numbers of
chemostats or other biodevices in parallel.

In one embodiment, each fluidic system comprises an
input reservoir plate for receiving media; a chemostat or
bioreactor plate or a plurality of organ-chips comprising an
array of chemostats or bioreactors or organ-chips fluidically
coupled to the input reservoir plate, configured such that
each chemostat has independent media delivery, fluid
removal, stirring, and gas control, and each chemostat is
capable of continuously receiving the media from the input
reservoir plate; and an output plate fluidically coupled to the
chemostat plate for real-time analysis and sampling.

In one embodiment, each fluidic system further comprises
at least one microformulator fluidically coupled to the input
reservoir plate for providing the media to the input reservoir
plate. Each microformulator comprises: a plurality of feed-
stock solution reservoirs; at least one input selector valve
(V1) fluidically coupled to the plurality of feedstock solution
reservoirs to select at least one feedstock reservoir; at least
one output director valve (V2) fluidically coupled to the
input reservoir plate; and at least one pump (P1) fluidically
coupled between the at least one input selector valve and the
at least one output director valve for withdrawing fluid from
the selected feedstock solution reservoir through the at least
one input selector valve and delivering it to the input
reservoir plate through the at least one output director valve.

In one embodiment, the at least one input selector valve
is a multichannel input selector valve, the at least one pump
is a single-channel pump, and the at least one output director
valve is a multichannel output director valve.

In one embodiment, the at least one input selector valve
is configured to select different feedstock solution reservoirs
at different periods of time.

In one embodiment, the at least one pump is driven such
that the fluid of the selected feedstock solution reservoir
outputs from the at least one output director valve at a
predetermined flow rate.

In one embodiment, the predetermined flow rate varies
with time.

In one embodiment, through a sequence of selecting the
plurality of reservoirs by the at least one input selector valve
and pump speed and duration actuations of the at least one
pump, the media is provided to have a different time-varying
perfusion mixture for each chemostat.

In one embodiment, each microformulator further
includes a single-channel optical sensing module coupled
between the at least one pump and the at least one output
director valve for tracking an intentionally injected bubble
for measurement of flow rate, or identifying when a reser-
voir is emptied.

In one embodiment, the CAPCAS further comprises a
biodevice media delivering means fluidically coupled
between the input reservoir plate and the biodevice plate for
continuous delivery of the media from the input reservoir
plate to each biodevice.

In one embodiment, the input reservoir plate has two sets
of media ports, and wherein the biodevice media delivering
means comprises two multichannel pumps (P2, P3), each
multichannel pump is fluidically coupled between a respec-
tive set of the media ports and the biodevice plate, such that
one set is refillable while the other set is being delivered by
a corresponding pump to each biodevice in the biodevice
plate, thereby providing uninterrupted perfusion.

In one embodiment, the CAPCAS further comprises a
biodevice media collecting means fluidically coupled
between the biodevice plate, and the output plate and an
analyzer for real-time analysis and sampling.
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In one embodiment, the biodevice media collecting means
comprises first and second multichannel pumps (P4, PS5),
and at least one output valve (V3), wherein the first multi-
channel pump (P4) is fluidically coupled between the bio-
device plate and the at least one multimode output valve
(V3), the second multichannel pump (P5) is fluidically
coupled between the biodevice plate and the output plate,
and the least one multimode output valve (V3) is fluidically
coupled between the first multichannel pump (P4) and the
analyzer.

In one embodiment, the second multichannel pump (P5)
operates independent of the first multichannel pump (P4) to
deliver the effluent from each biodevice to a separate well in
the output plate for off-line transcriptomic or other off-line
analysis.

In one embodiment, the at least one multimode output
valve is configured to either divert effluent from each
biodevice to the analyzer.

In one embodiment, the at least one multimode output
valve is configured to divert, when one biodevice is being
sampled, the media being pumped from the other biodevices
to waste, with each biodevice being sampled serially.

In one embodiment, the at least one multimode output
valve is configured to divert the effluent from all the bio-
devices to waste to ensure continuous perfusion when no
sample is needed or the output plate is removed after bulk
sample collection.

In one embodiment, the analyzer is equipped with a spiral
microfiuidic sorter, a filter, or tangential flow filtration for
real-time separation of cells from media, and an in-line,
microfluidic acoustic or electrical lyser.

In one embodiment, the CAPCAS further comprises a
plurality of multichannel optical sensing modules.

In one embodiment, a first one of the multichannel optical
sensing modules is coupled between the input plate and the
biodevice plate, and a second one of the multichannel optical
sensing modules is coupled between the biodevice plate and
the output plate for measuring PO,, PCO,, pH, and/or
optical density (OD) of the media entering and leaving each
biodevice, respectively.

In one embodiment, a third one of the multichannel
optical sensing modules is coupled between the at least one
microformulator and the input plate for tracking an inten-
tionally injected bubble for measurement of flow rate, or
identifying when a reservoir is emptied.

The most recent implementation of the pumps and valves
that can be utilized will be discussed below, but for now we
will first demonstrate an exemplary embodiment of a fluidic
system with FIG. 8A how a twelve-channel chemostat
system can be created using a 25-port RPV (V1), a single-
channel RPPM (P1), a twenty-five port RPV (V2), four
12-channel RPPMs (P2, P3, P4, and PS5), a 12- or 24 port
sensor or cut-in RPV (V3), an input reservoir well plate, and
output plate, as well as multiple one- and twelve-channel
optical sensors. As we will see, the 48- and 144-channel
versions can have the same topology, except all wells in the
chemostat plate would be populated to create 48 chemostats,
and pumps, valves, and sensors would have proportionally
more channels. The highest channel count systems would be
similar in design, but would utilize a 96-well chemostat plate
and minimize the use of input and output well plates to
conserve space. Later we will discuss the details of the
chemostats/bioreactors that provide thermal and gas control
and stirring.

FIG. 8A shows how pumps, valves and sensors would be
assembled to create a 12-channel chemostat that operated in
12 of the 48 wells of a round-bottom, deep-well plate. The
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first stage of the multiwell chemostat module is a media
microformulator that has a 25-port input selector valve (V1),
a single-channel pump (P1), and a 25-port output director
valve®® (V2) that together can create a different time-varying
perfusion mixture for each chemostat. The microformulator
output is delivered to two sets of 12 wells in the 96-well
input reservoir plate, such that one set can be refilled while
the second set is being delivered by twelve-channel spiral
pumps’* P2 or P3 to twelve populated wells in the 48-well
chemostat plate, providing uninterrupted perfusion. Were
the cells being cultured slowly growing, time-division mul-
tiplexing could be used by the microformulator (V1, P1, and
V2) to deliver a different media formulation to each biore-
actor or chemostat. However, the growth rate of some yeast
is sufficiently high that the time interval for the microfor-
mulator to revisit each well would be too long and between
visits there could be significant changes in nutrient and
metabolite concentrations. The use of two sets of input
reservoir wells in a single well plate (or possibly two well
plates) and two associated and dedicated multichannel
pumps, P2 and P3, ensures that one pump can deliver media
from one set of reservoir wells simultaneously to each
chemostat/bioreactor well, while the other set of reservoir
wells is being refilled. This ensures that each chemostat/
bioreactor can be perfused without any interruption or
human intervention for very long periods of time. Elsewhere
we discuss how a faster serial or parallel microformulator
might obviate the need for the input reservoir plate, allowing
direct delivery of formulated media to the chemostat/biode-
vice plate.

The effluent (cells plus media) from each chemostat well
is collected by a 12-channel pump P4. If the pump speed of
P4 is greater than that of P2 or P3, the level of the media in
each bioreactor or chemostat will be determined by the
height of the withdrawal tube in that well. By overpumping
P4, there will be intermittent withdrawal of air and/or foam
from each reactor, which can also be used to define a sample
bolus for later analysis.

The output of P4 is delivered to the 12-port, multi-mode
output/sampling valve V3. This valve will allow each efflu-
ent line, one at a time, to be diverted to an external analyzer,
such as a VIIBRE/Waters rapid-cycling UPLC-IM-MS>7-%
or Agilent SPE-IM-MS,>*-%" a Raman®*-®” or UV-Vis spec-
trometer, optical®® or electrochemical®® ***°> %77 meta-
bolic sensors, or a planar microfluidic device that would
allow visualization of individual yeast cells as they exit a
chemostat.” When one chemostat is being sampled, valve V3
would direct the media being pumped from the other che-
mostats to waste, with each chemostat being sampled seri-
ally. As appropriate, the analyzer will be equipped with a
spiral microftuidic sorter,”®®! or a filter (alternating tangen-
tial flow (ATF) or tangential flow filtration (TFF)***%) for
real-time separation of cells from media, as well as an
in-line, microfluidic acoustic®®* or electrical®® lyser. In its
third mode, V3 can divert the effluent from all chemostat
wells to waste to ensure continuous perfusion when no
sample is needed from any well.

The pump P5 operates independent of P4 to deliver the
effluent from each chemostat well to a separate well in the
refrigerating/freezing output plate for off-line transcriptomic
or other off-line analysis. The output plate can be removed
after bulk sample collection, while P4 continues to withdraw
media from each chemostat/bioreactor.

Bidirectional washing of the microformulator, the input
reservoirs, and even each well in the chemostat plate is
possible. The chemostats can be inoculated by using an
external pipettor or robot to seed either the chemostat plate
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before or after installation beneath the fluidic station. While
the output plate would normally be empty at the beginning
of an experiment, alternatively it could be used to inoculate
an array of sterile chemostats at the beginning of an experi-
ment. A transfer plate that has one or more seeded wells can
be installed in place of the output plate with pump P5 run in
reverse to deliver the selected cells into various chemostat
wells to initiate their culture.

The single-channel optical sensing module after P1 will
be used to track an intentionally injected bubble for mea-
surement of flow rate, or to identify when a media or drug
reservoir has been emptied. The three 12-channel optical
sensing modules will measure, for example, PO,, PCO,, and
pH and optical density (OD) of the media entering and
leaving each chemostat.

While the spiral microfluidic sorter, or alternating
tangential flow or tangential flow filtration®*"%> could sepa-
rate cells from extracellular media to allow separate analysis
of the intracellular and extracellular proteomic and metabo-
lomic profiles, the same technologies could also be used to
return the cells to the bioreactor while allowing the condi-
tioned media to exit the system, either for disposal or
harvesting of secreted proteins and other cellular products.
By including this separation, the chemostats would be
converted to continuous perfusion bioreactors, wherein the
cells were retained to increase in number and, if desired,
continue to produce in quantity the targeted secreted pro-
teins or other molecules. Hence with the addition of the
appropriate spiral, ATF, or TFF separation, the robot-scien-
tist, self-driving CAPCAS platform could then be applied to
entirely different classes of industrial problems, including
the production of antibodies, enzymes, food protein, or other
biomolecules.

A 48-chemostat embodiment would have the same topol-
ogy as that in FIG. 8A, except that the 12-channel pumps
(P2-P5) and the 25-port valves V2 and V3 would be replaced
with 50-channel tubing pumps and 100-port valves,*®
respectively. The sensor count would also be increased from
12 to 48. In this case, the fluidic circuit would service all 48
wells in the plate shown, but the topology would be iden-
tical. We do not draw the 48- or higher channel-counts
circuit to simplify rendering and teaching these embodi-
ments.

The use of the input reservoir plate and the pair of pumps
P3 and P4 that ensure continuous perfusion of the chemo-
stats/bioreactors requires, in this design, that the input
reservoir plate have twice as many wells as the chemostat/
bioreactor plate. Were a 96-well chemostat plate used, two
96-well input reservoir plates could be used, or the micro-
formulator could either be parallelized or its speed increased
to eliminate the need for the input reservoir plate or allow
the input reservoir plate to be periodically refreshed rather
than emptied.

FIGS. 8B-8D show the fluidic circuit in FIG. 8A installed
in an enclosure that could be serviced by an external robot
arm, which would access the plates inside by means of three
plate-de-lidding and lifting drawers. In this exemplary
embodiment, the fluidic system is placed in the single-deck
benchtop enclosure comprising three drawers of which one
for the input reservoir plate, another for the chemostat plate,
and the third for the output plate, which are operably
serviced by an external robot arm for plate-de-lidding and/or
lifting. The single-deck benchtop enclosure may further
comprise compartments separated from the drawers for
motors/electronics and fluidics.

FIGS. 8E and 8F show how three 48-channel modules
could be placed on a single deck in a single benchtop
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enclosure to provide 144 channels of chemostat in a single
unit, with at least three output plates being accessible to an
external robot arm by means of a computer-controlled
drawer mechanism with automatic de-lidding.

FIGS. 8G and 8H show a CAPCAS that contains four
48-channel units, for a total of 192 chemostats or bioreac-
tors.

FIGS. 81 and 8] show a high-density CAPCAS that uses
three sets of three 96-well chemostat/bioreactor plates each
without any output plates, and rapidly perfuses the three
biological replicates of each experiment at one time, servic-
ing a total of 864 chemostat/bioreactor wells. It accom-
plishes this by using sharing a reservoir plate between a set
of three parallel, replicate chemostat plates, and rather than
having an output plate for off-line analysis, relies on mul-
tiple copies of pumps P4 and valves V5 and V6 to deliver
sequentially a sample from each of the chemostat wells to
one or more different analytical instruments. As we will see
later, an enclosure that would support nine independent
864-channel decks would perfuse a total of 7,776 chemo-
stats in a single CAPCAS enclosure.

Not shown is the embodiment wherein 1) the use of a fast
series or parallel microformulator would eliminate the need
for the input reservoir plate, 2) the use of in-line and at-line
analyses without the need to collect media in the output
plate, and 3) the use of a 96-well chemostat plate instead of
a 48-well one would allow the support of twelve 96-channel
modules on a single deck, i.e., 1,152 chemostats. The faster
serial or parallel microformulator could be achieved, for
example, by increasing the speed of pump P1 and/or adding
more parallel pumping channels and/or parallel outputs in
V3, such that it would be possible to use rapid time-division
multiplexing to formulate directly into each chemostat rather
than into the reservoir plates. Given that the sensor valve
(V5) can direct cells and media sequentially from each well
to a selector valve V6 and then on to an on-line analytical
instrument, the output plate would not be required. How-
ever, this embodiment does not support the collection of
samples from all chemostats in the chemostat plate at the
same time instant, as do other designs.

Timing of Operations in a CAPCAS Multi-Well Chemostat

FIG. 9 outlines the procedural steps involved in the
operation of a multi-well chemostat/bioreactor module.
These steps include:

Step 1, V1 selects media, reagents and drugs needed to
formulate media for each chemostat, washing lines as
required;

Step 2, Using time-division multiplexing, V1-P1-V2 pre-
pares the first media formulation for each chemostat;

Step 3, V1-P1-V2 fills one input reservoir set from the
microformulator;

Step 4, V1-P1-V2 repeats Steps 1-3 but for the second
reservoir set;

Step 5, P2 delivers first input reservoir set to each
chemostat;

Step 6, Sensors check for bubbles, measure baseline OD.
Perfusion rate can be controlled if OD should be held
constant, thereby converting the system to a turbidistat
rather than a chemostat;

Step 7, Cycle steps 1-6 for continuous perfusion of all
chemostats;

Step 8, P4 continuously withdraws media during Steps
5-7, V3 delivers the media from one chemostat at a time to
one or more in-line sensors while sending the media from all
other chemostats to a common waste. Sensors include elec-
trochemical (eChem) metabolic sensors, cellular imaging,
mass spectrometry (MS), etc.;
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Step 9, P5 removes small samples for parallel sensing and
returns them to the chemostats if desired;

Step 10, P5 rapidly and in parallel removes a fraction of
the media from each chemostat and delivers each aliquot to
a sample-collection plate for off-line analysis of each che-
mostats cells and media; and

Step 11, Repeat cycles with parameters adjusted as nec-
essary.

These steps would be repeated as required, and all could
be controlled by the AI/ML robot scientist software that
would select the strain of yeast that would be loaded into the
chemostats prior to the initiation of the experiment, the
concentration of nutrients, drugs, and other factors that
comprise the input media and determine its pH, the rate of
media replacement, the stirring velocity, gas concentrations,
temperature, and other chemostat parameters. Samples
would be withdrawn serially from each chemostat for real-
time analysis as well as in parallel as required from all
chemostats in a module.

FIGS. 10A-10F provide a visual grouping of CAPCAS
pumps and valves during the operational steps. FIG. 10A
summarizes Steps 1-3, wherein the lower bank of input
reservoirs is formulated. FIG. 10B shows Steps 4-6 with the
formulation of the upper bank of input reservoirs while the
lower bank of input reservoirs is pumped in parallel into
each of the chemostats in the chemostat plate. FIG. 10C
shows Step 7 with the return to the formulation of the lower
bank of input reservoirs while the upper bank of input
reservoirs is being pumped into the chemostat array. FIG.
10D shows Step 8 with the continuous removal of media
from chemostats that is sent to analysis and waste, while
formulation of the lower bank of input reservoirs and the
pumping of the upper bank of input reservoirs into the
chemostats continues. FIG. 10E illustrates how in Step 9 a
small volume of media from chemostats could be transiently
withdrawn by P5 to an optical pH sensor and returned back
to the chemostat to measure pH without reducing the amount
of media and cells in the chemostat, all during, in this case,
formulation of the upper bank of input reservoirs and
pumping of the lower bank of input reservoirs into the
chemostats. Finally, in this series of examples, FIG. 10F
shows Step 10, the end-of-experiment situation where the
microformulator and reservoir pumping are stopped and
media is rapidly transferred from all of the chemostats to the
output plate for freezing and transcriptomics, etc. If desired,
half of the media in each well can be transferred, followed
by rapid removal of both the chemostat and output plates so
that the two plates can undergo orthogonal analyses, e.g.,
transcriptomics and intracellular MS proteomics and
metabolomics.

Embodiments of a CAPCAS Chemostat

FIGS. 8A-8] through 10A-10F have outlined embodi-
ments of the sensing and fluidic control system to operate
large numbers of chemostats in parallel. The next challenge
is to create chemostat units that are sufficiently compact that
48 or 96 of them could be arranged to fit on the space offered
by the lid of a 48- or 96-well plate.

According to the invention, each chemostat/bioreactor in
one embodiment comprises a lid structure for controlling
operation of the chemostat, wherein the lid structure com-
prises a fluidic control layer that contains motors that drive
the pumps and valves, and a lid beneath the fluidic control
layer, wherein the lid supports vertical tubes that deliver and
remove fluid from the well, with a long tube reaching nearly
to the bottom of the well to allow the pump PS5 to remove
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when desired some or nearly all of the media and cells in the
well, a medium length tube being connected to the pump P4
to provide continuous removal of media from the chemostat
and deliver it to the at least one multimode output valve V3,
and a short tube being connected to the pumps P2 and P3 to
deliver media to the chemostat with the end of the short tube
being well above the liquid level to prevent back-contami-
nation of the media delivery system.

In one embodiment, each chemostat further comprises a
stirrer system.

In one embodiment, the stirrer system comprises an
individual printed-circuit-board (PCB) motor, bearings, and
a hollow rotating slotted-cylinder stirrer that operably serves
as an impeller to provide unidirectional axial flow in one
direction on the inside of the impeller tube and in the
opposite direction outside while surrounding the short,
medium length, and long tubes and two vertical tubes that
connect a gas permeable tubing loop.

In one embodiment, the stirrer system comprises a rotat-
able slotted cylinder that has one or more spiral vanes on
either the inside or outside or on both sides of the rotatable
slotted cylinder stirrer to provide more vigorous vertical
mixing of the cells, media, and dissolved gases contained
within the chemostat.

In one embodiment, the stirrer system comprises a mag-
netic stir bar disposed on a bottom of the well, a rotating
magnet positioned beneath each well for driving the mag-
netic stir bar to rotate, and a separate motor to drive each
rotating magnet to allow each chemostat in the array to be
stirred at a different speed.

In one embodiment, the chemostats are operably inocu-
lated by using an external pipettor or robot to seed either the
chemostat plate, which is removable, or a transfer plate that
has one or more seeded wells and is then installed in place
of the output plate with the at least one second pump run in
reverse to deliver the selected cells into various chemostats
to restart their culture.

FIG. 11A shows one embodiment with the requisite
features. The operation of the chemostat in this embodiment
is controlled by structures entirely attached to the lid. As
shown schematically in the figure, several different layers
will comprise the lid to each chemostat plate. Not shown, but
above or adjacent to the lid, is the fluidic control layer that
contains the seven motors that drive the pumps and valves
shown in FIGS. 10A-10F. Beneath that layer is a cast or
otherwise fabricated lid that supports the vertical tubes
fabricated from PEEK or another biocompatible material
that deliver and remove fluid from the well, with the long
tube reaching nearly to the bottom of the well to allow P5 to
remove when desired some or nearly all of the media and
cells in the well. The medium length tube is connected to P4
to provide continuous removal of media from the chemostat
and deliver it to the sensor valve V3. The short tube is
connected to P2 and P3 to deliver media to the chemostat,
with the end of the tube being well above the liquid level to
prevent back-contamination of the media delivery system.
Having the removal pump P4 operate at a higher pumping
rate than either delivery pump P2 or P3 ensures that the
medium length tube sets the maximum height of the media
and cells in the chemostat, as shown in FIG. 6A. Note that
this approach of overpumping will result in minor, repeating
fluctuations in fluid level as the media rises to make contact
with the medium length tube, at which time the pump begins
to remove media and the fluid level drops until the meniscus
between the bottom of the tube and the media breaks, after
which time P4 will withdraw air or foam from above the
media, whose level once again begins to rise. One advantage
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of this approach is that it may minimize or eliminate
defoaming agents that could interfere with cellular biologi-
cal processes.

In the embodiment shown, the stirrer system for each well
has an individual printed-circuit-board (PCB) motor,*® bear-
ings, and a hollow rotating slotted-cylinder stirrer that serves
as an impeller to provide unidirectional axial flow in one
direction on the inside of the impeller tube and in the
opposite direction outside while surrounding the short,
medium length, and long tubes as well as the two vertical
tubes that connect the gas permeable tubing loop. The design
and operational parameters for this stirrer can be adjusted as
necessary to produce a chemostat whose results scale to
much larger volume chemostats and bioreactors.

The gas delivery layer in the lid has a planar gas manifold
to support the delivery and removal of gas from the vertical
gas tubes. Immediately below the gas and fluid distribution
layers are the individual custom planar PCB brushless DC
motors, or (not shown) miniature commercial motors that
drive a hollow-bore vertical impeller in each chemostat well
that serve as mechanical stirrers. A loop of oxygen-perme-
able Teflon AF tube®® will deliver to each chemostat well O,
or a mixture containing additional gases such as N, and CO,,
The combination of the tubing loop and the stirrer would
ensure five-second mixing'® and uniform, controlled oxy-
genation.”?

The primary advantage of the hollow cylindrical stirrer is
that the space inside the cylinder can contain the long,
medium, and short fluid delivery or removal tubes and the
two tubes required for gas delivery and removal. An alter-
native stirrer embodiment could use the rotating slotted
cylinder shown in FIG. 11B that has one or more spiral vanes
on either the inside or outside or on both sides of the rotating
slotted cylinder stirrer to provide more vigorous vertical
mixing of the cells, media, and dissolved gases contained
within the chemostat. Alternatively, a shaft could extend
downward from the lid into the well to drive one or more
stirring blades, but this approach would interfere severely
with various tubes in the small diameter of a well. Yet
another embodiment, shown in FIG. 11C, could utilize a
long tube that does not reach to the bottom of the well to
leave room for a magnetic stir bar driven by a rotating
magnet positioned beneath each well; having a separate
motor to drive each rotating magnet would allow each
chemostat in the array to be stirred at a different speed. The
advantage of this approach is ease of construction and
installation; the disadvantage of this approach as compared
to stirring from the top plate is that the space beneath the
wells must be permanently occupied, defeating the random
XY access afforded to the iPlateBot robots that allows them
to reach any and all plates on a fluidic station above deck
without disturbing any already-suspended plates.

FIG. 11 A also shows a number of features worthy of being
included in the chemostats, including a gasket or seal to
ensure that there is no cross-talk of gases or microbes
between adjacent chemostats, a vent output required for
system sterilization, tubing interface ports, and gas and fluid
distribution networks. The various gas and fluid distribution
channels could be fabricated directly into the fluidic station
that is affixed above the well plate. Not shown are overfill
detection electrodes or optical fibers, or in-well dissolved
oxygen, pH, or other sensors.

Continuous Perfusion Systems Components

The sequence of events outlined in FIGS. 7A-7B through
10A-10F requires an exquisite level of control of multi-
channel fluidic pumping and valving functions that can
operate at flow rates that typically are between 1 pl. and 1
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mL per minute, well beyond the flow capability of the classic
pneumatic microfluidic valves®>®* which require a dedi-
cated and expensive high-speed solenoid as well as a sepa-
rate compressed gas line for each solenoid. Other valves,
such as microfluidic rocker valves or rotating disk valves,
are typically too large and too expensive, or are unable to
perform complex valving operations required for the func-
tions shown, for example, in FIGS. 10A-10F. We now
describe rotary planar peristaltic micropumps (RPPMs) and
rotary planar valves (RPVs) specifically configured to per-
form the requisite operations shown in FIGS. 7A-7B
through 10A-10F.

FIG. 12A provides details for the sensor valve (V3) in
FIG. 8A. The fluidic circuit is fabricated from polydimeth-
ylsiloxane. A collection of balls trapped in ball cages is
either pressed up into the fluidic chip to close a channel, or
allowed to drop to open the channel. The fluidic chip is
pressed into the fluidic plate and held in place laterally by
protrusions that also serve as tubing ports.

FIG. 12B shows a rotating planar peristaltic micropump
whose actuator contains a groove around which balls roll,
with an elastomeric traction ring ensuring that the balls roll
rather than slide. A free-floating sprocket spacer maintains a
uniform separation of the balls.

FIG. 12C shows a single channel spiral pump, with the
shape of the spiral optimized to minimize peristaltic oscil-
lations and backflow.

FIGS. 12D, 12E, and 12F show two-, six-, and twelve-
channel spiral pumps.

FIG. 12G shows a six-channel pump with a common
central port and six independent outer ports, as would be
used for either combining or separating multiple flows.

FIG. 12G shows an eight-channel binary-splitter pump
that has a single input and a single output, but multiple
internal channels to provide a high pumping rate. The width
of the channels need not be uniform but can be scaled in
proportion to the flow through each section. Such a pump
could be fabricated with any number of channels that is a
power of two.

FIGS. 121 and 12J show the ports of a 100-channel valve,
where the location of a groove in the actuator determines
whether or not a ball is pressed into the elastomer to
compress the elastomer of the fluidic and close the channel.

FIGS. 12K and 121 show the layout of the 100-channel
valve, including the single input port, the common channel,
and the 100 output ports.

FIGS. 12M, 12N, and 120 provide construction details of
the sensor valve, which is designed to allow any one of 24
lines to be directed to a sensor while the remaining 23
channels are directed to a common waste. FIGS. 12P, 12Q,
and 12R provide construction details for the cut-in valve,
which allows 11 of 12 channels to flow independently, and
the chosen 12” channel to be diverted to another fluidic
circuit, which would allow destructive analysis of the cells
and media in that channel and the injection of make-up
media downstream of the valve. Either valve could be used
for V3 in FIG. 8A; most of our discussion has assumed that
V3 will be a sensor valve. The use of a cut-in valve might
allow the elimination of P5 and the connection of P4 and V3
to the output plate.

We have previously described motor cartridges that were
cuboidal, totally enclosed, and wipe-sterilizable in U.S. Pat.
No. 11,135,582 B2 by D. K. Schaffer, et al.,’® which is
incorporated herein by reference in its entirety. We have
invented a number of enhancements to our motor cartridges
to improve the alignment of the fluidic channels, the fluidic-
chip protrusions, the actuator, and the motor, simplify fab-
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rication and assembly, and streamline the process of com-
pressing the fluidic, thereby producing a more compact
cylindrical pump and valve cartridge that can be produced in
quantity more economically, is more robust and reproduc-
ible, and more readily serviced. Because the motor can be
quickly separated from the fluidics, the latter can be ther-
mally or radiation sterilized without damaging either the
motor or its microcontroller. For some embodiments, these
cylindrical pump and valve cartridges can be readily fabri-
cated by starting with commercially available, anodized
aluminum, threaded lens tubes and retaining rings in wide-
spread use for optical systems.

FIGS. 13A and 13B are exploded views of a 24-channel
sensor valve cartridge and a 12-channel spiral pump with all
components labeled. The Oldham coupling not only accom-
modates any misalignment of the motor axis with that of the
fluidic and its actuator, but it also provides a simple means
to separate and reconnect a motor from the cylindrical
fluidic cartridge. The motor microcontroller (not shown) can
be located inside the motor enclosure.

Classically, the ports in PDMS microfluidic chips are
punched after the chip is produced by replica casting. One
of the failure modes of this type of chip is that the Tygon
tube that is inserted into this punched port can be pressed so
deep as to occlude the channel, as shown in FIG. 13C. In
theory, this can be avoided by cutting the end of the tube at
an angle, but that requires care to insert the tube into the port
with the correct orientation so that the tip of the tube doesn’t
block the channel. Furthermore, the punched holes are
typically sharp-edged and tapered, and the punching process
can introduce tears in the PDMS, which can lead to PDMS
fragments being pushed into the channel by the end of the
tube, spontaneous expulsion of a tube from a port, or leaks.
These problems are all avoided by designing molds that
allow the production of cast-in-place ports with shoulders
that limit the insertion of the tube to a point well above the
transverse microfluidic channel, as shown in FIGS. 13D,
13E, and 13F.

A major advantage of the cast-in-place ports is that the
location of all ports in a valve or pump are precisely
determined. This then makes it possible to connect to the
fluidic chip with a rigid fluidic connector. FIGS. 13G, 13H,
and 131 show a male-male connector that can be readily
produced by either machining or injection molding of a rigid
plastic.

FIG. 13J shows two motors, one driving a 24-channel
sensor valve and the other a 12-channel spiral pump, with
the two motors being supported by a common motor plate
and the cylindrical fluidic cartridges being held to an array
plate by commercially available cage plates. FIG. 13J also
shows how a flexible ribbon fluidic can be connected to a
valve by a male-male connector. The use of alignment pins
and sockets simplifies separation and reconnection of the
motors on the motor plate from the fluidic cartridges on the
array plate.

FIGS. 13K and 13L show cut-away views of the valve and
pump cylindrical cartridges. The use of a double-threaded
tube makes it possible to adjust the compression of a pump
or valve simply by rotating the fluidic compression threaded
tube and locking it in place with the threaded lock ring. The
fluidic cartridge, once compressed, can be inserted into the
array plate and held in place with a single tube retaining
screw (FIG. 13]).

FIGS. 13M, 13N, and 130 provide details of the valve
and pump actuators. FIG. 13M shows the motor-side of the
actuator body, with the Oldham coupling key having a
capture key so that it will hold in place the Oldham coupling
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traction disk (FIGS. 13A and 13B) when the motor plate is
separated from the array plate. The configuration of the
fluidic-side of the Actuator depends upon whether it is for a
valve (FIG. 13N) or a pump (FIG. 130). Other types of
valves and pumps could have different details on the fluidic
side of the Actuator.

The modularity of the components in these pump and
valve cartridges is central to the economics of this design,
which allows the production of CAPCAS with hundreds of
pumps and valves.

Continuous Automated Perfusion Culture Analysis
System Embodiment

Coordination of both hardware and software is required to
implement a robust robot scientist. FIG. 14A shows the four
subsystems required to create a continuous automated per-
fusion culture analysis system (CAPCAS): artificial intelli-
gence/machine-learning software (CAPCAS-AI), informa-
tion technology and hardware control (CAPCAS-IT),
distributed hardware for fluid and plate handling (CAPCAS-
HW), and on-line, at-line, and off-line analytics (CAPCAS-
AN). FIG. 14A summarizes the operations associated with
each subsystem.

FIGS. 14B and 14C show one embodiment of the chassis
that could contain one of the 12- or 48-channel fluidic
module shown in FIGS. 8A-8]. The chassis is self-contained
and provides sterility, thermal, and gas control. There are
three drawers, one for the single 96-well input reservoir
plate, another for the 48-well deep-well chemostat plate, and
the third for one 96-well sample-transfer well plate. The
drawer slide mechanisms can provide for full extension of
the plate outside of the enclosure to allow access of the plate
by an external robotic arm (FIGS. 16D and 16E), automatic
de-lidding upon insertion, and automatic elevation of the
de-lidded plate to engage with the fluidic station that is
suspended above the drawer. Drawers could be configured to
handle more than one plate at a time.

To provide thermal control and ensure easy sterilization of
the components in contact with biological samples, there are
separate compartments for motors/electronics and fluidics.
With this approach, the fluidic circuits in FIG. 8A are
divided into sub-modules that can be installed and/or
replaced individually and treated as assemblies that would
be disposed of or reconditioned after a series of experiments:
the input module that contains the media microformulator
and the input reservoir plate, the chemostat modules that
include the chemostat media delivery pumps, and the output
module for chemostat media collection. FIGS. 14D-14G
provide details that demonstrate how the motor and fluidic
assemblies can be readily connected or separated, as
required for exchange of fluidic cartridges to revise an
experimental design, to replace worn fluidics, or for steril-
ization. This approach would obviate the need for a user to
interact with the electronic assemblies within the motor
compartment. Matching bulkhead connector mounts on the
motor plate and the array plate would support connection of
the sensors shown in FIG. 8A with control electronics in the
motor compartment.

An embodiment based upon FIGS. 14A-14H can easily
support 48 chemostats using the fluidic layout in FIG. 8A, or
up to 144 chemostats if drawer access was needed only for
the output plates and the chassis were to hold three 48-well
chemostats.

Automating and Parallelizing Continuous Perfusion

A key limitation of conventional well-plate robotics as

shown in FIGS. 2A-2B is that a limited number of plate-



US 11,447,734 B2

39

moving stations or tools become the workflow choke points
between single-operation work stations, such as incubators,
fluid handlers, and plate readers. This can be acceptable in
simple, synchronous, linear “load-expose-read” high-
throughput screening for drug discovery workflows, which
seldom have any in-process adjustments. However, this is
not an optimum topology for a massively parallel, robot-
scientist workflow: Within a single CAPCAS unit, each of
48 wells in a multi-well chemostat plate could be running a
different experiment, each of dozens of chemostat plates
implementing a totally different protocol independent of the
timing stage of other plates, and all protocols being evolved
in real time in response to on-board sensors and machine
learning.

Accordingly, the CAPCAS units are placed in an enclo-
sure having a plurality of decks, each deck having a plurality
of stations, each station being configured to accommodate a
plate/module of a fluidic system.

In one embodiment, the enclosure is configured such that
each station is accessible by a robot for plate/module instal-
lation and/or removal, and two or more robots are simulta-
neously operable on a deck without interference.

In one embodiment, the enclosure further comprises an
elevator for moving a robot between decks.

In one embodiment, each deck is connected to a continu-
ous circulation fluid bus and a power bus.

In one embodiment, the enclosure is configured to serve
as an environmental chamber, with complete control over
temperature, gas composition, and humidity, with HEPA
filtering to maintain sterility.

To support such a multi-threading robot-scientist environ-
ment, we will develop a compact, autonomous, holonomic
iPlateBot, a four-wheeled plate-transporting robot (FIGS.
15A-15D), which will be able to move in arbitrary x-y
directions on a CAPCAS deck (FIGS. 16A-16E), and lift a
plate into position beneath any of multiple stations at which
the automated perfusion systems are suspended. Computer-
controlled latches at the station (FIGS. 15C and 15D) will
hold the plate once delivered, freeing the iPlateBot for
another task. For the embodiment in FIGS. 8A-8], a single
module has three plate stations, while a single deck shown
in FIGS. 8E and 8F will hold three modules and hence have
9 plate stations—three input reservoir plates, three chemo-
stat plates, and three output plates. The WiFi-controlled
microprocessors on the iPlateBot will control the motor on
each holonomic wheel so that the iPlateBot can, for
example, enter from the front of a plate and depart from the
side, allowing for a streamlined, self-organizing, and coor-
dinated flow of multiple iPlateBots on a single deck. The
embodiment in FIGS. 8G and 8H would have four three-
plate modules per deck, all serviceable by multiple iPlate-
Bots. FIGS. 81 and 8J would further increase the number of
chemostats on a deck by eliminating the Output Plate by
utilizing only on-line analyzers, such as direct-inject SPE-
IM-MS systems and using a single set of reservoir plates to
service three chemostat plates, which would serve as bio-
logical replicates.

Different iPlateBots can be configured for specific func-
tions. Since the CAPCAS iPlateBots will operate without
the physical constraints of tracks or fixed arm geometry,
optical sensors and kinematic alignment fixtures will ensure
that the iPlateBot arrives at each location with the specified
accuracy. One or more decks could have a charging station
to which an iPlateBot can return when necessary. We esti-
mate that two iPlateBots can service a deck without inter-
ference, but we could add more if needed. The iPlateBots
will in effect provide swarm servicing of the CAPCAS
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multi-well chemostats and bioreactors. Consumers now
enjoy autonomous household vacuum robots, and CAPCAS
will have the equivalent for plate handling, thereby breaking
the bottleneck posed by conventional laboratory automation.

Other stations external to the CAPCAS unit could serve as
pickup and drop stations for well plates, wherein the iPlate-
Bot would deposit or pick up a well plate at a particular
location that would be available for pickup or deposit by an
external robot arm, respectively. As an alternative to having
an iPlateBot deliver a well plate to a HTS system, as shown
in FIGS. 2A-2B, the CAPCAS unit could be placed next to
a HTS work center, as shown in FIG. 16E.

FIGS. 15A-15B show details of the iPlateBot holonomic
robot that can be used within CAPCAS. Because the center
of the iPlateBot is open, as shown in FIG. 15A, has by
design a low height, can engulf a well plate as shown in FIG.
15B, and has a means to lift the plate vertically into an
overhead fluid-handling station, as shown in FIGS. 15A-
15B, the iPlateBot can drive up to the lid storage station, lift
the lidded plate into a lid-retention mechanism such that the
lid is latched in place, lower the de-lidded plate, move to an
adjacent fluid-handling station, lift the plate into the plate-
retention mechanism such that the plate is latched in place,
lower its lifting mechanism, and depart that station for
another assignment. The sequence can be summarized as
drive in, store the lid, lower the plate, move the plate to a
fluid-handling station, lift the plate, latch the plate, and
leave. When the fluid-handing operations, such as a long
chemostat or bioreactor run, are complete, an empty iPlate-
Bot can return to the fluid-handling station, lower the plate,
relid it, and take it to its next destination.

Specialized iPlateBots can provide other services within
the multideck enclosure, including local UV sterilization,
replacement of fluid-handling modules, delivery of a com-
pact plate reader to any plate, delivery of a multi-motor
well-stirring system, and delivery of reagent supply plates or
reservoirs. The iPlateBot can deliver bulk media to fluid-
handling stations, for example media that is stored in a small
box that contains degassed media frozen in gas-impermeable
bags, allowing fully automated media transport and delivery.
We have shown that it is possible to create a box/bag system
that has auto-sealing Luer locks such that a robot such as the
iPlateBot or a robot arm could use a push-to-fit bag con-
nector to deliver multiple bags with premixed contents to a
fluidic control station. Small collection bags can hold 12
ml, and larger ones can hold 60 mL. This bag system could
also provide sterilization solutions, such as strong acids or
bases, or serve as wash or waste containers on each end of
a valve system (e.g., the first and last port).

Because they are compact, low inertia, low traction, and
low speed, the iPlateBots do not present an impact risk to
humans, as do robot arms, so the iPlateBots can operate
inside of a cell culture hood that is being used simultane-
ously by a human without endangering the human. Entrance
and exit to the iPlateBot can either be through a bench-top-
level portal in the back or side of the hood, or a simple
elevator installed in the bench top connecting to a tunnel to
another hood or multi-chemostat enclosure. Because of the
low height of the iPlateBot, it can even enter or leave a hood
by moving under the sash without having to raise the sash
above the normal height that allows a human to insert a
gloved forearm into the hood.

FIGS. 16 A-16E shows one embodiment of how modules
can be positioned and serviced in the system rack. In FIG.
16A, the system is installed in a 42U telecom/server rack,
where one “U” or rack unit is a measurement of the height
of a piece of computer or network gear that is designed to fit
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into a standard 19" or 23" electronics rack. In the rack, this
embodiment has nine experiment modules that are 4U tall
and have 12 plates each. One module in the rack will be
dedicated to cell growth and plate inoculation, and another
will be dedicated to charging the iPlateBot robots. In an
alternative embodiment, a charge-in-place scheme will be
implemented on the plate receiver modules. The rack is
insulated and appropriately sealed so that it also acts as a
sterile cell culture incubator.

FIG. 16B shows one possible configuration for two of the
4U segments of a telecom/server rack incubator: Stations
1-4 are plate receiver modules for plate perfusion, while
Station 5 has a fluidic MicroFormulator to provide mixed
media to all modules on the level plus storage space for lids.
Each level can be connected to a continuous circulation fluid
bus and a power bus.

FIG. 16C shows iPlateBots in an automated incubator.
The iPlateBot delivers a plate to an assigned fluidic station
in the incubator. The plates are raised and latched into the
fluidic handling station. The iPlateBot departs for another
assignment with the elevator, and if the plate it is carrying
is needed outside the incubator, the iPlateBot can depart
through a delivery tunnel. The fact that a large number of
independent iPlateBots can operate within a single enclosure
and move both vertically and horizontally in an asynchro-
nous, swarm-based manner enables a level of parallel plate-
processing that cannot be achieved in a HTS robotic system
which might have at most several different robot arms, each
of' which can serve only a fraction of the footprint of the HTS
system. Plates that are in use either for compound or cell
delivery, as active chemostats, or plates that collect cells and
media for analysis are suspended from above, leaving the
space beneath each plate open for an iPlateBot to move in
the X or Y directions on that deck. If a 12-position deck has,
for example, nine fluid-handling stations, a plate-filling
station, and two lid storage areas, multiple iPlateBots can
move between any of these stations and also pick up and
deliver plates at stations on other decks in the enclosure or
even to other enclosures or workstations connected by
tunnels or transiently opened drawers.

FIG. 16D shows the invention operating in a rack that is
fully equipped to serve as an environmental chamber, with
complete control over temperature, gas composition, and
humidity, with HEPA filtering to maintain sterility. The
human access side can be opposite to that serviced by the
robot arm to protect the human operators.

FIG. 16E shows an embodiment in which the rack that
serves as the multiwell chemostat system enclosure can be
placed immediately adjacent to the HTS robotics system in
FIGS. 2A-2B such that a computer-controlled drawer in the
chemostat system’s enclosure can open and receive well
plates from the HTS system, or the chemostat system can
deliver a well plate to the HTS system for processing or
analysis.

In comparison to the robot-arm-based HTS systems such
as FIGS. 2A-2B, the iPlateBot operating both vertically and
horizontally within the chemostat system enclosure provides
a compact means to have a large number of independent
iPlateBots moving in the X, Y, and Z directions. With
appropriate configuration of each fluid-handling hardware
and needle array above each station, it will be possible for
an enclosure to contain a variety of different fluid-handling
stations, including ones for 6, 12, 24, 48, 96 and higher-
density well plates. Fluid-handling stations could likewise
be configured to exchange fluids or even continuously
perfuse one or both sides of 6, 12, and 24 Transwell plates.
As we will show later, the fluid-handling stations can readily
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service gravity-fed organ chips, providing, for the first time,
a means to massively parallelize organ-chip assays. Simi-
larly, the fluid-handling systems could be configured to
provide long-term fluid maintenance for organoid and
biopsy chips.

System Sensors

Central to using self-driving laboratories to advance sys-
tems biology research is the ability to acquire massive
amounts of data from a variety of sources. We next outline
what types of data have already been shown suitable for
massively parallel acquisition and would be readily incor-
porated into CAPCAS.

We have previously described the use of multi-poten-
tiostats to quantify the metabolic activity of cultured
cells.”'» 7> 7 7% 9% Sensors for electrochemically quantifi-
able analytes such as glucose, lactate, oxygen, pH, gluta-
mate, alcohol, and neurotransmitters could be implemented
either at the level of each channel, or at the directed output
of a sensor valve. FIG. 6B shows our previously reported
microclinical analyzer,*'*** which provides automated cali-
bration of electrochemical sensors, which are prone to
drift,”1-73-75:76: 94 and was the basis for the microformulator
in FIG. 6C.

The sensing and regulation of pH, possibly every minute,
is critical to the operation of microbial chemostats, particu-
larly when cells are in the log-growth phase. Individual
electrochemical pH (or other analyte) sensors could be
installed either in the fluidic lines on both the input and
output of the chemostat or bioreactor plate, e.g., as shown in
FIGS. 8A and 17A. The sensors could be electrochemical
sensors driven by potentiostats, or optically reporting sensor
disks. Alternatively, the culture medium could include one
or more colorimetric pH reporters for optical measurement
of pH. If there were concerns about the biological effects of
the colorimetric pH reagents, they could be added not at the
input of the bioreactors/chemostats, but at the outputs, where
even higher concentrations would be acceptable since the
cells could be disposed of after measurement.

There are several ways in which pH can be controlled in
the massively parallel CAPCAS. The easiest would be to
formulate parallel sets of input reagents that feed V1 in FIG.
8A, one with low pH and another with high pH. The
formulation process specified by the CAPCAS control soft-
ware could then adjust the ratio of all solution pairs used to
formulate the media that will be delivered to each well. The
time response of this system will be determined by the cycle
time between the two input reservoir sets in FIG. 8 A, which
in turn would be set by the volume delivered to each set of
input reservoir wells. To achieve the fastest possible pH
control, another set of pumps and valves, and possibly
needles, could be inserted into each chemostat/bioreactor to
allow direct injection of a strong acid or a strong base, as
needed to adjust the pH of that well to the desired value.
Similarly, the correcting acid or base could be delivered by
two dedicated ports in V1. In any case, the CAPCAS control
software would be responsible for the concentration and pH
calculations needed to control any or all of the microfor-
mulator deliveries. Critical to chemostat and suspension
bioreactors is the measurement of cell density and charac-
teristics. A key challenge in the use of small-volume sus-
pended-cell bioreactors is to measure the number of cells in
the bioreactor or the bioreactor effluent. A standard means to
do this is to measure optical density (OD), which may
require sequential dilutions to allow measurements over a
wide range. This is difficult to do with adequate dynamic
range using small fluid volumes. As shown in FIG. 17A, it
will be possible to include in each chemostat/bioreactor
effluent channel an optical sensor with a defined optical path
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along which the optical density can be measured by using a
light source such as a light-emitting diode (LED) and a
photodetector such as a phototransistor. Appropriate control
of'the LED intensity and detector gain can extend the range
of OD measurements with a single instrument. Similarly, the
optical path length can be chosen to match the experimen-
tally encountered range of ODs to the dynamic range of the
OD sensor. Alternatively, sensors with different path lengths
could be operated in parallel. Finally, a valve could be added
to dilute effluents with very high ODs, again with the diluted
fluids being sent to waste rather than being reinjected into
the process stream. Finally, an OD sensor could be config-
ured to support measurements or even imaging of the
transverse scattering of light along the optical path length,
which contains information about the cell size distribution.

The OD measurement system or an equivalent LED/
photodetector pair can be used to detect bubbles in any of the
lines shown in FIG. 8A or 17A. Given that the pumps and
valves can be controlled by the CAPCAS-IT software, the
presence, absence, or speed of a bubble can serve as an
excellent indicator of whether a reservoir is empty, or the
end of a time- and space-limited sample has passed the
detector. By proper timing of both pumps and valves, small
bubbles could be intentionally injected into any tube, a pair
of bubble detectors could be used to measure the time-of-
flight of the bubble, and hence the pump flow rate. The
bubble could then be ejected from the same port from which
it was drawn. We have shown that this approach can be used
cyclically with a single bubble to measure flow rates at
different pump speeds.

An alternative is to measure the electrical impedance of
the cell suspension. One embodiment of this is as follows.
Each line that removes fluid from a chemostat or suspension
bioreactor or other biodevice would contain at least four
in-line electrodes, possibly in the form of hollow silver
cylinders whose interior surfaces were chlorided. The proxi-
mal and distal electrodes would be utilized to deliver a
known current that flowed through the interior of the tube
between the proximal and distal electrodes. The two middle
electrodes would then be used to measure the AC voltage
generated by the electrical impedance of the cells and the
media within the tube. An impedance bridge circuit would
be used to interpret the relationship between the amplitudes
and phases of the drive current and the measured voltage in
terms of a complex electrical impedance. By sweeping the
frequency over a predetermined range of frequencies, it
would be possible to identify the contributions to this
complex impedance from the electrical conductivity of the
fluid, the dielectric properties of the cell membranes, and the
electrical conductivity of the cytosol within the cells. The
four-electrode system would have reduced sensitivity to
biofouling than a two-electrode impedance-measuring sys-
tem. Electrical impedance would provide substantially more
information than a measurement of optical density, and
should reflect cell size and shape. Electrical multiplexing
may be easier and less expensive than optical multiplexing.
With appropriate electronic or mechanical switching, a
single impedance bridge system could interrogate multiple
fluidic lines. The required electronics and microprocessors
are sufficiently compact and inexpensive that a large number
of systems could be employed. Electrical connections
between the tubing and the impedance bridge would be
simpler to make and break than optical connections and
would be consistent with the use of a totally disposable
fluidic system.

Measurement of environmental variables within the CAP-
CAS enclosure would ensure that the chemostats/bioreactors
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were operating at the needed temperature, humidity, and gas
concentrations (if the gas control is through the well-plate
headspace rather than in a sealed volume above each well).
Airflow and pressures could be measured to ensure that the
CAPCAS enclosure pressures were appropriate for the
required biocontainment, for example at negative pressure
for use in BSL-3 and BSL-4 facilities.

Mass spectrometry can be incorporated into CAPCAS, a
feature that will make CAPCAS ideal as a robot scientist in
that the samples from each chemostat or bioreactor will be
directly injected, after on-line processing, into an on-line
mass spectrometer for untargeted metabolomics. We have
already shown that it is possible to couple, in real time, the
effluent of microfluidic traps containing Jurkat cells to a
custom, automated ultraperformance liquid chromatography
(UPLC) desalting system and an ion mobility-mass spec-
trometer (IM-MS). This allowed us to study with three-
minute temporal resolution how the cellular metabolome is
affected by drugs.’” °> While not yet done on-line as will be
possible with CAPCAS, we have used UPLC-IM-MS and
MS-MS to study the metabolomic and transport responses of
cells in an organ-on-chip model of the blood-brain
barrier.”*® All of these measurements could be readily
performed with CAPCAS.

The heart of the CAPCAS embodiments shown in FIGS.
7B, 8A and 17B would be an instrument capable of untar-
geted metabolomics or proteomics measurements, such as
would be conducted by direct injection of chemostat effluent
into an ion mobility-mass spectrometer (IM-MS)>7> #°> 99> 100
that is preceded by an Agilent RapidFire Solid Phase Extrac-
tion (SPE) desalting system’® that in turn delivers the
desalted sample to an Agilent 6560 ion mobility quadrupole
time-of-flight (IM-qTOF) mass spectrometer. RapidFire
uses 4 ml SPE cartridges with 10 sample volumes. The
aspirate, load/wash, elute, and re-equilibrate phases require
only 10 seconds, and the automatic and rapid SPE cartridge
changer allows sequential analysis using different cartridges
(e.g., C18, HILIC, and graphitic carbon) for the broadest
untargeted metabolite coverage. At 10 seconds per sample,
the SPE-IM-MS system will be able to perform three SPE
separations in both positive and negative mode for each of
the 1144 chemostats in Example 6 in FIG. 17C every 22.4
hours. Alternatively, a single chemostat could be sampled
continuously with a time resolution of 10 s, or other arbitrary
combinations can be used. FIG. 17C presents SPE-IM-MS
processing times that could be achieved in various CAPCAS
embodiments. FIG. 18F lists the numbers of bioreactors,
chemostats, well plates and organ chips that could be
achieved in different CAPCAS embodiments.

Transcriptomics data for the cells within each chemostat
or bioreactor would be facilitated by the use of the output
plate in FIG. 8A, in that at the end of an experiment, half of
the cells would be removed and delivered, well-by-well, to
the output plate, while the other half would remain in the
chemostat plate. Both plates can be quickly removed from
CAPCAS, one processed for both extracellular and intrac-
ellular proteomics and metabolomics,'°* and the other for
untargeted transcriptomics using RNAseq or another plat-
form. The advantage offered by CAPCAS is that hundreds or
even thousands of different experiments could be conducted
in parallel, providing correlated multiomics data sets that
would be ideally suited for analysis by deep-learning neural
networks and other Al techniques to establish heretofore
unrecognized correlations between genes, proteins, and
metabolites. Such experiments could be performed in either
classical, open-loop mode with the human operator speci-
fying the experimental parameters and cell strains studied, or
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in a robot-scientist, closed-loop mode where the AI/ML
software guided these selections. It is worthy of note that
any delays associated with cell processing, measurement,
and the AI/ML analysis of the large multiomics data sets
could be accounted for by interleaving multiple experimen-
tal series into a master set of experiments, such that the time
interval between any particular experiment type would be
set by the total analysis delays for that group. The longer the
delays, the larger the number of different experiments that
would be interleaved in the master set of experiments.

There is an extensive literature on the use of Raman
spectroscopy to monitor metabolism during yeast fermen-
tation, the culture of other microbes, and the culture of
mammalian cellS.%2-¢7: 192194 FIG, 17B shows how easy it
would be to connect the CAPCAS Sensor Valve (V3) in FIG.
8A or the Sensor Selector Valves (V6) in FIG. 8I to one or
more analytical instruments.

UV-Vis spectroscopy or imaging could be readily accom-
plished by using the same valves in FIG. 8A or 81, and would
enable the quantification of genetically encoded reporter
genes that reflect a particular signaling or metabolic path-
way. Cell morphology could be assessed on the cells exiting
the chemostat or bioreactor by having some fraction pass
through a microfluidic imaging system, as that which pro-
duced the yeast image in FIG. 4, either as continuous flow
with a fast camera or stop-flow with a slower one. Similarly,
the chemostat effluent could be connected to a microfluidic
or larger Coulter Counter, a microfluidic cell sorter,'°*
fluorescence-activated cell sorter (FACS), or a CyTOF
instrument. While FACS and CyTOF and other analytical
instruments are expensive, having them directly connected
to a large version of CAPCAS would be cost effective
because hundreds or thousands of different experiments
might be operating at the same time, keeping the instrument
fully occupied and not requiring manual sample handling.

For many of these approaches, sample preprocessing
might be required, which could be accomplished using
on-line microfiuidics, for example parallel spiral cell sort-
ers’® that could allow the use of two output plates, one with
media only and the other with highly enriched cells or cell
lysers.'®® 17 It may be necessary to mix the chemostat
effluent stream with agents to halt metabolism or lyse cells
prior to freezing.

CAPCAS Interfaces

With the growing recognition that continuous culture
provides major scientific benefits over batch culture in well
plates and bioreactors, there is a pressing need for parallel,
small volume, automated perfusion bioreactor systems.
CAPCAS will provide researchers with a large array of
instrumented and precisely controlled microliter-per-minute
or faster perfusion systems that enable massively parallel
microbial- and mammalian-cell experiments that can be
connected directly to an SPE-IM-MS system for metabolo-
mics and operated as self-driving laboratories that benefit
from the power of machine learning. Basic microbial sci-
ence, pharmacology, and commercial biomanufacturing will
all benefit from massively parallel experiments that can
refine models of cellular signaling and metabolism, allowing
researchers to explore connections that were previously
beyond their grasp. CAPCAS provides a platform that can
be produced in quantity and will be replicated at a cost well
within the reach of both academic and industrial research
groups.

Akey difference between cells cultured in static media on
flat plastic or Transwells and cells grown in organ chips is
that the latter, because of their small fluid volumes, are most
often perfused dynamically using syringe pumps, peristaltic
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pumps, gravity acting on input reservoirs that are higher than
the outlet reservoirs, and pressurized reservoirs. The
improved physiological recapitulation afforded by organ
chips and the desire to avoid anoxic cores in thick tissue
bioreactors and large organoids are contributing to a rapid
growth in the perfusion of a variety of cell culture prepara-
tions. Some organ chips are operated on a rocker, with
fluidic channels typically configured to provide bidirectional
flow as an array of chips are rocked back and forth. It is
possible to create fluid channels that support unidirectional
flow, but these are not yet widely utilized. Gravity perfusion,
syringe pumps and pressurized reservoirs all suffer from the
limited volumes of reservoirs and the difficulty in having the
effluent from one organ perfuse a second, downstream
organ. The flow rate in stationary gravity-perfused systems
drops steadily as media flows from the input or supply
reservoir, whose level drops, into the outlet or collection
reservoir, whose level rises. The steadily decreasing differ-
ence in reservoir height translates into a steadily decreasing
flow rate. Typically, on a daily basis or even more frequently,
media is manually withdrawn from the collection reservoir
and either new or conditioned media is added to the input
reservoir. The required rate of media replacement to main-
tain cell viability is determined primarily by the number of
cells being cultured, with the rule-of-thumb that a cell with
a picoliter volume requires a nanoliter of fresh media each
day. While rocker and pumped systems allow reuse of
media, the problem of media replacement remains.

Syringe pumps and pneumatic and roller-based peristaltic
pumps can be used to perfuse and even interconnect organ
chips, but it is important to avoid the introduction of bubbles
into vascular channels, since a passing bubble can severely
disrupt the endothelial cells that line the channel. Hence
these perfusion systems often include a bubble trap to
capture any pump-introduced bubbles or bubbles that appear
within a length of tubing or a microfluidic channel due to
temperature changes affecting gas solubility. In contrast to
pumped systems, gravity-perfused ones seldom encounter
bubble problems because the reservoirs are open and any
bubbles rise to the surface, burst, and disappear.

Regardless of the perfusion method, organ chips typically
require a high level of human attention to refill syringes and
pressurized reservoirs, provide fresh media to peristaltic-
pumped and gravity-perfused systems, and remove waste
media. This in turn severely restricts the level of paralleliza-
tion and automation that has been achieved with organs on
chips.

Many of these problems can be overcome by using a
CAPCAS unit in a way that merges pumped and gravity-
perfused systems and enjoys the benefits of both. The fluidic
control system of this invention can be used to maintain
automatically and without human intervention a uniformly
high level of media in the delivery well of a gravity-perfused
bioreactor while also removing fluid from the collection well
to keep a low fluid level and hence a constant gravity
perfusion rate, in contrast to the ever-decreasing rate in
unattended gravity perfusion systems. Gravity perfusion on
organ chips frequently uses water column heights of 20 mm
or less, as can be readily achieved with a pipette tip inserted
into a microfluidic chip. This corresponds to a pressure of
approximately 200 Pa. FIG. 18A shows how a short supply
needle and a long collection needle can be inserted in the
upper and lower gravity perfusion reservoirs, respectively.
These needles can be connected to CAPCAS pump and
valves just as were the chemostats and bioreactors, such that
the delivery, removal, and analysis of fluids does not require
human intervention. If one or more organ chips are placed in
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a well-plate-sized box, the iPlateBot can move these chips
between different stations in an enclosure. Interconnections
between organ chips can be designed into the pump, valve,
tubing, and needle networks but connecting, for example,
the collection needle from the outlet reservoir of one organ
chip to the inlet reservoir of another organ chip. While FIG.
18A shows this for a pipette-tip gravity-perfused system,
FIG. 18B extends this concept to an organ chip with integral
fluid reservoirs. The decision of what fraction of the media
is to be returned to a supply reservoir need not be made at
the time of the fabrication of the chips, but instead by
controlling the settings of pumps and valves already in the
CAPCAS unit. FIG. 18C shows that the addition of more
needles and more pump and valve channels allows this
approach to be applied to a two-chamber barrier reactor,
such as a neurovascular unit and the blood-brain barrier that
it contains. Finally, closely placed needles would allow both
the insert and the outer well of a Transwell chip to be
perfused separately, as shown in FIG. 18D. While these
drawings show only a simple pump and valve on a single
organ chip or Transwell, the CAPCAS fluidic circuits
already described could support multiple organ chips as
easily as they support arrays of chemostats or bioreactors.

The pump and valve above each of these boxes is meant
to serve as a schematic representation of a multi-channel
fluid-delivery and removal/perfusion/recirculation system.
An array of such systems could be suspended above CAP-
CAS decks, and the iPlateBot could transport these boxes
between various stations. The purpose of the boxes is to
ensure sterility and humidification of the open reservoirs
used to perfuse each biodevice. When the box is being
transported, it is covered with a lid, just as is a well plate
being transferred. When the box is delivered to the CAPCAS
fluidic interface station as shown in FIGS. 18A-18D, the box
can be de-lidded and lifted into position beneath a suspended
fluidic interface station using the same sequence of events as
shown for a well plate in FIGS. 15A-15D, with the possi-
bility that more vertical distance will be required between
the deck and the de-lidding or fluid interface stations to
accommodate the height of the box being greater than a well
plate. When the box is in place in the fluidic interface station,
the lid built into that station will ensure sterility of the
contents of the box, including the sterile reservoirs therein.

The full automation of organ-chip perfusion would be
particularly useful now that organ-chip viability is extending
to many months, i.e., for long intervals of time that would
otherwise require dedicated and attentive human technicians
to both maintain chips and conduct pharmacology and
toxicology experiments on them.

FIGS. 18E and 18F show another example of how CAP-
CAS hardware could be integrated with existing organ-chip
technologies. The PhysioMimix organ plate is a system of
individual or coupled bioreactors with a well-plate footprint.
Pneumatic lines to the intra-incubator plate holder drive
on-chip peristaltic pumps that recirculate fluid within the
PhysioMimix organ plate, which has both open and Tran-
swell-like reservoirs. FIG. 18E shows how a set of needle
adapter plates, pump and valve fluidics, and motors in a
fluidic perfusion station can be used to add or remove drugs
and media from any organ on the plate or move media from
one organ to another. FIG. 18F shows how the use of flexible
ribbon fluidics would allow the various components to be
assembled into a compact perfusion station such as those in
FIGS. 15C and 16A-16C. Similarly, ribbon-fluidic designs
can interconnect different types of well plates and micro-
fluidic devices, bioreactors, and organ chips.
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FIG. 18G shows a fluidic circuit based upon that in FIG.
8A that is configured to perfuse six parallel, pump-perfused
maternal-fetal interface chips and collect their effluent and
deliver it to four series-connected, gravity-perfused bone-
cartilage bioreactors, all compatible with the CAPCAS
architecture. A major advance in this design is to use the
microformulator in a bidirectional manner, such that inter-
mediate reservoirs can be used to create mixtures of fluids
from a variety of reservoirs, including ones that are down-
stream of the microformulator. This requires that pump P1
operate in both directions, and that the lengths of the
reservoir tubes are appropriate as required for fluid delivery
and removal.

Pressurized Reservoir Organ Chips. Because the pumps
shown in FIGS. 12A-12Q are pressure-tight against back
pressure, as are the valves when in the closed state, when
higher perfusion pressures are required without using taller
reservoirs and longer needles it would be instead possible to
add pressure-tight seals to both the reservoir lid and the lid
to the organ-chip plate to allow the fluidic control system to
service pressurized-reservoir organ chips such as those
manufactured and used by Cell ASIC, Nortis, and Emulate.
Similarly, it would be possible to insert pressurized input
reservoirs in the fluidic circuit in FIGS. 8A-8], since the
pumps and valves that service that portion of the circuit
would act as check valves to maintain the pressure in the
reservoir, with the pressure being developed by the pump
P1. If desired, this would allow pumps P2 and P3 to be
replaced with a valve that would switch the downstream
organs from one set of pressurized reservoirs to another.

As another example, zebrafish embryos are used exten-
sively in physiological studies because of their small size
and transparency and the ease with which they can be altered
genetically. The care and feeding of massive farms of these
embryos can be time consuming, as are pharmacological
experiments on them. Because CAPCAS can perfuse Tran-
swells such as those used to grow zebrafish embryos, it
would be a straightforward extension of CAPCAS to the
study by a robot scientist of zebrafish physiology.

FIG. 18H provides a tabulation of the number of chemo-
stats, bioreactors, organ chips, perfused wells, and zebrafish
that could be studied in a self-driving CAPCAS laboratory.
We know of no other technologies capable of this massive
parallelization of these biological models.

System Control Hardware

Given the large number of chemostats, bioreactors, well
plates, or organ chips that will be serviced by this system, it
will be necessary to implement a number of different auto-
mated control systems. Our novel microfluidic rotary planar
peristaltic micropump (RPPM)*% #7> *® and rotary planar
valve (RPV),>? both powered by NEMA-17 stepper motors
with a custom microcontroller and computer software to
drive the system, enable the combination of a pump and
valve in the microclinical analyzer in FIG. 6B, and the
microformulator in FIG. 6C. In present embodiments, the
motors in the pumps and valves are DC stepping motors,
often with angle encoders. Other motor types could be used,
including brushed and brushless DC motors. In any case, to
achieve the level of control of angle, velocity, and torque
required for proper operation of the systems, each motor
requires an independent controller, for example in the form
of a dedicated microprocessor that controls the motor driver
chip based upon factors such as the motor drive current and
angular displacement of the motor. These controllers can be
housed either within the motor enclosure or outside it,
depending upon the design parameters and requirements for
the system.
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We have previously described our Automated MultiPump
Experiment Running Environment (AMPERE) software to
control the pumps, valves, and ancillary equipment used in
our microfluidic systems. AMPERE is digitally interfaced to
CCD cameras for flow tracking, electronic scales for gravi-
metric autocalibration of RPPM/RPV systems, WiFi routers
and a Network Time Protocol (NTP) server, and a variety of
commercial flowmeters, valves, and other hardware.
AMPERE could control the hundreds of motors that will be
operating within an embodiment of CAPCAS, but as we will
discuss below, its architecture does not support parallel,
asynchronous operations that have feedback to control con-
ditional operations. In this section, we discuss the physical
controls that are needed to operate CAPCAS such as the
embodiment in FIGS. 8A-8].

A number of chemostat parameters would need to be
controlled, including temperature, pH, media feed rate,
nutrient and inhibitor levels, dissolved oxygen, and possibly
carbon dioxide. There should be corresponding sensors to
validate that these parameters are in fact accurately con-
trolled. It is necessary to determine the physical extent of the
control. While it will be possible to control nutrient levels at
each well, it will be possible but more complicated to
provide different gas concentrations to adjacent wells. Ther-
mal conductivity issues would suggest that a single plate
should be at a uniform temperature; some embodiments of
CAPCAS require that in a multi-plate system, each chemo-
stat/bioreactor plate would be isothermal. One of the advan-
tages of having AI/ML software design the individual
experiments would be that experiments with similar param-
eter values, such as oxygen concentration, could all be
performed on the same plate at the same time. It would then
be possible to change these parameters during the next
fermentation experiment.

In addition to motor control, Plate Control is needed to
move plates in and out of the operational envelope while
maintaining the sterility and cleanliness of each plate. The
sequence of events would be as follows: The user inserts the
well plate into the tray in the open drawer shown in FI1G. 8D.
The tray moves into the operational envelope; if lidded, the
lid will be removed and stored in such a way that it will be
put back on the plate when the plate is extracted. The plate
tray is lifted up to mesh the plate with the fluidic interface
element. A secondary (plate) cart within the drawer mecha-
nism will provide the full horizontal extension of the plate
so that it can be reached by an external robot arm, as
indicated in FIG. 16D. At the end of the travel the secondary
cart will engage with a stationary rack that will drive an idler
which will in turn drive the plate tray at twice the distance
of the primary cart. This will be the extension past the outer
edge of the operational envelope for user access. During this
operation, the air flow must be increased to maintain sterility
of the operational envelope while the access door is open.

CAPCAS must provide gas control to supply mixed gases
to the operational envelope while maintaining the sterility
and cleanliness of the gas and prevent cross contamination
of adjacent control elements. Proportional valves can be
used to provide a mixture of two or more gases, which are
supplied by compressed gas bottles regulated externally, for
example, to 15 PSI. A typical configuration could consist of
Gas 1 being supplied by a medical grade N, compressed
cylinder and Gas 2 being supplied by a medical mixed gas
cylinder of 20% O, and 80% N,,. This allows an O, range of
0-20% into the operational envelope. Eliminating pure O,
increases safety and allows for the use of more standard air
controls without having to comply with pure O, require-
ments for valves and regulators. One embodiment of CAP-
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CAS consists of two proportional valves feeding into the
distribution manifold which is connected to each of the plate
elements. The gas will provide positive pressure to the plate
element plenums, which will prevent the entry of air from
the rest of the operational envelope. One CAPCAS embodi-
ment utilizes two Enfield Technologies Miniature Propor-
tional Valves connected to the plate plenums through indi-
vidual manifolds to the gas mixing/thermal control blocks.

Air Flow Control is required for CAPCAS to ensure the
sterility and cleanliness of the air entering and leaving the
operational envelope and to provide air circulation for
heating and cooling. In some embodiments, this system
consists of several HEPA-filtered fans to supply clean air to
all subsystems that require standard air flow (heat sinks).

Thermal Control is required to maintain the desired
temperature within the operational envelope and provide
thermal isolation between plate plenums. Where gas enters
the plate plenums, a thermoelectric (TE) block will ensure
that the gas temperature matches the temperature setpoint of
that plenum. The structure of the TE block also provides
thorough mixing of the source gases.

Solution Control & Storage would provide storage and
distribution means for solutions to be supplied to the micro-
formulator inputs and outputs. This may consist of a small
refrigerator with an access port cut in one side. It may be
better to go with a PVC foam board set up as a collapsible
cabinet with a TE heating/cooling unit.

Model-Based Control would be a straightforward exten-
sion of the AI/ML algorithms that could drive CAPCAS. The
CAPCAS control software uses the Robot-Scientist-derived
systems model to predict the value of key system parameters
at some future time, and when that time is reached, uses the
observed differences from the predictions to adjust control
variables. This may be particularly important in the regula-
tion of pH, where the acid-base dissociation curve can be
highly non-linear.

System Control Software

The CAPCAS hardware embodiments described in FIGS.
7A-7B through 18A-18H present the means by which mul-
tiple chemostats, bioreactors, well plates, and organ chips
can be continuously perfused and analyzed. In order to
create a robot scientist that can function as a self-driving
biological laboratory, each of the pumps and valves must
operate under carefully timed computer control that is
informed by a variety of sensors that are distributed through-
out the system. In contrast to open-loop systems without
feedback control of pH or other biological variable that
might operate with a simple set of serial instructions, many
of the CAPCAS operations must be carefully coordinated;
for example, only when a bioreactor becomes acidic should
a pair of valves be switched, or when the optical density
becomes too high, a pump speed should be increased, a
pump should be turned off when a bubble is detected but the
valve should not be switched to another pump if either pump
is still running. Furthermore, the control must interface
bidirectionally with the artificial intelligence/machine-learn-
ing (A/ML) software that designs the experiments and
analyzes the resulting data, termed CAPCAS-AI. However,
such conditional logic and bidirectional communication are
not supported in the Automated MultiPump Experiment
Running Environment (AMPERE) that has previously been
used to control our microfluidic pumps and valves, for
example in our Multiwell MicroFormulator.

Addressing the need for conditional logic for distributed
control of CAPCAS and the bidirectional interface to CAP-
CAS-Al requires a dedicated software system, termed CAP-
CAS-IT, which is a software application that enables control
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over hardware through its own protocol-building capabili-
ties or remotely through a structured query language (SQL)
database, termed CAPCAS-DB. CAPCAS-IT communi-
cates with connected hardware to perform operations to run
an experiment and receive feedback on hardware functions
and measurements. CAPCAS-IT can also read and write
settings and experimental data to CAPCAS-DB. This can
occur periodically during the running of an experiment. This
allows CAPCAS-IT to keep up to date when changes are
made to CAPCAS-DB. FIG. 19A provides an overview of
how these various entities and functions are interconnected
in the particular embodiment that supports the hardware
configuration in FIG. 8A.
The CAPCAS-IT software has the ability to interact with
a modifiable database, as illustrated in the embodiment in
FIG. 19B. This creates an intermediary for interactions
between the CAPCAS-IT software and the CAPCAS-AI
software, for example that developed by Ross King for the
Adam and Eve Robot Scientists. The CAPCAS-AI software
will take readings published to the common database by the
CAPCAS-IT software and modity the deliveries in the
experiment that is currently running. The CAPCAS-IT soft-
ware will read in these requested deliveries from the online
database to perform the next step in the experiment. This
will require the software to both read and write to the
CAPCAS-DB database. Multiple tables comprise CAPCAS-
DB:
Input Solution Table
Experiment Table
Delivery Table
Sensor Table
Chemostat Table
Input Reservoir Table
Experiment Stats Table
Interval Table
FIG. 19C shows how CAPCAS-IT reads from the CAP-
CAS-DB SQL database during an experiment and is able to
make changes to an experiment during a run. These changes
will be made in the database. Therefore, it is important that
the software read the Database for changes to modity its
current experiment while the experiment is being conducted.
The following steps are followed:
On Start:
Experiment Runner requests “Experiment” from Data-
base.
Experiment is read and parsed by Experiment Runner.
Experiment Runner resets current interval to zero.
Experiment Runner tells Device Pack to deliver mixture.
Allow signals between Dual Pumps and Experiment Pro-
Cessor.
On each finished interval (signaled by Experiment Pro-
cessor):
Experiment Runner requests Experiment from Database.
Experiment Runner is read and updates currently stored
experiment.
Experiment Runner increments interval.
Experiment Runner makes decision based on interval:
If last interval:
Instructs Dual Pumps and P4 to stop running.
Disables signals between Dual Pumps and Experi-
ment Processor.
PS5 is instructed to run until Chemostat Plate is at half
volume.
Else:
Sends next Mixture to Experiment Processor based on
current interval
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The writing to the SQL database during an experiment is
outlined in FIG. 19D. CAPCAS-AI will adjust an experi-
ment during a run based on information on the Database.
Therefore, the software needs to periodically upload its data
to the Database during a run:

On Interval Finished:

Experiment Processor sends finish signal to Experiment

Runner.

Experiment Runner sends finished executed step to Data-

base.

On Experiment Finished:

Experiment Runner sends finished experiment to Data-

base.

On 12-Channel Optical Sensor Reading:

12-Channel Optical Sensor sends its data to Experiment

Runner.

Experiment Runner interprets and converts data.

Data is sent to Database.

The architecture of the Model View Controller (MVC) is
presented in FIG. 19E. Qt is the framework that is used in
this embodiment of the software. Qt can create desktop
applications that are designed around the model view con-
troller approach. This architecture creates a separation of
data from the view. This allows data and view to be more
modular and adheres to the Single Responsibility Principle,
wherein “every module, class or function in a computer
program should have responsibility over a single part of that
program’s functionality, and it should encapsulate that part.
All of that module, class or function’s services should be
narrowly aligned with that responsibility.”*°*'% The details
of the MVC are as follows:

The CAPCAS Controller acts as the main controller class.

Main Window acts as the main view class. It displays all

the GUI elements. It also calls all the menus from under
it.

Hardware Manager holds all the connections to the hard-

ware, including the wireless and serial devices.

Database holds the connection to the SQL database to

make read and write calls.

LabBench holds all the settings and experiment.

Experiment Runner takes in an Experiment and runs it

based on the settings. It sends commands to the various
controllers which subsequently communicate with their
connected hardware.

CAPCAS-IT has an experiment structure that is defined
by the Experiment Class shown in FIG. 19F. The Experi-
ment class is responsible for protocol settings that will be
run by the algorithm and consists of the following hierarchy
of classes and properties:

Experiment

Name
Target pH
List of Intervals
Interval
List of ChemostatDelivery
In future, may hold info about when to start, duration,
and when to switch P2 and P3
ChemostatDelivery
Chemostat ID
Mixture
Mixture
List of Substance
Will also contain code to figure how media inputs are
based upon a list of Substances
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Substance
Solution ID
Target Concentration
For the embodiment presented in FIG. 8A, the grouping
in CAPCAS-IT of the particular systems is shown in FIG.
19G. Devices can be grouped into a “System” for simplifi-
cation of the algorithm:
Device Pack
Device Pack is responsible for the delivery of an input to
a well on the Input Reservoir well plate.

Device Pack is responsible for the removal of liquid from
a well on the Input Reservoir well plate to waste.

Dual Pumps

Dual Pumps is responsible for the delivery of mixtures in
the Input Reservoir well plate to the Chemostat well
plate.

Dual Pumps is responsible for emptying its tubing con-

tents into the Input Reservoir well plate.

Output Pumps

Output Pumps is responsible for the overflow control of

the Chemostat well plate.

Output Pumps is responsible for delivering fluid from

Chemostat well plate to Output well plate.

FIG. 19H shows the CAPCAS Network, with the follow-
ing connection:

Experiment Runner holds references to CAPCAS Data-

base Controller and Hardware Manager.

Experiment Runner holds instance of Systems Controller.

Systems Controller holds instances of Device Pack Con-

troller, Dual Pumps Controller, Output Pumps Control-
ler, and Sensor Controller.

Experiment Runner issues commands via Systems Con-

troller based on current step.

The MicroFormulator in FIG. 8A is in CAPCAS-IT
termed a “device pack,” and is shown schematically in FIG.
191. An initialization protocol is required to prime the tubing
at the beginning of an experiment. The following system
parameters or controlled variables must be specified:

Priming Rate

Default wash port

Tubing volume/distance from Input Solution to Input

Valve

Tubing volume/distance from Input Valve to Waste

Active solution ports

Float Constant for threshold fill (i.e., 0.1 f)

Wash Cycles

The following steps are then followed:

Initial step

1. Move Input Valve to default wash Input Solution

2. Move Well Valve to waste port

3. Run Pump at priming rate for [Tubing distance before

Input Selection Valve]*1.10 (to ensure it passes)
For all other inputs
1. Move Input Valve to next Input Solution
2. Run Pump at priming rate for [Tubing distance before
Input Selection Valve]*1.10

3. Move Input Valve to default wash Input Solution

4. Run Pump for [Tubing distance after Input Selection
Valve]*1.10*Wash Cycles

5. Repeat for each active solution

In this second sequence, steps 2 through 5 implement a
“wash” function. Note that priming of both device packs can
be done in parallel.

Should CAPCAS-AI need to request a change in media
composition before the current set of Reservoir Plate wells
is emptied, or to ensure that all wells are empty at the end
of delivery of media from that set of wells, it is necessary to
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remove whatever media remains in the Reservoir Wells. This
is done through “Device Pack—Removal” as shown in FIG.
19J, with the following variables specified:

Empty Rate

Tubing distance/volume from Reservoir Plate to Waste of
Input Valve and a sequence of steps:

1. Move Input Valve to waste port

2. Move Well Valve on next well

3. Run Pump at empty rate for tubing distance*1.10 (to
ensure it passes)

4. Repeat at Step 2 for each well

The delivery by the Device Pack of formulated media to
the Input Reservoirs, shown in FIG. 19K, requires specifi-
cation of several parameters and variables:

Prime Rate

Fill Rate

Mixture for each Well

Default wash port

Increment Volume

Target Well Volume

and the following steps:

1. Prime mixture
1. Move Well Valve to waste port
2. Move Input Valve to next solution in mixture
3. Run Pump at priming rate for increment volume

multiplied by percentage of solution
4. Repeat for each solution in mixture

2. Deliver from Well Valve to Reservoir Plate Well
1. Move Well Valve to next well
2. Add Mixture until at target well volume

1. Move Input Valve to next solution in mixture
2. Run Pump at fill rate for increment volume
multiplied by percentage of
solution
3. Repeat for each solution in mixture
3. Repeat for all wells

3. Run wash (i.e., fill with media through waste)

The initialization of the Experiment Protocol is outlined
in FIG. 19L. The Initialization protocol will ensure that the
tubing of each input before the Input Selection Valve is
filled. The steps are as follows:

On Start:

Instruct Device Pack A and B to fill each well with
medium at a fast flow rate. (Reservoir Feeder will
automate refilling until told to stop)

On filling complete:

Initialize Dual Pumps to P2.

Start Dual Pumps (Dual Pumps will automate switching
until told to stop)

Start P4

Start Device Pack A and B into auto-filling protocol
(medium only)

On 12-Channel Optical Sensor reports non-empty tubing:

Stop Dual Pumps.

Stop P4.

Instruct Device Pack A and B to stop pumps.

Instruct Device Pack A and B to empty Input Reservoir
wells completely to Waste.

On Single-Channel Optical Sensor reports empty tubing:

Instruct Device Pack A and B to stop pumps.

Note that solutions, medium, acid, and base may not
necessarily be filled at start. That may need to be tracked by
the tool. Otherwise, initialization could handle this.

The Device Pack and Dual Pumps Delivery Protocol is
shown in FIG. 19M. Mixtures of fluid will be delivered to
the chemostats from the Input Reservoir well plate. The
Input Reservoir well plate needs to be filled with the correct
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substances in each well for a particular interval of the
experiment prior to its delivery to the chemostat. The steps
to be followed are:

Initial

On Start:

Start Input Reservoir Delivery protocol for Device
Pack on Side A.

Device Pack on Side B should be stopped.

On completion of initial fill:

Start Dual Pumps.

Start P4.

Experiment Runner should confirm next step. On con-
firmation, send next cocktail to Reservoir Feeder.

Reservoir Feeder should instruct Device Pack B to start
filling Side B with next cocktail.

Main Loop

On Device Pack fill completion:

Stop filling on non-active side. (Active is defined as the
side being emptied by the Dual Pumps.)

Alert Dual Pumps that Side is ready. (This will be used
by Dual Pumps to confirm that it may switch pumps.)

On 12-Channel Optical Sensor reports pH:

Send pH reading to Experiment Runner
Update target pH in stored Experiment

Finish

Stop Dual Pumps

FIG. 19N presents the steps for experiment step tracking
and execution. The Experiment algorithms step through
three main phases:

Initialization Phase

Read CAPCAS Database for current experiment

Clear tubing for Dual Pumps

Prime tubing for solutions used

Empty Input Reservoir well plate

Delivery Phase

Read CAPCAS Database for current experiment

Run P4

Deliver mixture for each chemostat

Record delivery time in Interval table

Move to next interval and repeat this phase until all

intervals are complete

Output Phase

Stop P4

Run P5 until half of fluid from Chemostat well plate is

delivered

The Device Pack and Dual Pumps relationship is specified
in FIG. 19D.

The Device Pack and Dual Pumps have a set of operations
that they run independent of other systems. The Device Pack
has two operations:

Empty all wells.

Fill wells with next delivery.

The Dual Pumps perform two operations:

Clear tubing.

Deliver fluid from Input Reservoir well plate to Chemo-

stat well plate.

The start times of these operations are dependent on each
other. It is important that wells are filled by the Device Pack
prior to the Dual Pumps attempting to deliver those same
wells to the Chemostat well plate. It is also important that the
Device Pack does not fill wells that are currently being
delivered by Dual Pumps. Therefore, we outlined a protocol
to ensure that operations act independently but can be
triggered by events related to other simultaneous operations.

It is necessary to track the steps taken by the Device Pack
and Dual Pumps, as shown in FIG. 19P. To accomplish this,
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The Delivery Phase Step Tracker maintains an Event
Manager.

The Event Manager monitors for events from Device
Pack and Dual Pumps Controller to determine if current
step has been finished.

When all required events have been received, then an
increment signal is emitted by Event Manager.

Given this software structure for commands and reports,
it is possible for CAPCAS-AI to write experimental designs
to CAPCAS-DB, which are read by CAPCAS-IT, and
executed by CAPCAS-HW. We have presented just one
embodiment of how the hardware in the invention might be
controlled; there are innumerable means by which the same
tasks could be accomplished. Alternative hardware embodi-
ments could require different control protocols, but central to
the invention is the close interaction between artificial
intelligence/machine-learning software, sophisticated hard-
ware, and a breadth of different biological systems, with the
connections being designed to have the system function
autonomously as a self-driving biological laboratory or
robot scientist that could greatly accelerate the rate at which
biological systems could be optimized for particular outputs
or functions, and computational models of these systems
developed and applied.

Alternative Embodiments

While the scale of the systems presented herein focuses
on well plates, the topology and operation of such a CAP-
CAS unit can be scaled to large or smaller fluidic volumes.
The addition of fluidic buses could be used to reduce the size
of each unit, or increase the speed with which media was
formulated. The sizes of the enclosures described are set by
laboratory convention, and respect the height and width of
doorways, but larger or smaller enclosures would be pos-
sible. Coupled organs could be implemented by the use of a
bidirectional microformulator, or by means of connections
hard-plumbed into the lid or a fluidic bus. An important
feature of the CAPCAS approach is that a large number of
chemostat or bioreactor plates can be operated over long
periods of time without being disturbed by creating a
fluid-handling system that can perfuse the chemostats or
bioreactors without interruption, something that is not pos-
sible in conventional HTS systems where a fluid handler
outside the incubator is needed to refresh the media of wells
that would otherwise be held in an incubator. Other robot
designs could deliver well plates to fluidic stations, or
compact fluidic stations could be delivered to fixed plates.

In summary, the CAPCAS platform that is the subject of
this invention offers an alternative to large, room-sized
high-throughput screening systems that rely on daily media
changes and transport of plates or organ chips between
incubator, fluid handler, and plate reader. However, CAP-
CAS would be compatible with and interfaceable to existing
well-plate robotics. It would be ideal for any experiment that
requires continuous or controlled perfusion, particularly
over the long term. It would be useful for any bioreactor or
culture system that could fit in a well-plate footprint, and
would be particularly well suited for long-growth-time mod-
els that would require frequent feeding or media adjust-
ments. The fluidic control and delivery systems are sup-
ported in a station above the working deck and can replace
rocker systems for gravity perfusion. The CAPCAS chassis
would not require an incubator and could be small enough
that a single-chemostat-plate unit could sit on a laboratory
bench or within a cell culture hood, or it could be a large
free-standing unit that operated a thousand or more inde-
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pendent chemostats. The use of multiple iPlateBots would
enable parallel, asynchronous delivery and removal of well
plates from multiple CAPCAS fluidic control stations. The
Robot Scientist software that drives CAPCAS can design
and execute complex experiments and generate and test
hypotheses in a manner that is vastly more efficient than
what humans alone can achieve.

The foregoing description of the exemplary embodiments
of the invention has been presented only for the purposes of
illustration and description and is not intended to be exhaus-
tive or to limit the invention to the precise forms disclosed.
Many modifications and variations are possible in light of
the above teaching.

The embodiments were chosen and described in order to
explain the principles of the invention and their practical
application so as to enable others skilled in the art to utilize
the invention and various embodiments and with various
modifications as are suited to the particular use contem-
plated. Alternative embodiments will become apparent to
those skilled in the art to which the invention pertains
without departing from its spirit and scope. Accordingly, the
scope of the invention is defined by the appended claims
rather than the foregoing description and the exemplary
embodiments described therein.

Some references, which may include patents, patent appli-
cations, and various publications, are cited and discussed in
the description of the invention. The citation and/or discus-
sion of such references is provided merely to clarify the
description of the invention and is not an admission that any
such reference is “prior art” to the invention described
herein. All references cited and discussed in this specifica-
tion are incorporated herein by reference in their entireties
and to the same extent as if each reference was individually
incorporated by reference.
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What is claimed is:

1. A continuous automated perfusion culture analysis
system (CAPCAS), comprising: one or more fluidic systems
configured to operate large numbers of biodevices in paral-
lel, wherein each fluidic system comprises:

an input reservoir plate for receiving media;

a biodevice plate comprising an array of biodevices
fluidically coupled to the input reservoir plate, config-
ured such that each biodevice has independent media
delivery, fluid removal, and gas control, and each
biodevice is capable of continuously receiving the
media from the input reservoir plate;

an output plate fluidically coupled to the biodevice plate
for real-time analysis and sampling; and

at least one microformulator fluidically coupled to the
input reservoir plate for providing the media to the
input reservoir plate, wherein each microformulator
comprises:

a plurality of feedstock solution reservoirs;

at least one input selector valve (V1) fluidically
coupled to the plurality of feedstock solution reser-
voirs to select at least one feedstock reservoir;

at least one output director valve (V2) fluidically
coupled to the input reservoir plate; and

at least one pump (P1) fluidically coupled between the
at least one input selector valve and the at least one
output director valve for withdrawing fluid from the
selected feedstock solution reservoir through the at
least one input selector valve and delivering it to the
input reservoir plate through the at least one output
director valve.

2. The CAPCAS of claim 1, wherein the at least one input
selector valve is a multichannel input selector valve, the at
least one pump is a single-channel pump, and the at least one
output director valve is a multichannel output director valve.

3. The CAPCAS of claim 1, wherein the at least one input
selector valve is configured to select different feedstock
solution reservoirs at different periods of time.

4. The CAPCAS of claim 1, wherein the at least one pump
is driven such that the fluid of the selected feedstock solution
reservoir outputs from the at least one output director valve
at a predetermined flow rate.

5. The CAPCAS of claim 4, wherein the predetermined
flow rate varies with time.

6. The CAPCAS of claim 1, wherein through a sequence
of selecting the plurality of reservoirs by the at least one
input selector valve and pump speed and duration actuations
of the at least one pump, the media is provided to have a
different time-varying perfusion mixture for each biodevice.

7. The CAPCAS of claim 1, wherein each microformu-
lator further includes a single-channel optical sensing mod-
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ule coupled between the at least one pump and the at least
one output director valve for tracking an intentionally
injected bubble for measurement of flow rate, or identifying
when a reservoir is emptied.

8. A continuous automated perfusion culture analysis
system (CAPCAS), comprising: one or more fluidic systems
configured to operate large numbers of biodevices in paral-
lel, wherein each fluidic system comprises:

an input reservoir plate for receiving media;

a biodevice plate comprising an array of biodevices
fluidically coupled to the input reservoir plate, config-
ured such that each biodevice has independent media
delivery, fluid removal, and gas control, and each
biodevice is capable of continuously receiving the
media from the input reservoir plate;

an output plate fluidically coupled to the biodevice plate
for real-time analysis and sampling; and

a biodevice media delivering means fluidically coupled
between the input reservoir plate and the biodevice
plate for continuous delivery of the media from the
input reservoir plate to each biodevice.

9. The CAPCAS of claim 8, wherein the input reservoir
plate has two sets of media ports, and wherein the biodevice
media delivering means comprises two multichannel pumps
(P2, P3), each multichannel pump is fluidically coupled
between a respective set of the media ports and the biodevice
plate, such that one set is refillable while the other set is
being delivered by a corresponding pump to each biodevice
in the biodevice plate, thereby providing uninterrupted per-
fusion.

10. The CAPCAS of claim 9, further comprising a bio-
device media collecting means fluidically coupled between
the biodevice plate, and the output plate and an analyzer for
real-time analysis and sampling.

11. The CAPCAS of claim 10, wherein the biodevice
media collecting means comprises first and second multi-
channel pumps (P4, P5), and at least one output valve (V3),
wherein the first multichannel pump (P4) is fluidically
coupled between the biodevice plate and the at least one
multimode output valve (V3), the second multichannel
pump (P5) is fluidically coupled between the biodevice plate
and the output plate, and the least one multimode output
valve (V3) is fluidically coupled between the first multi-
channel pump (P4) and the analyzer.

12. The CAPCAS of claim 11, wherein the second mul-
tichannel pump (P5) operates independent of the first mul-
tichannel pump (P4) to deliver the effluent from each bio-
device to a separate well in the output plate for off-line
transcriptomic or other off-line analysis.

13. The CAPCAS of claim 11, wherein the at least one
multimode output valve is configured to either divert effluent
from each biodevice to the analyzer.

14. The CAPCAS of claim 11, wherein the at least one
multimode output valve is configured to divert, when one
biodevice is being sampled, the media being pumped from
the other biodevices to waste, with each biodevice being
sampled serially.

15. The CAPCAS of claim 11, wherein the at least one
multimode output valve is configured to divert the effluent
from all the biodevices to waste to ensure continuous
perfusion when no sample is needed or the output plate is
removed after bulk sample collection.

16. The CAPCAS of claim 11, wherein the analyzer is
equipped with a spiral microfluidic sorter, a filter, or tan-
gential flow filtration for real-time separation of cells from
media, and an in-line, microfluidic acoustic or electrical
lyser.
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17. The CAPCAS of claim 11, further comprising a
plurality of multichannel optical sensing modules.

18. The CAPCAS of claim 17, wherein a first one of the
multichannel optical sensing modules is coupled between
the input plate and the biodevice plate, and a second one of
the multichannel optical sensing modules is coupled
between the biodevice plate and the output plate for mea-
suring PO,, PCO,, pH, and/or optical density (OD) of the
media entering and leaving each biodevice, respectively.

19. The CAPCAS of claim 18, wherein a multichannel
optical sensing module is coupled between the at least one
microformulator and the input plate for tracking an inten-
tionally injected bubble for measurement of flow rate, or
identifying when a reservoir is emptied.

20. The CAPCAS of claim 11, wherein each biodevice
comprises a lid structure for controlling operation of the
biodevice, wherein the lid structure comprises a fluidic
control layer that contains motors that drive the pumps and
valves, and a lid beneath the fluidic control layer, wherein
the 1id supports vertical tubes that deliver and remove fluid
from the well, with a long tube reaching nearly to the bottom
of the well to allow the pump PS5 to remove when desired
some or nearly all of the media and cells in the well, a
medium length tube being connected to the pump P4 to
provide continuous removal of media from the biodevice
and deliver it to the at least one multimode output valve V3,
and a short tube being connected to the pumps P2 and P3 to
deliver media to the biodevice with the end of the short tube
being well above the liquid level to prevent back-contami-
nation of the media delivery system.

21. The CAPCAS of claim 20, wherein each biodevice
further comprises a stirrer system.

22. The CAPCAS of claim 21, wherein the stirrer system
comprises an individual printed-circuit-board (PCB) motor,
bearings, and a hollow rotating slotted-cylinder stirrer that
operably serves as an impeller to provide unidirectional
axial flow in one direction on the inside of the impeller tube
and in the opposite direction outside while surrounding the
short, medium length, and long tubes and two vertical tubes
that connect a gas permeable tubing loop.

23. The CAPCAS of claim 21, wherein the stirrer system
comprises a rotatable slotted cylinder that has one or more
spiral vanes on either the inside or outside or on both sides
of the rotatable slotted cylinder stirrer to provide more
vigorous vertical mixing of the cells, media, and dissolved
gases contained within the biodevice.

24. The CAPCAS of claim 21, wherein the stirrer system
comprises a magnetic stir bar disposed on a bottom of the
well, a rotating magnet positioned beneath each well for
driving the magnetic stir bar to rotate, and a separate motor
to drive each rotating magnet to allow each biodevice in the
array to be stirred at a different speed.

25. A continuous automated perfusion culture analysis
system (CAPCAS), comprising: one or more fluidic systems
configured to operate large numbers of biodevices in paral-
lel, wherein each fluidic system comprises:

an input reservoir plate for receiving media;

a biodevice plate comprising an array of biodevices
fluidically coupled to the input reservoir plate, config-
ured such that each biodevice has independent media
delivery, fluid removal, and gas control, and each
biodevice is capable of continuously receiving the
media from the input reservoir plate; and

an output plate fluidically coupled to the biodevice plate
for real-time analysis and sampling,

wherein the biodevices are operably inoculated by using
an external pipettor or robot to seed either the biodevice
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plate, which is removable, or a transfer plate that has
one or more seeded wells and is then installed in place
of the output plate with the at least one second pump
run in reverse to deliver the selected cells into various
biodevices to restart their culture.

26. A continuous automated perfusion culture analysis
system (CAPCAS), comprising: one or more fluidic systems
configured to operate large numbers of biodevices in paral-
lel, wherein each fluidic system comprises:

an input reservoir plate for receiving media;

a biodevice plate comprising an array of biodevices
fluidically coupled to the input reservoir plate, config-
ured such that each biodevice has independent media
delivery, fluid removal, and gas control, and each
biodevice is capable of continuously receiving the
media from the input reservoir plate; and

an output plate fluidically coupled to the biodevice plate
for real-time analysis and sampling,

wherein the fluidic system is placed in a single-deck
benchtop enclosure comprising three drawers of which
one is for the input reservoir plate, another for the
biodevice plate, and the third for the output plate,
which are operably serviced by an external robot arm
for plate-de-lidding and/or lifting.

27. The CAPCAS of claim 26, wherein the single-deck
benchtop enclosure further comprises compartments sepa-
rated from the drawers for motors/electronics and fluidics.

28. A continuous automated perfusion culture analysis
system (CAPCAS), comprising: one or more fluidic systems
configured to operate large numbers of biodevices in paral-
lel, wherein each fluidic system comprises:

an input reservoir plate for receiving media;

a biodevice plate comprising an array of biodevices
fluidically coupled to the input reservoir plate, config-
ured such that each biodevice has independent media
delivery, fluid removal, and gas control, and each
biodevice is capable of continuously receiving the
media from the input reservoir plate; and

an output plate fluidically coupled to the biodevice plate
for real-time analysis and sampling,

wherein M N-channel fluidic systems are placed on a
single deck in a single benchtop enclosure to provide
MxN channels of biodevice in a single unit, with at
least the M output plates being accessible to an external
robot arm by means of a computer-controlled drawer
mechanism with automatic de-lidding, wherein M, N
are positive integers.

29. The CAPCAS of claim 1, wherein the use of a faster,
serial or parallel microformulator eliminates the need for the
input reservoir plate, the use of in-line and at-line analyses
eliminates the need to collect media in the output plate, and
the use of a 96-well biodevice plate allows the support of
nine 96-channel modules on a single deck.

30. A continuous automated perfusion culture analysis
system (CAPCAS), comprising: one or more fluidic systems
configured to operate large numbers of biodevices in paral-
lel, wherein each fluidic system comprises:

an input reservoir plate for receiving media;

a biodevice plate comprising an array of biodevices
fluidically coupled to the input reservoir plate, config-
ured such that each biodevice has independent media
delivery, fluid removal, and gas control, and each
biodevice is capable of continuously receiving the
media from the input reservoir plate; and

an output plate fluidically coupled to the biodevice plate
for real-time analysis and sampling,
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wherein the one or more fluidic systems are placed in an
enclosure having a plurality of decks, each deck having
a plurality of stations, each station being configured to
accommodate a plate/module of a fluidic system.

31. The CAPCAS of claim 30, wherein the enclosure is
configured such that each station is accessible by a robot for
plate/module installation and/or removal, and two or more
robots are simultaneously operable on a deck without inter-
ference.

32. The CAPCAS of claim 31, wherein the enclosure
further comprises an elevator for moving a robot between
decks.

33. The CAPCAS of claim 30, wherein each deck is
connected to a continuous circulation fluid bus and a power
bus.

34. The CAPCAS of claim 30, wherein the enclosure is
configured to serve as an environmental chamber, with
complete control over temperature, gas composition, and
humidity, with HEPA filtering to maintain sterility.

35. The CAPCAS of claim 11, wherein the one or more
fluidic systems are configured to maintain automatically and
without human intervention a uniformly high level of media
in the delivery well of a gravity-perfused bioreactor while
also removing fluid from the collection well to keep a low
fluid level and hence a constant gravity perfusion rate.

36. The CAPCAS of claim 35, wherein the microformu-
lator is configured to operate in a bidirectional manner,
wherein the pump P1 operates in both directions, such that
intermediate reservoirs are usable to create mixtures of
fluids from a variety of reservoirs, including ones that are
downstream of the microformulator.
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