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® Jifk: %Pl ChRM1-PE #Ric, £ (Bioss, Cat.#ABIN668656) ; H#ii-CHRM1 £,
Fric; (Bioss, Cat.#bs-1150R) ; LIEH%H I1gG-PE Fricd, £ Pt (Life Technologies,
Cat.#P2771MP).

e K. Ham’s F12 K33 (Corning cellgro, Cat.#10-080-CV); CloneMedia-CHO-S
(Molecular Devices,Cat. #K8710); Fetal Bovine Serum (Hyclone, Cat.#SH30071.03), 1%
Pen/Strep/Glutamine (Life Technologies,Cat. #10378016), 450 pg/mL Geneticin, G418
(LifeTechnologies, Cat. #10131035).

® [ NZEMYR: 10X HBSS (Life Technologies, Cat.#14065056) Tow /KF5FE, vESTH. (Irvine
Scientific, Cat. #9309), 20 mM HEPES (Life Technologies, Cat. #15630080). pH JH%£% 7.4,

® FLIPR® Calcium 6 Assay Kits (Molecular Devices, Cat.#R8190).

® FLHR: 6-well non-TC treated, clear-bottom plates (Greiner Bio-One, Cat. #657185);
384-well black-wall, sterile,TC-treated, clear-bottom plates (Corning, Cat. #3072),

® M1 AChR agonist: Carbamoylcholine chloride or Carbachol(Sigma, Cat. #C4382).
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The ClonePix 2 System reveals diverse levels of fluorescent intensity with CHO-M1
cell line, demonstrating it can distinguish between various levels of expression of
GPCR M1 protein. Colonies recognized by the software are outlined in color under
the brightfield channel. Fluorescence intensity is calculated based on the physical
location of colonies.
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Clones were ranked, then grouped based on morphology and
interior mean fluorescence intensity.
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Figure 4. CHO-M1 negative cells

Figure 3. CHO-M1 positive cells imaged using ClonePix 2 System
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Figure 5. Growth curve of CHO-M1 cells

Figure 6. Cells imaged with CloneSelect Imager
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Image of CHO-M1 cells acquired on CloneSelect Imager. Confluence is automatically
calculated by software.

Growth curve generation by CloneSelect Imager demonstrating proliferation of

picked cells.
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Figure 7. Analysis on FLIPR Tetra System
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The FLIPR Tetra System performs high-throughput, functional cell-based assays and
is the system of choice in drug discovery for evaluating changes in intracellular
calcium detected through the use of fluorescent calcium-sensitive reporter dyes
(FLIPR Calcium 6 Assay Kit). The results are depicted here: (A) CHO-M1 high, (B)
medium to low M1 fluorescence, and (C) CHO-K1 negative control.
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