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« Cells were collected 72 hours later for knock down validation using Graph 2. Percent Positive Cyclin & CDK Graph 3. Quantification analysis of Cytoplasm
western blots and cytoblocks. complexes. CDK1 and CDK2 partnered to Nuclear ratio for Multiplex panel shows
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« HCT 116 cell line was used for generatlon of CthOblOCkS given Its PDX_CCNA2 Low 400 PDX_CCNA2 Low 1600 PDX_CCNA2 Low 6400 average. low levels of Cyclin A2 in the indicating they are more cytoplasmic.

PDACPDX model used for the panel.

Conclusions

common availability and easiness to transfect.
Western Blotting

 Cells were lysed and protein concentration was determined via DC
Protein Concentration Protocol (BioRad Lab#5000116) as specified.

* Absorbance was read using PheraStar reader.

« Multiplex panel of Cyclins and CDKs (complexes) was optimized
and developed.
« Cyclin and CDK phenotypes were observed and quantified.

* CCNAZ, Non-targeting controls, and treated lysates were loaded and | ’  Subcellular localization of each cyclin-cdk complex shows
run-on ice- at 60V for 15 minutes and 180V for 40 more minutes. " - baseline state
« Gel was transferred via iBlot system, incubated with antibodies et ¢ W (TG e bdts v e S op » Panel will help in identifying possible biomarkers for CDK

overnight and developed using LI-COR secondaries and read with LI-
COR reader (Odyssey CLX).

IHC Optimization and 6-color multiplex CDK-Cyclin panel.
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