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Figure 2: KO-scores after transfection with psgRNA6 encoding an sgRNA targeting FUT8 into stable Cas-pools generated with

CO3626/-27/-28. A: Cas pools were generated in 2 weeks of selection with G418 in SMD media. After selection, the large pools were Better Data and increased Temporal
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Cas - | -160kDa Cas - - - 160 kDa Figure 7: Log2 fold changes for all sgRNAs and all three Cas-expressing Pools. Data derived from DeSeqg2 normalized read counts,
means calculated for all sgRNAs per target gene/control. [n=10 (Non- and Intron-Targeting); n=6 (all Genes); Mean = SD]
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Figure 8: Enrichment/Depletion analysis of all included genes and controls comparing week six to week two. Read counts derived from
MAGeCK and statistical analysis performed with DeSeg2 normalized read counts. [n=10 (Non- and Intron-Targeting); n=6 (all Genes)]

*all KO-Scores corrected for GFP-positive
population and positive control

Figure 3: Western-Blots of CO36-26/-27-28 generated amplified stable Cas expressing CHO pools and KO-scores post selection
generated with CO36-26/-27. A & B: Blots were performed with 100.000 cells each. Annotations describe the construct used for cell 5 .
pool generation and the amount of antibiotics used for selection. (L= 250ug/mL; M= 750 ug/mL; H= 2000 pug/mL). Two replicates were Conclusion & Outlook
loaded next to each subsequent concentration ladder. Recombinantly purified Cas is used as positive and untransfected wildtype cells as
negative control. C: Fold change in Cas protein amount based on different levels of amplification by G418. Expression normalized against
3-actin. [n=2 ; Mean £ SD] D: Cas pools were generated in 2 weeks of selection with G418 in the amounts described above. After

In summary, the established pooled CRISPR screening platform enables a comprehensive evaluation of the CHO
genome's impact on cell growth. With an unprecedented library coverage of >5.000x, we aim to generate the

selection the large pools were transfected transiently with sgRNA6 encoded in psgRNA6 and analyzed by PCR ampilification of cut sites highest quality data to date, potentially offering opportunities for novel methodologies in the broader field of
and flow cytometry, 3 weeks after selection and 9 weeks. [n=2; Mean = SD] pooled CRISPR screening in addition to facilitating the engineering of superior CHO DG44 cell lines.
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