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Mutations in RAS family are observed in 6-96% of cancer. However, the role
of the magnitude of RAS activation in proliferation and cell cycle progression is not fully
understood. To define the role of oncogenic NRAS dose in malignant behavior, we used a genetically
engineered THP-1 cell line where the expression of NRAS-G12V 1s under the control of a
doxycycline-responsive element. We established modified cell lines, named B11. To identify whole
downstream of NRAS signals, CRISPR libraries were introduced into B11 and removing doxycycline to
collect clones that can proliferate without NRAS signaling. As a result, 21 from the activation
library. NRAS activation with Dox can induce the mRNA expression for DOHH and TAF6 in B11. DOHH and
TAF6 are newly identified as a downstream of NRAS signaling
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Table 1. CRISPR SAM library

NRAS

Clone Gene name Sequence of gRNA
SAM-1 CAT GGCCAAGATTGGAAGCCCAA
CCL19 CCCTGTTGCCCCCCTCTTTC
DOHH TITTATTCCTCACCTACTTA
SLC3844 AAAAGACGCAATTTACCAAC
SAM-2 ASCLS TAGGGCGATGGCTCTTGTTA
CAPN1 CGGAAGGGCACCGCGGGGAA
DHRS3 TITTTTTCTGGAGACGGGGT
KCNJ11 TCCGGATCTCTCCCACTAAC
MXD1 TTGCGAATCCTGTCACCAGT
TAF6 GTTTCCCTGCCTCCGTTITTG
SAM-3 ERAP1 TCGGTCCCCAACTTGAGCAC
FAMI1074 TGAAGTTCCAATGACATTCA
HISTIH2AC TTGTCTTCCAATTAACTAAG
KRT32 ATTTGGCTAAAGCAGGAGTC
SEC14L3 TCTGTCCCCAAGCCAAGCAG
ZNF219 ACTCCTTCCCTGGTATGTCC
SAM-4 MOK AAGGCTATCGTCCACGTAGT
RIPK?2 TGGGACGGGCGGCTGGGAAG
ZAN GGACTGCAAACGGCTGGACG
SAM-5 UBLCP1 TGTTCCGAATGAAGCTTAAA
ZNF77 CCGCCCCTGCCTGTCCTGAT
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