Chr.17p13.1

Fig 2-S1 A (DI TID
/. m TP53/FXR2 DKO

FXR2 P53 L donor
. —— - —-|-—eGFP—FXR2-3’arm—
FXR2-3'-gRNA4 TP53-5"-gRNA11 l
Chr.17p13.1

DO B

FXR2-3" memFXR2-3'arm=e GFP=TP535 arfi=m— TP53-5

DKO primer3-R  DKO primer3-F
DKO primer4-R DKO primer4-F

DKO primer4-F/R PCR seq: Donor insertion at FXR2 3’ end DKO primer3-F/R PCR seq: Donor insertion at TP53 5’ end

5 3 5 3

DKO donor  RRGATRACTTCGTATA CAGCACAGGCTAG DKO donor CTGAGGAGTGTCCGAAGA CAGATGGACAGCA

DKOL7-1 AAGATAACTTCGTATA CAGCACAGGCTAG DKOL7-1 CTGAGGAGTGTCCGAAGA CAGATGGACAGCA

DKO donor  GCCATACCACATTTGT CAGCACAGGCTAG DKO donor  cTGAGGAGTGTCCGAAGA AGGGGAGGAGTAG

DKO11 GCCATACCACATTTGT CAGCACAGGCTAG DKO11 CIGAGGAGTGICCGARAGA AGGGGAGGAGTAG
Chr.17p13.1

qGIBCNE B
/,m,

f | + TP53 KO donor
FXR2 »TP53
l’ _

- —TP53-5'arm—eGFP—TP53-3'arm —

¢

TP53-3'-gRNA3 TP53-5’-gRNA111

Chr17p13.1

DT

TP53-3' ===TP53-3'arm=eGFP-TP53-5arm=— TF53-5'

TP53 KO primer3-R TP53 KO primer3-F
TP53 KO primer4-R  TP53 KO primer4-F

TP53 KO primer4-F/R PCR seq: Donor insertion at TP53 3’ end TP53 KO primer3-F/R PCR seq: Donor insertion at TP53 5’ end
5 3 5 3
TP53 KO3-6-1 ATTATACGAAGTTAT, CCAGIGCAGGCTACT TP53 KO3-6-1 TCCTRARATGTGCACCCTA  TACGAAGTTIAT
TP53 KO donor  ATTATACGRAGTTAT  CCAGTGCAGGCTACT TP53 KO donor TCCTARATGTGCACCCTA  TACGAAGTTAT
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FXR2 KO donor GTTGTTARCTT TGGGAATTCCTIGACATICC

FXR2 KO16 GTITGTTARACTIT TGGGAATTCCTGACATICC

FXR2 KO donor aacTaccccce TTCTCCCCTCCCCCAAGTT

FXR2 KO5 AAGTACCCCCC TTICTCCCCTCCCCCAAGTT

Figure 2—-Figure Supplement 1. CRISPR-Cas9-engineered TP53/FXR2 knockout clones.

Diagram illustrating the location of TP53 and FXR2 at chromosome, gRNA target position, donor plasmid design, and assay flow of
knockout generation followed by genomic PCR sequencing showing the proper replacement of the targeted genomic region with donor
sequence in TP53/FXR2 double knockout (DKO) clones (A), TP53 single knockout (KO) clones (B), and FXR2 single KO clones (C).



