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Figure S1. (A). pPROSA26 locus targeting and sgRNA selection, where
sequences in different colors represent different sgRNA target sites,
with arrow direction indicating the direction of the sgRNA sequence;
(B). sgRNA selection on the miR-17-92 cluster, where the sgRNA1
sequence is in the forward direction and the sgRNA2 sequence is in the
reverse direction.
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Figure S2. After knock-in, the sgRNA editing efficiency was analyzed
through Sanger sequencing and TIDE analysis. The upper part displays
the peak charts of Sanger sequencing results, while the lower part
shows the TIDE analysis. (A). From left to right: sgRNA1, sgRNA2,
sgRNA4 targeting the Rosa26 locus. (B). From left to right: sgRNA1,
sgRNA2 targeting the miR-17-92 cluster.
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Figure S3. (A). The upper panel displays the sgRNA sequences
targeting the miR-17-92 cluster in PT-K75 cells, while the lower panel
shows the sgRNA sequences targeting the miR-17-92 cluster in PKF
cells. (B). Gene sequencing profiles of the miR-17-92 cluster site in PT-
K75 cells post-targeted integration. (C). Morphological changes of PT-
K75 cells post-targeted integration at the miR-17-92 cluster site and
wild-type PT-K75 cells upon viral challenge at different passages. The
left column represents edited cells, while the right column depicts
wild-type cells. From top to bottom: before viral challenge, after 3
passages, 4 passages, and 5 passages post-viral challenge. Scale bar:

200um.

R1 R2
/\/\/\J/\/\I\_A/\ Al /\Mm W\u\ /\A/W/wx v
R4 RS
CAGAGCTTGACTACCACTG A rlr TGGCTCAGT GG"G‘('GGLAG'(

AAMMM_&LMMMMA

R7 R8

AJceTeTcTTGACTACCACT TG G AANAATGAATT G GTAGT CAAG ATAT
NVS&&_{&!XAA/_\MIM ML P\ ’\/\ A‘/\/\/\/\/\/\/\ /\1'\ \.
R10
/\’L[Lxd AN

R6
Y Ar’l\o/w
= A 7 R9 o
/\/\]\/\ VALY /\N\/\/\

Figure S4. Sequencing analysis of PCR products at potential off-target
sites of the Rosa26 locus. Red arrows indicate putative cleavage sites.
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Figure S5. Sequencing analysis of PCR products at potential off-target
sites of the miR-17-92 locus. Red arrows indicate putative cleavage
sites.



