1/8

WO 2023/008933 PCT/KR2022/011139

1]

Targeted deep-seq

100

50

Indel (%)

ﬁ ;‘&‘%@S‘#‘&&g& ::ﬁ&é‘t?: “ ?\ \\ gﬁﬁﬁ \ﬁfﬁﬁ{ﬁ}%"gﬁg@g ?\ﬁ\%\f
B O N e RIS NI
[5=2]

BM-MSC

f
v

CD142 sgRNA screening

30

9
]
©
£ 10- I I
0 » .

sgRNA1 sgRNA2 sgRNA3 ngNA4 sgRNAS5 sgRNA®6

[5=3]
(@) (b)
Mi-seq
indel
WT 0%
CD142 sgRNA 2 100%  -Tebp-81bp
; CD142 sgRNA 10 539 «1bp;+1bp
CD142sgRNA13 | 851% -lbp+ibp




2/8

WO 2023/008933 PCT/KR2022/011139

[5=4]

100+
504
20

{%) 1199 +Z¥100



WO 2023/008933

[5=5]

* UC-MSC passaging

Transfection

Mock

Elecroporation only

- mRNA (1x1026 cells /group) for gene expression
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Proliferation check
Flow cytometer
gDNA (2x10~5 cells /group) for NGS

RNAseq(2x1045 cells. /group)

sgCD142#33 | sgCD142#33 + Cas9
Cytokine array(FBS free CM, 20m/ group)
- TEG assay
sgSHS231 sgSHS231 {control sgRNA) TA ELISA- (2x10A5 cells /group)
+ Cas9
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Fold change
Gene sgCD142#33 vs. Mock
DUSP18
CPT1C
SPATA33
SLC38A6
TCTA
SUGP1
PIP4K2C
JADE1
C180rf8
PDESA
FKTN
C7orf49
AP4B1.
P4AHTM
SLC36A1
TRAPPC6A
VCAM1
GCDH
ZFPM2
GALT
SMN2
JADE2
FPGT
KIAA1549
CSF3
COL14A1
PDGFRA
KIF26B
CASKIN1
RPUSD2
HOTS
H19
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Filter: 9.

1 TNFRSFS 4-1BB Receptor
21 KITLG SCF

2 FASLG sFas Ligand/Apoll
32 ; 4 -4

38 | VEGFA VEGF

111 CXCLIO 1P-10

191 'HDAC3 HDAC3

285 CGB3 beta hCG
293 KLK3 Free PSA




