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a b
ITH level of PDX1
WES H&E stained slides
PyClone computations Included in FUSCC cohort
Genetic ITH evaluation Histologic ITH evaluation
(Subclone number = 2) (Nuclear diversity = 0.21)
c PDX1 in NSG d
()]
[ee]
©
500 — siNC o %
T 400~ SIZNF689 £ N «Da
£ *  ZNF689 [== = | 55
o 3004 .. -
= siRNA injection
3 2005 GAPDH [ ] .
5 l PDX1
£ 100 4
et
0 T T T T T
Days 20 30 36 42 4
LM2 in NOD/SCID
Flag-ZNF689 00~ Vector
-+ kDa £ - ZNF689
ZNF689 [ R | 55 E \00 .
q_) -
Flag[ @] 55 5
S
>
GAPDH [ | 5 S 200
LM2 5
0 ? T T T T T
Days 14 17 2124 27 31
4T1 in BALB/c
Flag-Znf689 1200 -+~ Vector
-+ kDa o
€ -8~ Znf689
Znf689 55 g
R E
Flag [T | 55 5
o
Z 4004
Gapdh [ e | 5 5 "
4T1 E]
|_
O T T T T T
Days 6 9 12 15 18

PDX1

ZNF689 expression

shZNF689
- #1 #2 kDa
GAPDH S |
LM2
i J
shZnf689
- #1 #2 kDa

Znfego [ == |55

4T1

Tumor volume (mm3)

Tumor volume (mm3)

LM2 in NOD/SCID

1000 ~ shNC
-8~ shZNF689-1
7504 - shZNF689-2
500
250 1
0 T T T T T T
Days 14 17 2124 27 31
4T1in BALB/c
2000 q shNC
-o- shZnf689-1
1500 -* shznf689-2
i
*
1000 1
500
0 T T T T T
Days 6 9 12 15 18

Py



Supplementary information, Fig. S4 ZNF689 deficiency induces a
malignant phenotype of TNBC.

a Assessment method for ITH in PDX1 models. b IHC of PDX1 for detecting
the expression of ZNF689. Scale bars, 100 ym and 40 um. ¢ Tumor growth of
PDX1 with or without intratumoral ZNF689 knockdown in NSG mice (n = 6
mice/group). d Western blotting assays show the efficiency of ZNF689
knockdown in PDX1 tumors. e Western blotting assays show the efficiency of
ZNF689 knockdown in LM2 cells. f Tumor growth of LM2 cells expressing shNC
or shZNF689 in NOD/SCID mice (n = 6 mice/group). g Western blotting assays
show the efficiency of ZNF689 overexpression in LM2 cells. h Tumor growth of
LM2 cells expressing vector or ZNF689 overexpression in NOD/SCID mice (n
= 6 mice/group). i Western blotting assays show the efficiency of Znf689
knockdown in 4T1 cells. j Tumor growth of 4T1 cells expressing shNC or
shZnf689 in BALB/c mice (n = 6 mice/group). k Western blotting assays show
the efficiency of Znf689 overexpression in 4T1 cells. | Tumor growth of 4T1 cells
expressing vector or Znf689 overexpression in BALB/c mice (n = 6 mice/group).

P values were determined using two-way ANOVA. *p < 0.05, ***p < 0.001.



