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Fig. S1. Caspase-3 activation in oncogene-induced transformation

A, Schematic of caspase-3 reporter that consist of a firefly luciferase-GFP fusion protein (Luc-GFP) linked to a
polyubiquitin domain and caspase-3 cleavage site (DEVD).

B, Based the fluorescence intensity of the cells on day 10, mPOR-transduced caspase-3 reporter fibroblasts were

sorted into four subpopulations (R1-R4) by use of FACS. Scale bar represents 200 um.
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Fig. S2. The expression of caspase-3 is positively correlated with the development of multiple human

malignant tumors

A, The expression levels of caspase-3 in different cancer types from TNMplot datasets. Significant differences

by Mann-Whitney U test are marked with red*.
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Fig. S3. Endonuclease G as a major downstream effector of caspase-3 mediated transformation

A and B, Western blot images (A) and quantification (B) of EndoG expression in mitochondria and
supernatant treated with recombinant human caspase-3 protein at different time points. The "Pretreat"
indicates the supernatant after 2 hours without the addition of Casp3 in the decontaminant-containing buffer.
C and D, Western blot images (C) and quantification (D) of expression of EndoG in the nucleus of mPOR
transduced HFF cells. PCNA was used as nuclear protein loading control.

E, A diagram showing a re-engineered EndoG with a nucleus localization signal (NLS) at its tagged N-
terminal.

F, Western blot analysis of EndoG expression in Casp3 KO-mPOR-transduced fibroblasts with nuclear-
located modified EndoG (NLS-EndoG).

G and H, Western blot images (G) and quantification (H) showing y-H2AX expression in mPOR-transduced
Casp3 KO fibroblasts in the presence of NLS-EndoG.

I and J, Western blot analysis of EndoG expression in Casp3 KO HFF (I) and BJ1 (J) cells reintroduced with
NLS-EndoG.

K, EndoG expression in control (Ctrl.) and EndoG knockout (EndoG KO) HFF cells.

GAPDH was used as protein loading control for (F), (G), (I), (J) and (K).

The blots for the target protein and its corresponding loading control were run on the same gel in each

experiment (C,F,G,LJ, and K) , with Fig. S3F, Fig. S3G, Fig. S31, Fig. S3J, and Fig. S3K being duplicated.



A B EndoG Ko-mPOR C

& K298 Y419
S S A ik
kDa CaspSWT;Pymt CaspSKO;Pymt \Da AQ,(}'O Q\/%{(/ 6 TG GCCATC CCTG AAGCC AGACAATGAGTACJACGGCGCEGC
—_— a ¥ p-Src(Y416) Src j\m‘\”ﬁ‘ T N M
o5 - — Casp3 55 t =] ' A, /»U"K\ S My \[\M
— G e GEP ems e es e GAPDH 55— == Non-p-Src(Y416) M29 41!
34— o == & -Sre(Y527) S GTGaCCAT CAlT G c 3 oo cecosc
_ % . Non-p-Src(Y527)  (K298M/Y419F) ]\MM T T S NRYY POY YA /\[\N
s m = a0 ol
55— L5 S OIC
3 m— GAPDH
HFF-mPOR Casp3 KO-mPOR
D E o cn
HFF-mPOR Casp3 KO-mPOR ' p<0.0001 - Ctil. | p<0.0001
O Q = Src
O O Sro(K29BMIY41F) | <00 = S
A\ %@ - —+ Src(K298M/Y419F)
> S
& 25 25 —
QO S R O &
a © T T yp O 9 9 207 204
. —— -
-1 55 “HA g 15 15+
_— - ————
- 3 GaPDH  © 10 ©10 4
05] 05
G 00 T T T T 00 T T T T
HFF Casp3 KO 0 24 48 T2 % 0 24 48 T2 %
— I Time(hr) Time(hr)
QO Q
> D
g Ny
o3 &
kDa o o d\@ kDa & © :,@/
gl O & & RO
- S B & pSTAT3
-— T e
757” PSS B e STATS

55— N 55— @ pSro(Y416)
55— P - G M - Non-p-Src(Y416)
so— - WMEE 55 B Sc

== GAPDH

347--- 34—

Fig. S4. Src can activate STAT3 signaling pathways

A, Western blot analysis of caspase-3 expression in the tumor tissues from various Casp3WT;Pymt mice and
Casp3KO;Pymt mice. GAPDH was used as protein loading control. The samples used for caspase3 and GAPDH
blotting were identical to those in Figure 5B.

B, Western blot analysis of phosphorylation and non-phosphorylation of Src at Y416 and Y527 in mPOR-
transduced EndoG KO HFF in the presence of NLS-EndoG. GAPDH was used as protein loading control. The
blots for the target protein and GAPDH were run on separate gels.

C, Sanger sequencing identified an inactive Src kinase mutant (K298M-Y419F) nucleotide sequence. The red
frame indicates the position of the variant.

D, Wild-type Src and an inactivated mutant Src (K298M/Y419F) were introduced into HFF-mPOR and Casp3 KO-
mPOR cells through lentiviral infection. Western blotting analysis of the expression level of HA-labeled Src in
these cells. GAPDH was used as protein loading control. The blots for the target protein and GAPDH were run on
separate gels.

E and F, Total viable cells were measured with a CCK-8 assay on the indicated days. n=4. p values were
determined by two-way ANOVA.

G, Western blot analysis of phosphorylation of Src and STAT3 in HFF and Casp3 KO cells after transfecting with
wild-type Src, or inactive Src (K298M-Y419F). GAPDH was used as protein loading control. The blots for the

target protein and GAPDH were run on separate gels.
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Table S2. Phenotypic information of 156 mice.

Number of mice in

Genotype Gender Number each generation
Female 9 F1(3), F2(2), F3(4
Casp3""(without Pymt) (3). F2(2), F3¢%)
Male 6 F1(1), F2(4), F3(1)
Female 19 F2(5), F3(14
Casp3"";Pymt (). B304
Male 13 F1(1), F2(2), F3(10)
Female 12 F1(3), F2(4), F3(5
Casp3 """ (without Pymt) (3). F2(4), F30)
Male 8 F2(5), F3(3)
" Female 18 F2(7), F3(11)
Casp3 ' ";Pymt
Male 15 F1(1), F2(2), F3(12)
L Female 16 F2(7), F3(9)
Casp3™ (without Pymt)
Male 9 F2(3), F3(6)
Female 20 F3(20)
Casp3™’;Pymt
Male 11 F3(11)
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