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5.. .AGCCACCTGAAGTCCAAAAAGGGTCAGTCTACCTCCCGCCATAAAAAACTCATGTTCAAGACAGAAGGGCCTGACTCAGACTGA/ZVL’ .3
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PAM sgRNA Guide 1
Repair template — 200 bases:
Single-stranded DNA oligonucleotide (ssODN)
—_— —_— $392A
ﬁ/,_TCTAAGAAAGGCCAGTCTACCTCCCGCCATAAAAAACTCATGTTCAAAACTGAGGGACCTGACECCGACTGA*O% 3’
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* : Silent mutations of the sgRNAs targets
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Dilution cloning
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Truncated form 1-372aa

Result after the first p53 CRISPR editing:

Tansiation: .S H L K S KK G Q STSRHKIKLMEFEKTEGTPTDHRD
S392A
Allele 1: 5. AGCCACCTGAAGTCTAAGAAAGGCCAGTCTACCTCCCGCCATAAAAAACTCATGTTCAAAACTGAGGGACCTGACIECIEGACTGA 3

393

Allele 2: 5. AGCCACCTGAAGTCCAA -3 Deletion -23 bp <---------- ATAAAAAACTCATGTTCAAAACTGAGGGACCTGACECEGACTGA 3
S392A

Translation: “'3675 H L K S K372
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5. TTGCCGTCCCAACCA GATGATTTGATGCTGTCCCCGGACGATATTGAACAATGGTTCCCCGGACGATACAATGGTTCACT-..S’
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genomic p53 -TTGCCGTCCCAAGCAATGGATGATTTGATGCTGrmrmrmrmrmeee < Insertion + 25 bp >------------ TCCCCGGACGATATTGAACAATGGTTCACT...
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Tanslation: ..] P § Q A DDLMLSPUDUDIEOQWTFP G R YISTOP
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PIG3 0.003 p21 p53wt KO 0.014055
PUMA 0.002 p21 S392A KO 0.014055
OKO
Sl B p53wt* p21 S392A p53wt 0.15618
O S392A*- PIG3 p53wt KO 0.014055
PIG3 S392A KO 0.014055
1 ] PIG3 S392A p53wt 0.915464
PUMA p53wt KO 0.014055
PUMA S392A KO 0.014055
BAX BCL-2 PIG3 PUMA PUMA S392A p53wt  0.280895

p21



S6

Supplemental data :

S7

2 X
<

g &

Q (%]

O
il
p53 e 55
p53
MDM2 | s s s~
. P-S15
B-actin | W S -
P-S315
P-S392
B-actin
X PN
s &
o & &
S g o9
250—]
:|PonUb
130 p53
100—|
70— MonoUb
p53
55— <« p53
Long exposure
55— o e |<P53
Short exposure

S9

CPT 1 uM - 16h

p53
P-S392

B-actin

HCT-116 p53wt

| <,
e
9//7,5 % ,

55

——m .
. ——— |
| ——

40

H1299 Tet-On

H1299 Tet-On

— 55

S ¥ & XN T &
S - g &Y
& Q 9 9 & Q 9 9

Gy e Wy 755 p53 —

I e— @D 55 P-S46 — . —

D s=e @ > Ac-K382 — . — 5
e — 55 B_actin — — —

— 40

- D Tame T 0

Doxy 16h
+ CPT 1 uM — 4h

p53

P-S392

H1299 Tet-On p53wt

NS
) N

& I &
$ &84

e e —— Wn ® [

I— 55




Supplemental data :

Mitochondria Cytosol
NI S 4 N S 4
%) ) ) 39 ) )
Q<v:> %’b %‘b Q‘Q o)‘b o)‘b
p53 | W - e
GRP75 | v wmmp e 70
PCNA S S S 5

Doxorubicin 1 uM — 4 h:

HCT-116 p53wt

Total p53

P-S15
P-S33

P-S37

Total p53

P-S315

Total p53

Ac - K379

Ac —K382 [+

M Nuc Tot

[— 55

— .

-

55

55

55

55

55

Total extracts

N S
o) ) %)
p53 s e e [5S
B-actin S T -
PA-1 p53wt
M  Nuc Tot

— O - .

- - - -

— 55

— 55

— 55

— 55

— 55

55

— 55

— 55




Supplemental data :

Mitochondria

S &
IS

S

N
)
ko] %‘b

Q 9

-9
IB:BAK >“_"

[— 25

Cytosol
S & o &
U\
S F H

S12
IB:p53
IP: BAK
GRP75
S13
IB:p53
IP: BAK
IB:BAK »
INPUT:
p53
BAK
S14

Doxy 2 ug/mL
+ CPT 1 uM 16h

IB : p53

INPUT:
p53

Mitochondria

- 55

I— 25

IP : a BAX

& o

<

o S
& &S

g«

[— 55

[— 55

Total extracts

Total extracts

O

*

X
&
(36]
(%)

p53

X
@ik‘
=

— s

B-actin l m w0




Supplemental data :

Table S1

Detailed statistical analyses of the data from figure 2F with the exact P-values obtained.

ANOVA 1
CPT conc. (uM):  0.01 0.02 0.04 0.06 0.08 0.1 0.15 0.2
P-value: 0.0409 0.0004 0.0001 0.0012 <.0001 0.0014 <.0001 <.0001

Comparisons with p53wt using Dunnett's Method (P-values)

| CPT conc. (uM):  0.01 0.02 0.04 0.06 0.08 0.1 0.15 0.2
Empty 0.0254 0.0002 0.0001 0.0015 <.0001 0.0021 <.0001 0.0001
S392A 0.0466 0.0063 0.0023 0.0788 0.0015 0.0703 0.0033 0.0105
S392E 0.1920 0.2756 0.9624 0.9277 0.1645 0.8301 0.2671 0.4241

Table S2

Detailed statistical analyses of the data from figure 3A with the exact P-values obtained.

21
p ANOVA 1 Comparisons with p53wt using Dunnett's Method (P-values)
Time (h): O 4 8 16 Time (h): 0 4 8 16
P-value: 0.0003 0.0013 <.0001 <.0001 KO 0.0005 0.0008 <.0001 <.0001
S392A+- 0.6275 0.0822 0.3482 0.1149
PUMA
ANOVA 1 Comparisons with p53wt using Dunnett's Method (P-values)
Time (h): O 4 8 16 Time (h): 0 4 8 16
P-value: 0.0011 0.003 0.0002 0,0015 KO 0.0025 0.0017 0.0003 0.0026
S392A+- 0.4229 0.1252 0.9286 0.7703
BAX Comparisons with p53wt using Dunnett's
ANOVA 1 Method (P-values)
Time (h): 8 16 Time (h): 8 16
P-value: <.0001 0.0004 KO <.0001 <.0001

S392A+- 0.0058 0.0771
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Table S3

Sequences of the ssODN and the DNA-Oligos used for CRISPR/Cas9n genome editing.

ssODN sequence 5°-3’
CACAGACCCTCTCACTCATGTGATGTCATCTCTCCTCCCTGCTTCTGTCTCCTACAGCC
ACCTGAAGTCTAAGAAAGGCCAGTCTACCTCCCGCCATAAAAAACTCATGTTCAAAACT
GAGGGACCTGACGCCGACTGACATTCTCCACTTCTTGTTCCCCACTGACAGCCTCCCA
CCCCCATCTCTCCCTCCCCTGCCA

DNA-Oligos guide sequences cloned into PX462 v2.0

S392_stepl.sgRNA_1.UP CACCGGAGGTAGACTGACCCTTTT
S392_stepl.sgRNA_1.DOWN AAACAAAAGGGTCAGTCTACCTCC
S392_stepl.sgRNA_2.UP CACCGAACTCATGTTCAAGACAGAA
S392_stepl.sgRNA_2.DOWN AAACTTCTGTCTTGAACATGAGTTC
ATG40_step2.sgRNA_3.UP CACCGCATCAAATCATCCATTGCT
ATG40_step2.sgRNA_3.DOWN AAACAGCAATGGATGATTTGATGC
ATG40_step2.sgRNA_4.UP CACCGCAATGGTTCACTGAAGACCC
ATG40_step2.sgRNA_4.DOWN AAACGGGTCTTCAGTGAACCATTGC
Table S4
Primers used for quantitative real-time PCR analysis.
Targets | Primers (5’-3’) Product length Ref:
PUMA  |Eor_| CGACCTCAACGCACAGTACGA 151 5

Rev: | AGGCACCTAATTGGGCTCCAT

21 For: ACAGCAGAGGAAGACCATGTGGACC 113 55
P Rev: CGTTTTCGACCCTGAGAGTCTCCAG

PIG3 For:. CCATGCAGGACTGAGTGGTG 103 56
Rev: CTGCTCCAAGCTTTTCTGCC

For: CTGCCAACGTGTCAGTGGTG

56
GAPDH Rev: | TCAGTGTAGCCCAGGATGCC 104
BAX For: GAGAGGTCTTTTTCCGAGTGG 85 57
Rev: CCTTGAGCACCAGTTTGCTG
BCL-2 For: CTGCACCTGACGCCCTTCACC 119 58

Rev: CACATGACCCCACCGAACTCAAAGA




