Supplementary Material
1. Supplementary Figures and Tables

1.1 Supplementary Figures

Supplementary Figure 1 The levels of P21Cip1/Waf1, p16Ink4a, P53, and γ-H2AX were determined by Western blotting in NCs and SCs. Data were normalized to β-actin and presented as the mean ± SD (n = 3),*p < 0.05, **P < 0.01 and ***P < 0.001 versus NCs.
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 3\Supplementary Material\Supplementary Figure 1.tif]
 






Supplementary Figure 2 NCs and SCs were treated with various concentrations of navitoclax and TC for 48 h, and cell viability was analyzed by MTT assay. Data were presented as the mean ± SD (n = 3), *p < 0.05, **P < 0.01 and ***P < 0.001 versus the control.
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 3\Supplementary Material\Supplementary Figure 2.tif]


Supplementary Figure 3 The quantification of western blots of Figure 3B. Data were normalized to β-actin and presented as the mean ± SD (n = 3),*p < 0.05, **P < 0.01 and ***P < 0.001 versus NCs, #P < 0.05, ##P < 0.01 and ###P < 0.001 versus Ctl.
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 3\Supplementary Material\Supplementary Figure 3.tif]





Supplementary Figure 4 The quantification of western blots of Figure 3C. Data were normalized to β-actin and presented as the mean ± SD (n = 3), &P < 0.05 and &&P < 0.01 versus TC treatment.
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 3\Supplementary Material\Supplementary Figure 4.tif]
Supplementary Figure 5 The quantification of western blots of Figure 3F. Data were normalized to β-actin and presented as the mean ± SD (n = 3),*p < 0.05, **P < 0.01 and ***P < 0.001 versus NCs, #P < 0.05, ##P < 0.01 and ###P < 0.001 versus Ctl.
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 3\Supplementary Material\Supplementary Figure 5.tif]
Supplementary Figure 6 The expressions of Bcl-xl, Bcl-2, and Bcl-w proteins in NCs, SCs, and TC, and navitoclax-treated SCs. Data were normalized to β-actin and presented as the mean ± SD (n = 3), **P < 0.01 and ***P < 0.001 versus NCs, #P < 0.05, ##P < 0.01 and ###P < 0.001 versus Ctl.
[image: F:\仙芝楼2\final data publication\TC Paper\supplementary\TC navitoclax\TC NAITOCLAX-01.tif]
Supplementary Figure 7 The quantification of western blots of Figure 3G. Data were normalized to β-actin and presented as the mean ± SD (n = 3),*p < 0.05, **P < 0.01 and ***P < 0.001 versus NCs, #P < 0.05, ##P < 0.01 and ###P < 0.001 versus Ctl.
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 3\Supplementary Material\Supplementary Figure 7.tif]
Supplementary Figure 8 Autophagy blocking enhanced apoptosis induced by TC in SCs. (A) Flow cytometry analysis was used to quantify the percentage of apoptotic cells induced by CQ, TC, or a combination of them. (B) The expressions of cleaved PARP and cleaved caspase-3 were determined by Western blotting. Data were presented as the mean ± SD (n = 3), **P < 0.01 and ***P < 0.001 versus TC treatment.
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 3\Supplementary Material\Supplementary Figure 8.tif]
Supplementary Figure 9 The quantification of western blots of Figures 5C and D. Data were normalized to β-actin and presented as the mean ± SD (n = 3),*p < 0.05,**P < 0.01  and ***P < 0.001 versus NCs, #P < 0.05, ##P < 0.01 and ###P < 0.001 versus Ctl.
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 3\Supplementary Material\Supplementary Figure 9.tif]
Supplementary Figure 10 The quantification of western blots of Figure 5F. Data were normalized to β-actin and presented as the mean ± SD (n = 3),*p < 0.05, **P < 0.01 and ***P < 0.001 versus NCs, #P < 0.05, ##P < 0.01 and ###P < 0.001 versus Ctl.
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 3\Supplementary Material\Supplementary Figure 10.tif]
Supplementary Figure 11 The quantification of western blots of Figure 5G. Data were normalized to β-actin and presented as the mean ± SD (n = 3),*p < 0.05, **P < 0.01 and ***P < 0.001 versus NCs, #P < 0.05, ##P < 0.01 and ###P < 0.001 versus Ctl.
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 3\Supplementary Material\Supplementary Figure 11.tif]
Supplementary Figure 12 TC attenuated the growth stimulation induced by SCs in vitro and in vivo (A) The colony formation assay was used to detect the growth stimulation effect of SCs on NCs in the absence and presence of TC-treated SCs. (B) Stimulation of tumor growth was measured in nude mice injected with NCs and SCs alone or in combination in the absence and presence of TC-treated SCs. Data were presented as the mean ± SD, *P < 0.05, **P < 0.01 and ***P < 0.001 versus NCs, ##P< 0.01 and ###P< 0.001 versus NCs + SCs group.
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 2\Submission final\Supplementary Material\Supplementary Figure 12.tif]






Supplementary Figure 13 ADR induced in vivo senescence in HepG2 xenograft model. (A) SA-β-Gal staining of control and ADR-induced senescence in tumors and frozen sections from HepG2 xenograft. (B) Ki67 staining in frozen sections from HepG2 xenograft treated with vehicle or ADR.
[image: F:\仙芝楼2\final data publication\TC Paper\supplementary\sbgal ADR\Supplementary Figure 5-01.tif]
Supplementary Figure 14 The quantification of western blots of Figures 6G and K. Data were normalized to β-actin and presented as the mean ± SD (n = 3), *P < 0.05 and **P < 0.01 versus the control，#P < 0.05 and ##P < 0.01 versus ADR treatment.
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 3\Supplementary Material\Supplementary Figure 14.tif]


















Supplementary Figure 15 The quantification of SCs in PBMCs following ADR treatment at different time points by flow cytometry. (A)  Gating data plots for PBMCs to identify SCs. (B) Histogram and analysis of senescent subsets of PBMCs from control and ADR-treated animals. 
[image: F:\仙芝楼2\final data publication\TC Paper\submission\Response to reviwers\Revised Manuscript 3\Supplementary Material\Supplementary Figure 15.tif]










1.2 Supplementary Tables 

Supplementary Table 1 One-two punch scheme of ADR and TC for HCC xenograft model
	Groups
	Treatment
	Tumor growth
	First punch
	Second punch

	a
	saline
	100 mm3
	2 weeks
	3 weeks

	b
	TC 100 mg/kg/day, i.p.
	100 mm3
	－
	3 weeks

	c
	TC 250 mg/kg/day, i.g
	100 mm3
	－
	3 weeks

	d
	ADR 6 mg/kg/week, i.p.
	100 mm3
	2 weeks
	－

	e
	ADR 6 mg/kg/week, i.p.
	100 mm3
	2 weeks
	－

	
	TC 100 mg/kg/day, i.p.
	100 mm3
	－
	3 weeks

	f
	ADR 6 mg/kg/week, i.p.
	100 mm3
	2 weeks
	

	
	TC 250 mg/kg/day, i.g
	100 mm3
	－
	3 weeks



























image6.tiff
HepG2 Sk-Hep-1

—_SCs —SCs
o &
o O
S ey
&P D O B S O &
OSSR [N
Bel-xl — —— BelXl | o e
Bcl-2 | oy g = - BCl-2 | e e —— - —
BCIW | e BCl-W | e e
B-actin | w» e e = B-actin | e - - —
57HepG2 57Sk-Hep-
s 3 - Nes 5 e - Nes
84 =K HE oc
£ o L £ e L
g ®|@m Navitoclax  § 3 ®|@m Navitoclax
a a
e 2 ¢ 2
S 1 S
& &





image7.tiff
Relative protein level

1,

8 NCs

(=]
§ &3 TC (100 pg/mL)
D TC (150 pgimL)

Relative protein level

@8 NCs

oct
S| &= Tc (100 ugimt)
@ TC (150 pgimL)




image8.tiff
SCs

NCs ctl

07‘ “for o

HepG2

o
950

AnnexinV-APC

B

HepG2

NCs SCs
cQ - - + - +
TC - - -+
C-PARP -

C-caspase 3

B-actin

A _J

Sk-Hep-1
NCs SCs
cQ - - o+ - o+
TC - - -+
C-PARP —— - G

C-caspase 3

B-actin

Relative protein level

Relative protein level

501 HepG2
40
30

20

Apoptosis ratio (%)

NCs

Sk-Hep-1

Apoptosis ratio (%)
8

—.

&
\ &
&
O‘: &

&
&

Skhep- r

>

- s
oo

of &3 CQ

3 m 1
@ ca+TC

-
oct

of &3 CQ

3|m 1
& ca+TC




image9.tiff
>

Relative protein level

[
w |o3ct
3| == Tc (100 pgimL)
WD TC (150 ug/mL)

Relative protein level

#

. NCs
=X
S| &= Tc (100 pgimt)
@ TC (150 pgimL)

w

Relative protein level

TFEB

Sk-Hep-1

@8 NCs
oct

S| &= Tc (100 pgimt)

@D TC (150 ug/mL)




image10.tiff
Relative protein level

IS

Relative protein level

HepG2 (cytoplasm) 57HepG2 (nucleus|
pO2(cytoplasm) - Nes o |erszctes) - Nes
oot HE - (=R
L g & TC (100 hgiml) £ § &8 TC (100 pg/mL)
m TC (150 ugiml) B ° @ TC (150 ugimL)
e 2
2
£ 1
'
0
& o 2 o @ o
£ & & £ &£ &
&4 RO
<Q Q
Sk-Hep-1 (cytoplasm] 47Sk-Hep-1 (nucleus|
P (Eytoplasm) = NCs 5 P _,) - = NCs
# =1 24 7 =
H é £ TC(100 ugiml) £ § &3 TC (100 pg/mL)
H m Tc(150ugml) S D TC (150 ugimL)
B ¢
H 2
H | 51
B g
= '3
0
& & o & & o
£ & & £ &£ &
&4 RO




image11.tiff
Relative protein level

. NGs

=11
o 0| = TC (100 pgimL)
D TC (150 ugimL)

Relative protein level

- NCs
=11
¢ &| & Tc (100 ugimL)
W TC (150 ugimL)

&





image12.tiff
Cs NCs + SCs NCs +SCs +TC

150 @B HepG2

8 P 3 Sk-Hep-1
2 S 100 T
[ 8 P
I 5

é 50

]
FI z
[=} o
Q e red 4 <&
T ~ ) :‘.)(’ o
- o 2
(7] &

HepG2 Model

- NCs

= SCs

[+ NCs +SCs.

-+ NCs +SCs+TC

HepG2 Model Sk-Hep-1 Model
NCs @ 9 o

Tumor volume (mm®)
5888888

SCs

NCs+SCs. . '
NCs+SCs+TC. ' Ll

1 4 7 10 13 16 19 22
Time (days)

Sk-Hep-1 Model

14001 NCs

1200{* SCs

|-+ NCs+SCs
|-= NCs+SCs+TC

Tumor volume (mm®)

1 4 7 10 13 16 19 22
Time (days)




image13.tiff
SA-B-gal

(d'1 By/bw 9) yav





image14.tiff
>

Relative protein level

@R Control

0 AR

&8 ADR+TC (ip)
@ ADR +TC (i.g)

Relative protein level

. Control
0O ADR

&3 ADR + TC (i.p.

@ ADR+TC




image15.tiff
Unstained (U) >

ADR (9d) ADR (6d) Control (Ctl)

ADR (12d)

ADR (15d)

i §5
% H%
8] z8
%] 4]
o o
1% %
s 8
58] e
LES 4]
E E
e e £ e 0
Tech Twa crifoaroa
§% i iy
8 B 8
P T8 58
B4 24 @8
E + o
PR * B S
Tk e crzrooroa
1% 1%
=8 =8
8] 58
243 LPE|
E o
PR N e
Tk e crzFoorTeA
LR %
g s8]
z¢] 58]
24 B
o o
TN e H B
Teca ek ciaroortea
EL| EL|
=8 =8
3¢ 3%
B g
o o
e e
Teca i crafvoFTeA

Count

800
6007
200
200

o
& u
Kl
0w 10 w0 10

FITC-A: C12FDG

Unstained (U)
i control (Ct))
I ADR (6d)

I ADR (9d)
I ADR (12d)
[/ ADR (15d)

3
8

Cell senescence (%)

20

U Cctl 6d 9d 12d 15d




image1.tiff
P21

P16

P53

YH2Ax

B-actin

HepG2

NCs SCs

- NCs
0o scs

P21

P53

YH2Ax

B-actin

Relative protein level

Sk-Hep-1

NCs SCs
—_ —_—
_
-_———

- NCs
0o scs




image2.tiff
Cell viability (% control)

Cell viability (% control)

15071 HepG2

100

50

150 HepG2

P g P

Navitoclax (umol/mL)

TC (pg/mL)

Cell viability (% control)

Cell viability (% control)

1501 sk-Hep-1

H
8
H

ST AR Y

Navitoclax (umol/mL)

1507 Sk-Hep-1

TC (ug/mL)




image3.tiff
-

- =i

4 =1 &8 TC (100 ug/ml)

S Te ey @ TC (150 ug/mL)
& TC (150 w!m'L'V





image4.tiff
Relative protein level

41HepG2

88

. NCs

[== N
| &8 z-VAD-fmk
&|m T1c

@A z-VAD-fmk + TC

ive protein level

& = NCs
(=R
| &8 z-VAD-fmk
3|m Tc
@ z-VAD-fmk + TC





image5.tiff
Relative protein level

= NCs 3 . NCs
ot S oot
3| & TC (100 pgimL) £ 3| & TC (100 pgimL)
m TC(ts0pgml) 3 , D TC (150 ug/mL)
s
o
2
51
3
©
0
N o N v &




