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ERAAPIEAEE SIRT 1 MVAIEE oA &5 FA s s 1 s e e HALHIR 5 *

EHE AR B oA A &k ok &
(75 T LRI R )2 5 T A S 2 R P2 B B ST 2 R D s R B R T 89 %2 710032)

BE BRY: R AH A MR3E SIRTI I 40 bR AL % 45 A% 0 A TR v R 5T ALkl T3k o % #0id Rk 57 A & SIRTI A
B A% % A% % %) (nuclear localization sequence ,NLS) 5% % #9 SIRT1(SIRTINLSmt ) 4412 J& & 2 4k # e A £ 2 5 5% HCT116 2m fntk,
ZeZoh B LA KSR LT A AF AR SIRTI 4 itk (LV-SIRTI #mfb) Fo 48 Jo i 2 45 69 NLS % % & SIRTI 48 it 4
(LV-SIRTINLSmt £8 88, ) , if 1 M58 5% & B 4k 2 2569 SIRT1-GFP k4% & 04 5 k245, W M A4 % 4 e tm oL o 1R SIRT1 44 &
tm LT A%, #) ) real-time PCR, Western blot &5t 4 8 #2494 - i & & SATAM , 48 5298 Fotk SIRTL 6 & ik Fe I 4w oL 2 A5 0L
F) A CCK-8 #m L F-tE 52 3 7 X 4w i KA A= TUNEL # & 3b2 8 8. (1% O,) 4 #2 57 /5 LV-SIRT1 #= LV-SIRTINLSmt 28 ft. 5 /&
A = 0L, Western blot 7546 J8 T 48 % & & p53.ac-p53 (K382) Bcl-2,Bax . caspase-3 #» cleaved caspase-3 & ik K-F, Z5R:
Western blot,real-time PCR #o %, 58 % A & £ R B TR 2 &£ Lm0y H £ 98K 1 SIRT1 #9 i &2 NLS £ & 7T $ %
SIRTINLSmt g & F#m i ¥ ; 5 % A i HCT116 #= LV-SIRTINLSmt g 483k, LV-SIRT1 #m i B 69wt % 4 A 5% £ i j
ATKTFRG, A THEE G p53.Bax. caspase-3 . cleaved caspase-3 & ik K-F B HFH 5 ,ac-p53(K382 VA= Bel-2 2k K-FRET
Fﬁé,ﬂ LV-SIRT1 %8ty itk ac-p53 FTHRA R X, Gt EHEMIRE T, it 424y SIRT1 i@ ¥ vh pS3 49 % T ELALAKF
H# % AR M T,
?éf}éﬂ k7 9% 5 B 2 SIRTI ; I 28 L2 A 5 2w L8 =
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Effect and Its Mechanism of SIRT1 Subcellular Location on Apoptosis
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ABSTRACT Objective: To explore the effect of subcellular localization of SIRT1 on apoptosis of colorectal carcinoma cells under
hypoxic microenvironment and its molecular mechanism. Methods: Human colon carcinoma HCT116 cells overexpressing wild-type
SIRT1 (LV-SIRTI cells) and SIRT1 with nuclear localization sequences/NLSs (LV-SIRT1NLSmt cells) were obtained via transfection
with lentiviral vectors carrying the corresponding coding sequences and screening with puromycin, respectively. The subcellular localiza-
tions of exogenous SIRT1 were observed by the fluorescence signals of SIRT1-GFP fusion proteins encoded by lentiviral vectors. The
mRNA and protein expression levels of SIRT1 were analyzed by real-time PCR and Western blot assay. Both cytoplasmic and nuclear
extractions were used to analyze the subcellular localization of exogenous SIRT1 by Western blot assay. CCK-8 cytotoxic assay, flow cy-
tometry analysis and TUNEL staining were performed to compare the rates of cell survival or apoptosis among different cell groups after
hypoxia (1% O,) treatment. The expression levels of apoptosis-related proteins, p53, ac-p53 (K382), Bcl-2, Bax, caspase-3 and cleaved
caspase-3, were analyzed by Western blot assay. Results: Both LV-SIRT1 and LV-SIRTINLSmt cells had stable overexpression of ex-
ogenous SIRT1, while the mutation of NLSs led to the enrichment of SIRTINLSmt in the cytoplasm. Compared with parental cells,
HCT116, and LV-SIRTINLSmt cells, LV-SIRT1 cells exhibited the worst tolerance to hypoxic treatment, the highest level of apoptosis,
the most significantly increased protein expression levels of p53, Bax, caspase-3 and cleaved caspase-3, and the most significantly de-
creased protein expression levels of Bcl-2 and ac-p53 (K382). And there was the most significantly decreased ac-p53 protein expression
level in the nucleus of LV-SIRT1 cells. Conclusion: Nuclear localization of SIRT1 promotes apoptosis in colorectal carcinoma cells by
affecting the deacetylation level of p53 under hypoxic microenvironment.
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S5 EIE A R BRI T 3208 A BT R (5 =
I EEAT | RS EEXF PR A A AR YT o AR R TR K el
T R E WG B 2 50%0) B A L A M
SRR TR, ) W2 0 235 1 s A R R AR A DG 53
HLEILEA EEAYIE IR L.

PRI P2 240 J6 S i 18 L T ke A P 5 2 S AR 1) o 2
FRAEZ — IR A R RE R 4 T B S M RO B O G
FZHON A, TR A8 A R 55, S 300 A 4 = TR )R
HEA) BRI Z AL M O B RAE 5 1 e 240 At 1) 2
11, R BEROATT T ARFEEAL 0T 17 2.

VLS B R 7 1 (silencing information regulator 1,
SIRT1) Je—Mh7Edfb B B fRsp IR E 1 / EHE 0 &
CBALEE , 2 5T Z RSP YIEE . 8 IAY , SIRT1 78 i
Fe A R E " TR " AR, MR 4N A 3
Bl TS R TR RN 2 Y B ), SIRT1 F W4
B e — Az 7, SR S 2R A A T & B, SIRT T BEAE 7E4H
JEL SRR A% Z IR ZhAS 29 4R ZE R BR 1 4330 32 M E LY
%1 (nuclear localization sequences , NLSs ) F17H -~ % H 7 4] (nu-
clear export sequences,NESs) {45, U0 56 95> NLSs 8
NESs [a] i 5745 , W] 335 SIRT1 B il T~ 240 i Jo ke 240 i A% v 9,

WMAWTE LI, % - BUS R AT BEJE SIRT1 [ —Fhid 5 4L
il , SIRT1 {9 37 4 0 22 (57 A AR/ U AN [F] 2 2 b o A i AN
[E]04, AT REAE/NUR B AR b & AR R0 2 5 A BRI B
A, AN SIRTL () I 40 i 5 57 7T Bt 2 55 X 4t 0 7= 1 78
I, RATIREH AT ST R . A BN iE i ERGI (early
growth response 1) SIRT1 NF-«xB i&745 I #2545 B i 1) 1R 28 F0
TEAL, A A 5T 37 Y SIRT1 Be 8 o) PHE b B2 - (| B ik,
7H1 O SLIR AN L ST PE AR 2R, R, A AR TR 25
s dniE & HCT116 AE RSx4, i — B4R TT B4R M A BE
SIRT1 V40 A E 57 0 465 B8 A B 8 7~ 18 5 i 2 Eo o011

I R 5% E

1.1 w4

AL A & HCT116 18 F 56 [ ATCC 4% ; i
LA BB PO ZRE A 4nhd SIRTI B A= B K NLS 5825 1)
SIRTI J75 34k (Con136 )18 ¢ 444 iy 1365 74 B (K A Rl A
, SIRTINS ZEAF (S5 T WA RERA & F S0k St A
SIRT1 (Western blot # fll] ).ac-p53 (K382) Bax . Bcl-2 cas-
pase-3 .cleaved caspase-3 DI M FRHT A p53 Fl B-Actin ¥4y H 3¢
[H Cell Signaling Technology /v %) ; i A Lamin B il GFP $ii
PRI B BRI =2 R AT B-Tubulin Al SIRT1(F25¢ 't Y
OB A R = HF 22 Santa Cruz 23w 5 LI EHTHak
R 1gG FITC Fric —Hi 3l B b st et e MRS F= A
RIPA 2t it 2L F1 BCA 8 1 7 1t ) G AL st e it 28 2
F]7™ i ; TUNEL 337 & 1 3€ [F Roche /A ] ; CCK-8 Al #E
KR & B & B APEXBIO /A &) ; PrimeScript® RT Master
Mix Perfect Real Time (RR036A).TB Green™ Premix Ex Tag™
II (RR820A)Ig H H 4~ TaKaRa /] .

1.2 KWHE

12,1 #fakEsE  HCTIl6 Q& F &4 10%A006 4= 17
100 U/mL #4475 2 i McCoy's SA 5355 37°C 5% CO, 2 iy
BEFRA T RSR  EALR 4T AE Billups-Rothenburg /)N
% (3% | Billups-Rothenburg A &) ) N AT EE 37,/ NENETH
95% N, il 5% CO, HYIR G4, IFAFI I 1R HEA B <At
A7 W, B IR/ 2 N AR B e A 1%, 0F & T 37°C
TR R FRAA TR 57

122 BFEEHELEMMIE  BOTHAERK N HCTL16 4iffi iy
W 2% 10Y FLEEFPT 6 FLAR T, Ki3% S AUM % 224 50%0 4
Te M EE U, N A LV-SIRT1 LV-SIRTINLSmt &, Con136 1&
ALV (MOI=100), 3537 12 h [F B SE 553758 R 4
pg/mL IEMS S 2 AT HE 37

1.2.3 4 E FIRELA Western blot #&il] B i PBS
VEVRANM 3 IR DABR R AR B3R F2 25, 1B~ 6 cm 53R ILA A
150 WL RIPA Al 1.5 pL PMSF, W 4540 = 37 49 EP 45 o, # 7
A5 vk EJBCE 15 min, 12000 rpm .00 15 min, i8R B M
ZH EP &b i BCA BT H e &, HREAMA S
Loading Buffer #4514, Bt 30 wg £ T SDS-PAGE Hik, J5
%% PVDF L, 5% IR = Rt 1 h )5 ,4C—41 (W
RSB BUAAR IR DI F 1% . TBST YEAK 3 ¥k, FHHUR i 4
AR PR s bt R ST S I 2 h, ECL ik 7ol
W AEGCRE,

124 BfR - MiZER S BRI A2 M PBS MRk 4IE 3
WLABRR SR B 525, N AGE = KUY Buffer A (10 mM
HEPES .10 mM KC1.0.1 mM EDTA .0.1 mM EGTA), I £E 4 jifs
£ EP &, TEMPEL 4Chigh 20 min,4°C 14000 rpm Z.0»
3 min, W EIEV, BRI 53 5 DS AR T Fl v 4, AL 3
R FAF¥ Buffer B(20 mM HEPES 0.4 M NaCl.1 mM EDTA .1
mM EGTA ), #75 %% ,4°C ,14000 rpm &.0> 15 min, it £E | 3%
b )0

1.2.5 real—time PCR | Jf] PrimeScript® RT Master Mix
Perfect Real Time $£HUE RNA #E47 5 5% % )5 , i ] TB Green™
Premix Ex Taq™ II (RR820A) 17 real-time PCR [ Jij . Lk
B-Actin PN Z, laT 27 ¢ ORI H S X Rk H L, 5]
Y ) Bk I T iB-Actin,F 5-GGACTTCGAGCAAGA-
GATGG-3',R  5-AGCACTGTGTTGGCGTACAG-3";SIRT1,F
5'-GCAGATTAGTAGGCGGCTTG-3',R 5-TCATCCTCCATG-
GGTTCTTC-3',

12.6 REVLLRE fRAEIEEE KRS, FABS 4%2RH
B [# %€ 15 min, 0.2% Triton X-100 ZEJEIFE 15 min, 23510 A
¥t SIRT1 1§, GFP #ifA, 4 CIF & 117&% ,PBS Bt Smin 3 K5,
TS AR FITC #Ric i =40, #OEMEE 1 h, PBS PE¥ 5 min
3RS DAPL TR IRIFE 5 min, PBS PEIE)5 , 9%
BIRTAC Gk S S

127 AR AREBATRN FHRERERE 70%
~80%) , R AL A0 M , IR FT B4 ML , PBS PRI AL
I B4 6 22 thl S B M 2 Dy 10°~10%mL, A
it & Annexin V-FITC Fl PI F424818 4, #E5G0KF 10 min, i
AL SCA I
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1.2.8 CCK-8 fMIB ML A oC 4 b Ir 5o 40 MU B 1
1x 10¥mL, DABEAL 100 pL #4550 2 96 LA, ik H 7
AU SE A W RE S, B AEAL 3 0 h 6 h 12 h 24 h; 35 KRR R
Jei LIS 10% CCK-8 FJUIM I Hi 77 5% W7 & 2 h, HliEhs
{3z 450 nm P F i OD i, L 0 h 41 OD ¥ KLfE R
100%, 315345 S 6 21 400 A A7 36
1.2.9 TUNEL UMl FRAufaliEe s, g 4%2 %R
FIPE[E %€ 1 h,PBS mhyt)s , 0.2% Triton X-100 7K 10 min, PBS
WkJE . A TUNEL routine mixture,37C G F 60 min,
PBS Wk Smin 3 U, AR DAPL TR, % R0E# 5 min,
PBS Pk a5 BB T WEIF RERIZR.
L3 ®IHFERE

FIH SPSS 22.0 #fFi#47 70 M7, it &l Graphpad Prism
(Version 5.0)F/FHIME o THa TR FRiE2E(xt s) 30K,
LR ) 20 18] L3R A student's ¢ K636, M2 L _E Kcdi i 42
[i] L A5 R LR 2 7 225047 (one-way ANOVA), P<0.05 i HL
EEM =98

2 BR

2.1 BERIL SIRT] £ HFEARKEE

XoF P2 7 17 A e B 0 18 S5 AR BE EA T real-time PCR( B 1A)#:
M, ZERIESE S EA G (HCT116) AH L, LV-SIRTI 2 ffd i
LV-SIRT™=" 4 {5 477E SIRT1 mRNA Fyid ik, d1FIHA T
FH 1S T R B AR K AN ME L N 5 GFP b7 Rl &%
ik, BT Ds R SIRT1-GFP 5%, GFP 2 [ [a]HE 1 #f /M
P4 SIRT1 [¥FRIENEDL , 18 12 % 40 B 8. 8 (31T Western blot 5
M (E 1B), FATHIEESE LV-SIRT1 4 g Ffl LV-SIRT1MS™ 2
MSSAEAE NI SIRTT 2R AT 23k 5 X3 B P B o
B F B EFT Western blot kil (& 1C), S5 uE—ESE
LV-SIRTINS™ 4 fig v #h g SIRT1 3284045 T4 R 1, 3R
2715 NLSs F 7 BEMSRHE SIRT1 AIA% - JBi 28 42 , ol L AE 200 i 5
PR N T UL AR SN E M SIRT1 FEFE 4L 20 i) SI7 40
SERLEBL, FATRHHT SIRT1 FHT GFP HARS: B X4 4 2
SIRT1 FIFMJEPE SIRTL 47 T e e ey gk, i 1D fi
1E fiim, RAEAMEME: SIRTL (£06,%%5%) 78 LV-SIRTI Al
LV-SIRTINS™ 20 it (¥ g 4% A M it 9 39 4 B3R 3k, H7E
LV-SIRT! Zififd 2 5 4 FAMIAZ , 7 LV-SIRTINS™ 4fj fify 3= %L
LR TELNI R .
2.2 SIRTI IF4HARRE £z § MR SRR T B0 45 B A T 4R A =

# LV-SIRT1 LV-SIRT 1NS™ 41 ifg Jz H:3EA 40 g (HCT116)
o3 E FEVE/NE KGR 24 h, R CCK-8 4 g 7% P Se 3k
T =760 240 Ak XoF BB SR T 52 B 7 (B 2A0) S5 R R 5 SR A
41 i A8 Eb ,LV-SIRTI 40 i &% K fif 32 &t & (P <0.01), ifif
LV-SIRTIMS™ JEggi 42424 5 (P>>0.05) ; 20 I 8 T i =0 4 i A
K5 5 7% ([ 2B), LV-SIRT1 4 4 36 A5 40 M Y 1~ Hh 461 5
I (P<0.01), T LV-SIRTINS™ JF 7 41 i 1 451458 352 7% 41
AH L T Ge 32422 5 (P>0.05) ; TUNEL #6310 45 5 (16 2C ) ¢t —
AAUESE LV-SIRT1 40 f A998 T /MAS LU B 46 = ZH A ik rh i 2
(P<0.0001), DL |45 344578 SIRTL 37 20t & 57 ik 5 i Bl 4R,
TEREE T (45 B A AR T, 4RO A% 5 2 Y SIRT1 {2 HE4H
P An i PR T

2.3 MRAIZEAIRY SIRT1 & iFE p53 22 Mm4H AR T

J T HTBE MR T SIRT1 2 545 H iw AR -/
FHEEHLE], FoA 1) H Western blot X4 24 h (14 = 20 41 J bk ik
177 p53.ac-p53(K382,SIRT1 £ ZEtfk p53 By FPEAr s K&
AHC P8 1= 45 H Bcl-2 . Bax  caspase-3 Fll cleaved caspase-3 3 ik
ACFR R (Bl 3A 3B), fE 48 4% {4, LV-SIRT1 41 Jfd Fil
LV-SIRT1NS™ 4 Jify %5 2 75 48 il #Y p53 .Bax , caspase-3 .cleaved
caspase-3 FIR/KTIGIN, H iR AFRIAKFEAE LV-SIRTI
YA RS Bl W3 LV-SIRT1 4Hi LAl LV-SIRT1NS™ 21 i 45
ALY ac-p53 Fl Bel-2 Fih KV 1 3 N, Hirp ac-p53 £
RIS AELL LV-SIRT1 4 T Bl 2 A %4248
BB B M4 2R 430 325 4T Western blot A5l (5 3C) &3,
EBVE ST R4 HCT116 LV-SIRTI I LV-SIRT™S™ Zf fii
HIHRZ ac-p53 FRik K F-#4) 2 T I {0 LV-SIRTI 40} ac-p53
FEAK 4L LV-SIRT1NS™ FIHCT116 i 35 58 F [ ARE L 1
GESL . FRATHE R A% 2 S Y SIRTT 3@ i 25 2 BEAL ac-p53, 410
il p53 Trfig, A2 i 4R T
3 itig

PR A A B b B IV T 7= A ) B, S — b
FRE R P HIET i R | il — R A B A0S Rk LA
FEAF, HUAREASIE 1 H ] BRI AE A s0s 92 s | 40 , 4
FEANMUATE S BT 2 1] () YA, X 24 240 ff 326 PRI 2 s a1 LA
BE i DNA Fr B 38 & E 2 E M. AP
AT A 2 e 1) EE B IE 22— e ek B SRR
YL TR 5 B, LR T ARG 58 e RS USRS in o sg v
ST AT, PR X Ioed A B ) PR T AL Ao SR AR N BB

S5 T I TSR | B AR I i AR A T o B
AEENHM, SIRTL Z—FEEAIIRAS N /EHEA L
S AL, RENIE T 5 A AR F I R M A A AR )2 )
fE , TEIIR 1) & A Rt i vh R S S AR O, AR ik
B B AE AN I 25 B e 20 SIRT1 mRNA iR ik, HAL
il #5 S EGR1 % SIRT1 % s FRAY 45, 7] Rl i SIRTI
NF-xB MMPs 3 [, {2 iE45 B i AR 2 22 Fni as e,

SR SIRT A0 ML 1= KAHSCHE A/ TR R 2 X
R , (BRI AFAE S AT R SIRT1 BERS 40
JAT, 4N SIRTI {2 i MC3T3-E1 BB 40 M (Y 1 Wi i 40
A0S 32 S A T, BRI AT REDS & SIRT1-FoxO1-Rab7
1 SIRT1-FoxO3-Binp3 i 19, SIRT1 i 1 3 2. WAk 578 111
it} B 255 W KA 3,9 o7 UMt 2 IR Sl i , W IR 5 it
FNE M, AR T/ A SIRT 38 33 520 ERK1/2 38 B 41 i)
NSBB8 T2, BRI A SCHkARAE SIRT1 BA 2T
YEFT, BIanJF4n s h777E p53 miR-34a SIRT1 {55 S i BRJf:
FRVEANE T, 4 F SIRT1 (Y R ZEDBE2 g 8 (AL R 4]
M (AnFE s AT p53 55) K CBEAL, PRI, G & HED SIRT1
AN R 4 B A2 457 7] g 23 e LT R, X A Bl T/ B SIRTI
FTEA BRCEAE IR, FEAHTE T, AT & it %3k SIRTI #g
AR IE LS B A M T, HLAHRRAZ 2 Y SIRTL X 4H A =
MPEHEE TR 2, AfA%id ik SIRT1 AYZH i ac-p53 1]
TRRAR, P — 24 R SIRTL 930 40 A5 (37 REMS 2 i S SR %
TR AEMIA T, FAILI AT RERS e p53 AOCPR TR (5 S .
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j% SIRT1 #A SIRTINS™ g4 B Rz de HCT116 4RESIRT1 M ZAAEE LA RIA S 7
A. real-time PCR &l %z!:éﬂiﬂﬂ HCT116,LV-SIRT1 #1 LV-SIRT1MS™ Zfm e SIRT1 mRNA Fik 7K F( *P<0.05;**P<0.01;*** P<0.001 ),

B. Western blot #il] HCT116,LV-SIRT1 #0 LV-SIRT 1™ ¢l 2 & [ SIRT1 FRix/KF, C. Western blot #&ill] HCT116,LV-SIRT1 1 LV-SIRT 1M
R BB RS SIRT1 Rik/KF, D. SEWEHFEMRNM HCT116 LV-SIRT1 F1 LV-SIRTI™™ fAffY) SIRT1 KX, E RERKEE
#:iM HCT116,LV-SIRT1 #1 LV-SIRT1"™ 4l #g GFP RiX{ER . (D # E, AfEE 400 %),

Fig. 1 Analyses of SIRT1 subcellular location and expression in colorectal carcinoma HCT116 cells overexpressing SIRT1 (LV-SIRT1 cells) or
NLS-mutated SIRT1 (LV-SIRT1MS™ cells).

A. SIRT1 mRNA levels as measured by real-time PCR in the parental (HCT116), LV-SIRT1 and LV-SIRT1™ cells. (* P<0.05; ** P<0.01; *** P<0.001).
B. Western blot analyses of SIRT1 expression in HCT116, LV-SIRT1 and LV-SIRT1™5™ cells. C. SIRT1 protein expression in cytoplasmic and nuclear
extracts from HCT116, LV-SIRT1 and LV-SIRT 1™ cells. D. Immunofluorescence staining of SIRT1 in HCT116, LV-SIRT1 and LV-SIRT INS™ cells.

E. Immunofluorescence staining of GFP in HCT116, LV-SIRT1 and LV-SIRT ™™ cells. (D and F, original magnification x 400)
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B 2 SIRT! e ARARE fir X EREGUIF R T 45 E i 2 4R B 22
A. CCK-8 34 #ill HCT116,LV-SIRT1 1 LV-SIRT1™" ARk 24 h HAMTEEE, B. Rz AN HCT116 LV-SIRT1 §1 LV-SIRT ™5™
REERS 24 h BIAA T, C. TUNEL #t#&ill HCT116,LV-SIRT1 1 LV-SIRTINLSmt ZHAfERE 24 h BIZRBA TR ( EJ5, lA &k
400 15), T FEAHERRTHo (ns, RETTFFREN;* P<0.05;**P<0.01 ; *** P<0.001 ; **** P<0.0001 )
Fig. 2 Effect of SIRT1 subcellular localization on colorectal carcinoma cells under hypoxic microenvironment
A. The viabilities of HCT116, LV-SIRT1 and LV-SIRT 1™ cell after 24 h hypoxic treatment were analyzed by CCK-8 experiment.
B. The cell apoptosis of HCT116, LV-SIRT1 and LV-SIRT 1™ cell after 24 h hypoxic treatment were analyzed by flow cytometry. C. The cell apoptosis
of HCT116, LV-SIRT1 and LV-SIRT ™5™ cell after 24 h hypoxic treatment were analyzed by TUNEL staining (top panel, original magnification x 400).
The statistical results were shown at bottom panel (ns, not significant; * P<0.05; **P<0.01; *** P<0.001; ****P<0.0001).
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MEARRATEXEAREZEL p53 EAMNRI
A. Western blot # il HCT116,LV-SIRT! 1 LV-SIRT IS 4pafR 4R 24 h [FIAT-HHXFE R p53 ZEBHL B BHIRILZKTE, B. Western blot

HRM

B M (ns, TG EEEE 5 * P<0.05 ;%% P<0.01 ; #** P<0.001 ; **** P<0.0001 ), C. Western blot #i] HCT116,LV-SIRT1 #1 LV-SIRT1™S" £1f
B 24 h SRR AR R SIRT1,p53 ZEMELEAMEEKTE,

Fig. 3 Effect of SIRT1 subcellular localization on colorectal carcinoma cells under hypoxic microenvironment

A. The expression levels of cell apoptotic proteins and acetylated p53 in HCT116, LV-SIRT1 and LV-SIRT1¥5™ cell after 24 h hypoxic treatment were
analyzed by Western blot analyses. B. Statistical analyses of the results (ns, not significant; * P<0.05; **P<0.01; *** P<0.001; **** P<0.0001).
C. The expression levels of SIRT1 and acetylated p53 in cytoplasmic and nuclear extracts from HCT116, LV-SIRT1 and LV-SIRT1M5" cells after 24 h

hypoxic treatment.
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