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KB T S MR 9 2 20 B FLT I 1 9 55 4 41, i 4L
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1.2 FERKFMEME A ME MEM 7Rk 5
[E Hyclone /3 #]) . CCK-8 & 57| &~ Annexin V-FITC
M ToAG IR ) £ A RNA JREBGRAH & ( Lk
R E]) | PrimeScript™ RT reagent Kit( H 7%
Takara /y 7)) \Lipofectamine 2000( 3% [F Invitrogen /¢
7)) L SIRTL $HT & Bax HT & Bel2 #T . Cleaved—
Caspase3 Hi Al B-actin HLAK ( FEL[E Abcam 23 H)) -
RT-PCR 514k LA TAEY TRKR G A RAR A
o

1.3 SIRT1-siRNA A FEK  HHE siRNA %58
W, BEiH4T % SIRTL 2L siRNA J#51 . SIRTL siR-
NA J741: 5] %) 5'-CCAAGCAGCUAAGAGUAA
UTT3"; T 5] ¥ 5 -AUUACUCUUAGCUGCUUGG



* 288 FREAKRFFIR  Acta Universitatis Medicinalis Anhui 2021 Feb; 56( 2)
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BLAST #rify), A | J7 51K 5 N AT fa] 55 A 5 57 )
o BT THIM s R A ARG R ARG
B R sSIRNA T4 5] o

1.4 HREFSHE F NP69.CNE4.CNE=2.
HNE- 1 HNE=2 4fi jfl 3% 5% T 5 10% Jifs 4 1l 7 /9
MEM ¥ 0k, T 37 C.5% CO, &M TE ., FF
YA AR 2 XTI, AT A AR . e LT 24
h¥s CNE- 4iHa L 1.5 ml/FLIEFF 6 FLAL( 2% 75
pl/fL3ZFD T 96 fLik) , Frdi ik K & 50% ~ 60%

TG Gy o 5 % iy 40 Jf 355 5% 25k 0T 46 oy o bt % 57
Fo ITCILE FNJC T MEM 85 3% 3L B siRNA
(A %) , Lk Opti-MEM Ji£ Lipo2000( B ) , A Wl
B WRIRAIEIA 6 FLA . 554 6 h J5 BV 46 1E 5 K
TR LM -

1.5 Western blot S2I& U2 40 il , $2 s 41 240 iy
s SR M, BCA X i AT &L JF
B B MR (5 <) A PERE AL, FEAL T - 20 C IR
FEF e fd 45 & 8 1 A, e 8 10% iy SDS-
PAGE #4770 8, /0 B 5 B R H i 5 72 & PVDF I
b 5% WBERE W Ry P4 1 b, 35 P 5 R e R S
¥ H 1 45 4 — ¥ ( SIRT1. Bax. Bel2. Cleaved-
Caspase3 Fil B-actin #J4% 1 : 400 # %) .4 CHFH o
&5 TBST ¥ Uk, 2R 5 AR P — Bk IR e £ 538 1 —
U BB 12 5000) , %= JEMFE 1 h, TBST i
PELECL W28 o, {0 )5 195 1l i BioRad 4>
HREUR R YR E KR ImageProPlus S HG

DL B-actin A [N 2, 545 4L 40 2R (9 A X R GA
W EAE 3 K.

1.6 RT-PCR £3& WA, i H 8 RNA $2HK
TR P2 A ML RNA, Il FH 338 % 5% 3K 57 & Prime-
Script " RT reagent Kit #F47 300 % 5%, ] 5 ¢DNA, %&
cDNA #0540 5 T 515193817 PCR J . STRTI
WS 4 5-CCAGAACATAGACACGCTGGAACS3”,

F % 8] #: 5-CTCCTCGTACAGCTTCACAGTCAS3";

B-actin L7 51 #: 5"-GAAGATCAAGATCATTGCTC~
CT3", FifE514): 5°-TACTCCTGCTTGCTGATCCAS3
WA Z A PCR mix 6.25 pls FHES 47 0.5 pl F
W54 0.5 wl.DEPC 7K 4. 25 wl.cDNA 1 pl K%K
12.5 plo W4 4:95 C AP 3 min; 95 CAR
P 10,55 CiB & 30 5,72 CHEAf 30 5,40 MEH -
Pl B-actin mRNA JKSEAEN N Z. PCR 459 )5, H
2% T NEWHEE I FB TR A PCR 7=y, BE IG5 2R 48
R HT 45 S5 B, A B-actin mRNA 7KF1E

KNS, E 4] mRNA FIX 225K

1.7 CCKS8 ZHMmSTaRE kg6 hjm,
TR R X B12R(0.2.4.6.8 Gy) JCg A3, 4k
SEHEFE 24 h g Wa R AE BT RE FR AL 5 CCK8
10 = 1 AYELBIR ST JE BELANA 100 wl, AKZEHFE 1
h 5 T AR A S (B 450 nm) & ALIKOE
JE(OD) {H.

1.8 PIREKRMMAMER M6 h /5.5
IR X GH2R( 042468 Gy) Jilt AL 31, 4k 2k 15
%24 h G, SR AN, 26 PBS V¥R A 11 Ak
JG B0 1 70% 1) 1 4 °C 2 - A RNAn—
ase ZE Wi 37 “CHFE 30 min &, ALA PI TAEHE( 50
peg/ml) FRRRIR A1 RS {5 30 min. 7E 1 h
P TIAC AH PE ASAS T DNA 35 4 A8 Ak, SE 00 &2 3
Ko

1.9 Annexin V/PI Ut R ifi =X 40 B AR 46 ) 40 B 73
TE G 6 h 5, 4T ARG E X 526(0.2.
4.6.8 Gy) it ab B, 4k 2245 3% 24 h 5, WUAE 4,
25 PBS Vi ABRAE B AL S Z5 B 22 0Pl (1 %)
R RN E AN 1 x10°/ml, EL 100 wl
AR (20 1 x 10° A4) 5 1.5 ml 2504,
AIA'S ul Annexin VFITC 15 wl PT YL a3 , 24008
51, IRREOCIE T 15 min I 7 45 USSR ARSI
400 wl ZB R, 76 1 h ) EALKI 40 T, S0
HI 3 W

1.10 ZEit=24bI  F SPSS 19. 0 Goitak ik k47 4k
PEAL LAY, SR BRI L« = s FoR, AL HL 5
SRS REA ¢ K90, = 20 I DA b 22 [ H R B
& 77 2250#1, P <0. 05 ;R & A 55 Lo

2 R

2.1 BWEALG STRTI EAWERIEAE SEH
HATHL, B 2H Zrh STRT1 25 R A s i,
ERHGI ¥ E L [(1.07 £0.85) ws (1.24 =
0.14) ,F =0.241,1 = - 3.188, P <0.05 ], ¥/
STRT1 7E &Ml 2 s ik W 1.

2.2 EMREMES STRTI ZEAKFKIZE HWIE
W I Kz 40 g NP69 Fl EL A 9 41 g CNE- . CNE=2.
HNE- 1 HNE=2 1 SIRT1 & (1 £k WK 2 iR
SR IE R R 4N NP69 HL#%, I J 21 il CNE-
1.CNE2.HNEA f SIRTI %5 (4 kK F1n, 2557
Bt X (F=27.180,P <0.05 of, P <0.01) ,
PEIR SIRT1 75 S WA 240 f v s 2Rk o 1717 5 MORL 9 4
CNEH 1 SIRT1 £ FH £ 38 e i » 5% £5 CNEH 20 g
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PRI B B RNA FIEVER (43 5 24T qRT-PCR Al
Western blot SZ5, 45 B W E 3. 5 NC-siRNA 2H 1l
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RE T B, 25 598 Ge it #3830 ( X it =
H0.2.4.6.8 Gy W Xf [ F {5 43 % K 66. 513,
127. 544..60. 581.107. 137 F11 64.029,P <0.01) , %
B SIRT1 JUERAESM G CNES 40 M py 35, 5 R 452
X BT b 3% SIRT1-siRNA 20 [L 85, il 5 57
7 4.6.8 Gy B, SIRT1-siRNA 21 21 Jifd {1 184 8 & 77 4%
i, ZRAG R X(F=15.592,P <0.01) , B
PRULIE 4 25 F$E7R 0T R A A5 i &K CNEA
B S A T, LS R AR T R R
IR A R AR SIRTL Rl A 508 hin CNE 2
L TR B A

2.5 X §£kxd SIRT1 E i 240 B 1= B9 5 1
TN ARLE R 5, 5 AR HEZ X G b
(1) Control 2 Hb#Z [( TR K (4.38 £0.50) % 1,4
X SRR B 4168 Gy I, Control ZH 41 i i T
BRI R Z R A G T %500 R (11,30
+0.74) % . (14.69 £1.31) % .(23.77 +2.32) %,
F=98.549,P <0.01 ], $& /5 Y B8 5 S & W JE
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i, FLAH M T R B T R, SRR X BT ARk
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A AE S ) 5 4168 Gy I, A T2 3R B g 4
I, 26 528 Gt 22 3 LR T-R 40 51k (126. 66 +
2.46) % .(32.79 +1.63) % (35.00 =1.50) % ,F =
50.476,P <0.01 1, 275 U7 fE1A S CNEA 415 %
AR T, HLECTT R A R AN T R R,
SIRT1 EEPRTERAEA 2 ity %) CNE 41 jd i T
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5 Control 41 [#%: P <0.05,"P <0.01; 5 Control( 0 Gy) 4l Lb&k: ** P <0.01; 5 Control( 8 Gy) 41 [t#%: P <0.05,%P <0.01

6, 5ARILEZ X GIEU AL B 40 A L3, 42 8 Gy T
5B , Control 28 NC-siRNA £HSIRT1-siRNA £
AL Bel2 8 I RIBYFER, 257G 51172 L
(F 53510 7.727.6.943.2. 833, P <0.05) , |fif Bax
Fll Cleaved-Caspase3 45 HAHNF XA E N, 2751
Bt #E X (Bax: F 4352k 1. 873.0. 502.0. 848,

P <0. 05; Cleaved-Caspase3: F 43524 1. 469.0. 259

0.591,P <0.05) o 5RH#ESZ X 5F L i i ik 2 1y
Control ZH AN L%, Z8 iU SS Ab PR IS SIRT1-siRNA £H
I Bel2 I RIKREIR, 2R A5 FEL(F =

51.93,1 = 8.467, P < 0.05) , 1 Bax 1 Cleaved—
Caspase3 HEFARINETH &, ZRAGIHFENL(F =

2.79%4,t = - 2.321; F =1.469,t = -4.772,P <

0.05) . 5s7 4 Control ZH 40 L% , SIRT1 siRNA
A0 AT 5 Bel2 I FER (F =5.050, P <

0.05) , i Bax fll Cleaved-Caspase3 & [ % ik T 5
(F=7.436, P<0.05; F=29.387, P<0.01) . #ff
FELRAEIR , SIRTT B K T BRAESY Iy 7 X) Bel 2 4
F1 2348 B HIA/E FH AT Bax Al Cleaved-Caspase3 4K
H R IR AL BRI -

3 g

SIRT1 2 [N J& — F i 1 U0 2R A5 B = I 7
SIRT2 fy [ HE A, 3 33 kb AMH 3 , 2 522 (%) I od
JEPEHED ' . B ESE & B, SIRTI J PR 75 i 7 it
95 FLIR I 2 R S5 2 R oRg (4 A R T vh R ¥ 2
FEAYMEH . U1 Lian et al” #23# , miR428 7] i i

0] SIRTT {2 25 H i 2 MG 5 7L h it
BR SIRT1 EEPR AT #l i p53 F1isid POLDL £ 1, MM
TR FLIRE AR A ST AR ™ o Yeung et al™ B
&I L JH SIRTL G il NF«B AL 6E, MM fig iF
g A A & A= T e TT DL, SIRTL 78 AS [R] i g
HRIEEAR Y AEY F D) fe. SR, SIRT1 £ 5 1A
PR )RR FIE EVE B A il Ty TR
SIRT1 #F £ MW FE 2 L rp (3234, 3o {1 Western blot
BEARGT BIAE S R 20 23 K 55 A1 41, DA S N S5 |
20 M A 5 PR 200 B R RSN T SIRT B 1 ) 23k
O, LI ZE R R I, SIRT1 2 F7E S s 20 21 rh 3Rk
T TR N EsE 41, SIRT1 2 [ 75 S 0 98 20 iy v
ek m TN Lz g i eik . it
HED, STRT1 J PRI 7E S WA v v 2R3 , HL AT REAE S
T A2 & R vh 4y T A i R AR . 05
4O R L SIRTL LR kKT 5 B i e 1
FAHSE, o LIME N UG R0 — SR K,
SIRT1 J [A b A g J2 5 M 10 9 2E b i ) G
S, TR IR A STRTI 3 A 7] i & —Fh A 2
Je il B 98 A R R R IR YT B

R T i 2PARSE SIRTL B PR 7E S i i & 2B K e
H R FeATE S RNA 3R AR 7 SIRTL L[]
UUERANMEAK . B 5%, & A SIRT1 JE[H (9 K5 57 siR-
NA Jr B, it Lip 2000 1E A4 5% Qe i A4 siRNA J
B L3 CNEA 0, £ )5 5 RTqPCR 1 West—
ern blot L B5UEFE Y%, 45 0L R AR IR L 38 1Y
siRNA FBEGEA %l CNE- 48 g SIRTI mRNA
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R AR Zeak , UL IR AT A £ T SIRT1 K& KT
SR ) R s 200 P

TSI T M R B T AR T R —
REAT RHE K FB 2 (R A I o RS 8 TR 8 X i S5
TR AR TEAR KW AR 22 5, 35000 JB 38 A O 7 38R
FEARTHAL, S0 TYRYT AR . DRI, 3 a0 S MR 114
FPRURIE S HATT BB B . Zhu et al'™
HZAE L YOER RelB FE PR ) 38 T UK IR 51 ides 5
T T RURRE « Zhou et al "™ 418, Fl RNAT £ AR 3T
BR RNF8 FL R o] LAsf s A /N0 e il i AS49 11 5 S5
R O 1 B S Uik ¢ A o AR B B[ N
240 0 e ) O R o DL RS R A
SR DRI TR 2 1o P 3 400 e 07 ) e , 33X g i
S P TR A T B T U . (HL7E BN SR L SIRTI
LRI T SRR B R i R R B RS . TSR
SIRT1 J5 PRI 0 S8k X 007 14 48 03k SR, TR A 1 S i 5k
CCK-8 yEAKz T SIRT1 & PRI T 8K A sy X £ Nkl 92 24
ffl CNE- 358 16 A S, SEI0 25 5L &% B, SIRT1 3
DR CER AU 3R 97 ¥ REAA A5 il CNE-L 21 it i) 334
B fiE Sy, H SIRTL SR VTERBEIE AN X 5L I 5 4) 40
P48 58 BP0 A, 4278 SIRTL & R 3T 2R g 48 hn &
MR e 200 10 00 S R M o AR T, e i F 5 E B2
SIRT1 3540375 77 18 o L A 200 B ek £ 245 2 ke
(RO M o XL IE AR SCUT A L SIRTI 76 R [ 1Y
ifr e v A PR RS [ 20— 2 3 W L b A &
J B 2 2 E -

20 B T R IR T ) AL . R
MRS IR AR A T R A S T iE—
AHRGY SIRTI 3k (R BR 7 1755 S MR s 200 it A=
PR T 5 36 2o 0 X 200 A R 0 4% 26 240 B 1) 0 1
L. WFFE 459 &% B, SIRT1 J R JCER A X 2R i 5
YIREVE S CNEA 40 T, H 24 SIRT1 JEH Tk
(18 S A8 2 R B R 14 468 Gy 19 X SRR s i Ak
PRIE AP T R . ARBFSE T CNEA 4 e i A7
T STE SIRT1 JEPR TR J5 FAIC, HL A 345 4 40 it )
ToHMCAE . DL 5 5 3R B, SIRT1 JE X i #K AE 3
X SRR IO A g 20 O T A SR SRR
LR AN AE T A R

Y T kA 2 2 A SR $E . Feng et
al ™ B4 R Atk 2k L U At Sk 25 88 0 40 i O
HSC4 4Hfffy FANCD2 JE UL ER 5 L U iR Y7 B B
Hahn T HSC4 2B yH T3, FLALHI S LA 7 5L ]
Bel2 59 ¥ M AT 8 172 £ A Bax. Caspase3 f{ I .
Bel2 G2 A8 T fe W PR R K 7,

B 22 BRS04 A A 40 L 00 1ok R b O B P A
o Bax AL T-7E T, 107 Bel2 HA i 41
MIJE T8 /E o Bel2/Bax (1) FAE FRAG S 2 2 i A
R AL T B, 2R AR R e B M RN D BE BRI , DT
FeAnf R C AP TR 7B, 0 T i Caspase3
Caspase3 12 JCHE 09 I T2 #4047 & 1H, HOWE B
Cleaved-Caspase3 3% ik & Ag /o Wt 40 g /9 98 1= /K
Ly T B BT STRTI 3 PR 170 BkXF X gt
LR 5 W i 240 L0 T ) 2 4 AT B AL
il , AT Western blot £ 1 4 2 40 g b Bel 2.
Bax I Cleaved-Caspase3 5 H i ik, XM H 8 Gy
(1) X G AL B SIRT1 FEKIITER ) CNE- 2 i,
AT K Bax F1 Cleaved-Caspase3 340, #1f 7=
R Bel 2 RIAREAL, UL W] Caspases ZIK S 1 B I8
e Lh b 455 KW SIRT1 T 2R AT ki 3% 1k
Caspase 2% JK 2 v K A2 #F CNE 41 g /9 8 1= 1H
SIRT1 JURROGH I T2 i 12 HAAR AL ik A 15 2k — 20
o

25 L rid , SIRTL FE YT BR S , Sl CNEA 41
FRLXCT T8 P U PR A 1) d 2 4 v, 1] SIRTT &[]
559 CNEA 20 0t il S 00 S50 A % U0 1 o
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Effect of SIRT1 gene silencing on radiosensitivity

of nasopharyngeal carcinoma CNE- cells
Xiao Ningl ,Li Bin® ,Feng Yong2 ,et al
( 'Health Management Center & Physical Examination Center,” Dept of Otolaryngology-Head and

Neck Surgery , Sichuan Academy of Medical Sciences and Sichuan Provincial People’s Hospital ,
The Affiliated Hospital of University of Electronic Science and Technology of China,Chengdu 610072)

Abstract Objective To investigate the effect of silencing SIRT1 gene by RNA interference on the radiosensitivity
of human nasopharyngeal carcinoma cell line CNE- ,and to provide a new idea for clinical treatment of human na—
sopharyngeal carcinoma ( PCN) . Methods SIRT1 protein in NP69 and CNEA cells was detected by Western blot
assay. The SIRT1-siRNA interference sequence was transfected into CNE- cells. The ability of cell proliferation was
evaluated by CCK-8 assay. The cell apoptosis rate was detected by flow cytometry assay. The protein levels of Bel2,
Bax,and Cleaved-Caspase3 were tested by Western blot assay. Results The results showed that the expression of
SIRT1 protein in nasopharyngeal carcinoma tissues and cells was significantly higher than that of para-carcinoma tis—
sues and NP69 cells ( P <0. 05) . The expression levels of SIRT1 gene and SIRT1 protein in the cells of the trans—
fection groups were significantly lower than that in the control group ( P <0. 05) . The results showed after X—+ay ra—
diation of 4 ,6 and 8 Gy on CNE cells, the ability of cell proliferation in the SIRT1 siRNA groups was obviously
lower than that in the control group ( P <0.01) ,and the cell apoptosis rate in the SIRT1 silence groups was signifi—
cantly higher than that in the control group ( P <0.01) . Meanwhile, compared with the control group, the protein
levels of Bax and Cleaved-Caspase3 significantly reduced, Bel2 expression significantly increased in SIRT1 siRNA
group ( P <0.05) . Conclusion Silence of SIRT1 gene may enhance the sensitivity of CNE- cells to radiotherapy
by inhibiting the proliferation and inducing apoptosis of CNE- cells,and SIRT1 gene may be a potential target for
the treatment of nasopharyngeal carcinoma cancer.
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