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M EE S R 3R . AL, BB NK/T ik B8 0 AT
3 RTBTHRBT 73 AL B i IR 4 NK/
T bR U 98 19 kA o g e 4t 1 o 2 1) 2 2% 1 ML
EZH2 B2 AN E AL S 2( polycomb repressive
complex 2, PRC2) i) — .0 H My, HEAHEH
H3 %5 27 (v 8 & B2 ( histone H3 lysine 27 methylation,
H3K27) ¢ ek i 2H A = W AR RS I 05 7, ml
o198 i DR 3 SR o], 7T 5 | A e R 1 R A N R
JEEY L UERERIES T IR S zeste JE K 14T
F-I6lJE Y 2 ( enhancer of zeste homolog 2, EZH2) &
HPE AR 2 I8 vh A e i Rk B4, 19 T ip 5]
Jigi ~ FUIRIER < B A IbK (R S <5, HL EZH2 1Y
FIR ARV e () S0 A J 2 DDA OG . e i E
g8 R EZH2 AT AR E NK/T 9 L2558 20 i 1) 38 7
Sk SR, & T EZH2 5 NK/T i L8 it 77
TR E YOG 22 i R A AH DG - RIS
#t vy EZH2 1) 5, i NKT bk T 20 M bk SNK-6 4 fifd
FRIFaE DU , 32 ) MTT £k — YR A% | Annexin
VI PT RGN 20 e 4 7 55 S50 J7 VA0 A0 [ B EZH2
X5 NK/T bk U988 40 B s A o7 UM i 2 o, oy
NK/T bk G 7 $ A e -

1 #MR5ET=*

1.1 HRaRFERF bt NP rEkESUA EZH26
( ab133736) Ity H 2£ [E] Abcam /A F]; FaPt A Cleaved
PARP Antibody ( Asp214) i A\ Cleaved Caspase-3
( Aspl75) FiiA BTN B FEBEHTIR Phospho-Histone
H2AX ( y-H2AX) . fedt N p53 455 & A 1( p53
binding pro tein 1,53BP1) &g H 3£ [E Cell sig—
naling technology 7\ F]; AnnexinV-FITC Apoptosis de—
tection kit I H B 72 Vazyme Biotech 7\ #]; Aqueous
One Solution MTS assay I H 3% & Promega /\ 7 o

(t=7.040,11.900,P <0. 05,0.001) . SB203580 alone had no effect on the expression of pp38 and TRB3,when

compared to the control group,there was not statistically significant. Conclusion ILevels of TRB3 protein increase

in LPS-induced acute lung injury, and is regulated by p38-MAPK pathway.
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1.2 SLWHE

1.2.1 @meszdc A NK/T iR 5% 240 bk SNK-6
MRk & 10% N AB LI ATk B2 4 700 1U/ml
HAANFNR2 1Y RPMI 1640 Hi 3R 51557, JFE T
37 C5% CO, migAbEsFRAf

1.2.2 EZH2 BsmAFTHAKZAE  12IEEEEA
(ARl ELAA L R B T4 591 S R AR PR 2 i R 3%
ek

1.2.3 EZH2 # % T4k SNK-6 @itk es ik
SNK-6 LA 1 x 10°/ml )% B2 He b T4 M 15 320

H4995 B R A VR AR BRI R SNK-6 41, [m] iy
WM RANEZE 8 wg/ml, Y 12 h 54,37 C
5% CO, #4233 3 d Jg #Ef715 1%, 31 F Western
blot A& B Y TTTERRLRE -

1.2.4 w3 4474 K E (hall maximal inhibitory
HHEE 1 A Queou—
sOne Solution MTS 57| & ( 3¢ & Promega 2\ &)
JE o HOGT B AE U 1 A T A O B Rl 96 FLAR
HL I REZ 2 x 107 /9L 8597 24 h JE N A — @ Wk
B B2 B PE I 25 M Ak SR 57 24 ho dkeRb557 24 h
J&  BEFLA A 20 Wl MTS 3515555 3 h J5 DAEFRAY
I 251 450 nm 7 B G R ( absorbance, A) {Ho

EZH2 F5 UTER 4N M 1k ( SNK6-shEZH2) F1 %} FE 41 iy
Ph( SNKO6-shluc) 195 2H 41 Jfd 4 2H £ 5¢ B H A B AR BL 1Y
PZAL( TCANM) FAS I 7 7 A I 0 % BRAL , Ak
JERR S 5 6 AN E AL HFEMEI R (%) = [1 -

(A &VEfbEE - A JHZ) /(A XTI - A WE) | x

100% ,{#i Ff] Graphpad Prim 5.0 14 i £k 311 & W
E211 127 S (O

1.2.5 Western blot Ji] RIPA ZJff Jitd 2% fif vk 24 fit 42
B S H . ] BCA 1 a0 & I 2 1

WIE ), >R H] SDS-PAGE HLIK 7B S 1 W AR E
% PVDF JE |, ffi Fl BSA ¥ % i B ] 30 min f5,

—Ji 4 CHEF 6 PVDF LI TBST ¥ M Uk % 3
UG RHR S min, ZHUERPEE 1 h; TBST %G 3
U, BRI S min, SR ] ECL &6 & 80, X 2 i
BEGAR -

1.2.6 L& MR 5= B B koM = R AEAL W &, ( Linear—
Quadratic Model) & #1 &  SNK6Hduc #1 SNK6-
shEZH2 Z0fifg % — & B 7 7 6 fLakh, 1A
1% W L7 45 22 ( 488 Sigma 23 H]) (9 RPMI 1640 15
FHREF (% 10% N AB I3 A1 700 TU/ml FZH A

concentration, 1Cy)) 45 M &

HAZE2) 553524 h J5,#0.0.5.1.1.5.2.2. 5.3,
3.5.4 Gy i 9 MIRGIFIEA, H—HEHK 3 1R
FLo BREFSRAE R PRI =100 cm, 78 F =400 G
y/min, F{ B % 23EX a6 Mv X 2k. HREIE /K
AEET 37 C5% CO, BN 2 LA IR
Al UL TR, 2 k3R . WA RIS 50 A
DL By se A, THA SEFE T 1% ( planting efficiency,
PE) FIAE NG 4380 ( surviving fraction, SF) ,PE( %) =
TERERR /4 b A1 L E x 100% , SF = 32 B 56 41 Jifg 1Y
PE/ X} FRANMIAY PE x 100% « L3 KBRS SF (K
PEAT50HT, 12 GraphPad Prism S. 0 %42 il 51 42
FEG TR, I 2R MY B/ Z 3R vk AT L-Q B AU ih 2
[SF = exp( -«D-BD” ] L&, H-45 H L-Q A S5
o~Bra/Bo FRAk 2Gy HRES S Y 240 M A7 17 43 % ( sur—
vival fraction at 2Gy, SF2) 115 it 5t 14 48 L ( sensiti—
zation enhancement ratio, SER) = JTERFiT2H SF2 /T ER
JR4L SF2. BUAD 5SSk .

1.2.7 Annexin V-FITC/PI 3L =45 4m feL 8
4 SNK6-shlu F11 SNK6-shEZH2 4R AR BF7E 6 FLAR
WL R 3 MR FL24 h IEEEIS 45T 1.5 Gy T 7
o IROF B 0. 02 pg/ml A7 PG A I 4b 2 36
h J5 HIAS & EDTA (1 [ it 75 b 40 i dic 52 40 i,
PBS #1% 2 YKJG ., B30 (1 000 r/min,S min) Y4 40
Jf; A 100 wl 2545 22 thil B2 45, A S ul
Annexin VFITC 15 pl PI 443 ( Vazyme Biotech) ji&
A), ERADEIFF G4 10 min f5, A 300 pl 4545
e PR AR, A 10 wl PLIRS), T 1 h Iy
P AN B AR 73 H7 ( BD FACSCanto 11 Flow Cy-
tometer) o

1.2.8 skt KAt A HS 36
h 5 4L 4 HE B0, ] PBS B0 YRR 4B 3 YK, TE
EP 4] 4% Z2 B P RE 2 LI E 30 min, J] PBS i
Ve Z R Z R HEE; J5H 0. 5% TritonX 100 #H
B 1 h; PBS BEOEE 2 K, H—HU i Bk
AL, A BLBT N B 58 BE SR Phospho-Histone
H2AX ( y-H2AX) DL K fedit A 53BP1 ¢ EP 45 h 4
CWFE R, 4 PBS ¥EUE 2 )5, A DyLight 549
#ichY Goat anti-rabbit IgG( J~4H proteintech 72\ &])
I Alexa Fluor 488 #1ic f{) Goat anti-mouse IgG( & [E
Invitrogen 2y H]) Z¢C—H0( 1+ 100) , 4R )5 H DAPI 4%
#%: PBS B3P 3 U5 H PBS 122 i, W X 40
~50 wl A0 B B I T b SO B A R
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AR W UE T WA B 43 i % 0,36 h iy
53BP1 Al yH2AX il L BHPE (2 60) f2SO8 B4
B, ZIEgeit e s a i o

1.3 Zit=24bE  RH] SPSS 20. 0 #4373 47,
SIS L x 5 RO, IIREAR R0 LR FH M
STREARR) KB, L P <0.05 BEFAELSIYE
Mo

2 HR

2.1 EZH2 B f5i85m NK/T # E & 4 pafk sh 1k
TR 15, A EZH2 &35k SNK-6 4 ff ik o
FIH M2 9% 8 T ik R M 8 T SNK6-shEZH2 FI
SNK6-shluc, 3] Western blot %0 T 1295 T3 19
R 1) o MTS 43745 5 ¢ B SNK6-shluc 4 Jit
%t 5 P ALV 1Cq, A 0. 033 wg/ml,95% CI: 0. 027 ~
0. 040 pg/ml; SNK6-shEZH2 4 il % 75 PG {3 (1 1Cy,
4 0.013 pg/ml, 95% CI: 0.011 ~ 0.016 pg/ml;
SNK6-shluc [ 1Cy, 25 & SNK6-hEZH2 [ 2. 54 f%
(E2) . SNK6-shEZH2 %% SNK6-shluc 4ifif 1C, 1) 5
AR, TFSE T EZH2 193535 W 85 T SNK6
20 B T T e U 1 B

EZH2

o-tubulin

E1 18RSNEEZH s FHE
1: SNK6-shluc; 2: SNK6-shEZH2

100 i\_

-@ SNK6-shluc
1C,,=0.033 pg/ml
B SNK6-shEZH2

1C,,=0.013 pg/ml

z
7

A HAFIE (%)
S 5
[?'//:

S
1

logC

E2 Fi#t EZH2 /5 SNK6 4R I1C,, T4k

2.2 B EZH2 EFEE I NK/T i B8 240 kx4
THYSIENARABT ARt —LizH An-
nexin-V /PUSUL 0B LS T 30| EZH2 [ 28 35 %)
i PUfES [ SNK6 A I T L Bl iy s ma . 4551 12
N TEBA B PO 2 A BT I O T, Bl
0 EZH2 BEPR 3R B IFARET S SNK6 41 it Y
AT MRS S M E A S, T3 NI T
EZH2 (33K REH SNK6-shluc B 2 52 =5 41 i I 7 1)
FeA3)( 13,340 +2. 330 vs 20. 780 + 3. 830, =2.950,
P <0.05) , UL 3,

2.3 T EZH2 EFEERUTAYMFSHARA
TEAWMATGH4E /519 Western blot 155}
555 Annexin-V /P XU 1 W22 21 1) 45 AR 2B
WA 4 Jros: 70 P2 WA BRI DL T, B il
T4t EZH2 JFAGE T SNK6 41 ity A= 4 i i 7~ 2%
B W27 ( cleaved PARP & cleaved Caspase-3) ; T F
i PIABEEZ ) (0. 02 pg/ml) 4IRS, UUHK EZH2
P A8 T 0 42 v i G V5 24 0075 %) 200 ML O 1 2
2447 ( cleaved PARP ¢ cleaved Caspase-3) H{Jf=H:.
2.4 MEAEY EZH2 EERRIZEERS NK/T
BB YRS AT SRR T NK/T bk R
SETICIT B U IR, DR AR T 5 2R ) e BB TS ok
SRS EZH2 X NK/T ik T8 20 M Ak 0T iUkt
MIsZI o 45 R oR: TEUTER EZH2 B J5 , SNK6 (1)
SF W REAR( 1 5) o FIF 2t — R BERL L5 19 47
TR AR S 80 3R 1. 35 i SNK6-
shluc 1 SNK6-shEZH2 ) SF2 43 51 Sh: 0. 086,
0. 015, FEMTR LBk EZH2 JEH J5 % SNK6 ) SER
A 5. 855,

F1 FALESRERANSHNESBEE

o fd 15 o/BMH
ZH 5 B B SF2  SER
(Gyd) (Gy2) (Gy)
SNK6-shluc -0.571 0.897 -0.636 0.086 5.855
SNK6=shEZH2  -0.326 1.217 -0.268 0.015 -

2.5 #iH EZH2 ERREHELZFSHARBTE
ARG~ E b T UE EZH2 % NK/T L e
0 I 396 BRI A 7 A T Y R S R 5 A 1 4
JHT-SZEA , ABF 5T F Western blot K5l T EZH2 X}
ML T A G 1 PARP ¢ Caspase3 Y520 . 5
3 45 AR, FE TSR AR FRAG R 0 F  AUAN F3
Wl PE EZH2 BEPH 133K IF BRI 5 SNK6 2 il 4
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3 MHERIRYE EZH2 255 AR YIE S A SNK6 BT
5 SNK6-shluc [L4:: " P <0.05

-8 F Wi 2477 ( cleaved PARP & cleaved Caspase-3)

e MAEZE 1.5 Gy 1 X GF 2 4b 3 J5 , SNK6-
shEZH2 %7 SNK6-shluc ¥ 40 i I T- 28 1 W 4 7
( cleaved PARP A cleaved Caspase-3) W &g 1 £ ( &
6) o

2.6 MEEZH2 EFEMKIERS NK/T ikEBIEH
B 5 2 % 5 B W §& DNA BT 3! ( double strand
break, DSB) € ERE QIR AR —Liz
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(5 VEAt R AL B

cleaved-PARP
(F PR AR AL B4

o-tubulin

cleaved-caspase3

T P AL 48 h)F)
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(UYL B4R hfE)

a-tubulin
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N

E4 FHEZHR2ZERERS
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1: SNK6-shluc; 2: SNK6-shEZH2
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0 1 2 3 4
B FIEL(Gy)
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5 SNK6-shluc 71 SNK-shEZH2 R SI&FIE THEF B
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DS B 0 EZH2 Xf SNK6 At ic L M S (2 () B DSB 4541518 52 3% &
iy DSB 5 i 16 S e J1 K9S . S3BPL ZR (Al y— e W7 Wom: FE ST AL B AY FE AR B B (0 h)
H2AX HEH 0 5l B 2L @ e hric Mg ¢ ehn  SNK6-shEZH2 ) DNA $i 43 12 52 3R 45 5 i A 405
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SNK6-shluc 4 ity 25 5 LG T4 7 3 1 G2k Ab 2 36
h J& , SNK6-shEZH2 ) DNA 511516 &2 5 £5 45 1 5
B & ) £ T SNK6-shluc 40 Jifg (97.000 + 12. 000 wvs
128. 000 +7. 000, =3. 865 ,P =0. 018) .

3 itig

NK /T 21 i bk P98 2 AN % DL 1y — 2 e,
KA T AT Ak R B 10% 15 ELME L3R
A5 5 T i Y A SUEERR A FH T NK/T 48 bk U9 1)
AT, R, X5 F NK/T 290 bk 408 295 149 491~ AL il
FU LR A BRI Z /0. NK/T 40k e s B A
SRR S AR T R TS 22 R A e HON TR R
HIALST 7 2 hedE , AR NK/T Ik B8 S T ey A8 Xt
FE A R (F 2 NK/T 40 i bk 2498 A AT A — FE
P8 N MO X T RICHA Y B0 KB, A A SR o
R BIRRIR . AR, Bl I AR R N
O3 7KF A NIRRT e g o) s Ay sk v  E T
BN BIR YT 4R R X — & A RS AR YT L
2 B R IR YT B — B B

PRC2 &M A& & A1 ed A A i) — A EL 2 R
W35 A% 7K S i R 4 TN 5, LR 0 A A L 6 EZH2,
SUZ12 #1 EED 3 B . i EZH2 ZE 142 PRC2 &
Ay b — HAT 4l & 1 H3K27 = H b i
TR A T, HFR IR KT 09 S I i Ak 1
(BN T RE B 2 TWRd 0 A Ak R o B
W5E " SEWT, EZH2 16 61% (1) NK/T 20 0 ik [ 988 28
Zirp ik B (02 EZH2 Jf9E i i £ 8809 H3K27
= R DL F M G220 IE R NK/T 4 ik
TRV TE G P TR AR A — I sre oS IR L 3 4%
AH G ) 0 5 DR R T 4 NK/T bk T 988 441 i 1) 33 7 0
fRZETEYE  DNA #0516 5 66 J1 LA K i 1 40 g 2%
Ao T NK/T 240 fipk E 8 2 DA AR 7 8 28897
FE i B MR, DR AR S 56 7 B A 9T S A R
PN EE N 10 RNA B AR —2 04 EZH2 Xt
T NK/T 4 bk EL 83 A A 7 SO 1 52 i)

TEARS 7R i, A 9E 45 R s B a3
EZH2 FENGE 0TS 07 738 i, {02 T DU AT
255 M PR TR B . AE RO R U I AR
TS SR UTER EZH2 LN B E RS A S
R4 8 1= 2 A W 24 i r= 4k . Bt Alimova et
al "™ A S 70 W A 9 R /s JIURE SR B BF 5 T
B, T EZH2 5 EZH2 {30 i 57 ( DZNep) Bk G5 1E

AT LA S BTI2 M T, 3% — B9 5 A58 1o
FELE AL, 1k — A U0 I EZH2 ok T b8 40 6 £ i
I R EAT VP A -

ML) DNA R AEG )G, 25 S 41 M
H2AX B AERERRALIE W yH2AX ™ o R4 3
S3BP1 %A WAk, JF iRk B AE 5] DNA Z 30 4%
F DNA 45 05 16 52 4 . R, T80 y-H2AX A0
53BP1 St P 3 i 2 1 AN BT LR B 4 4% 5 11
DNA 545 (59 Fc /AN o A BF 58 1 52 5 45 SR 4 75
EZH2 HE[H ] fig 23 iof 4 45 49 4% BE 4T 5 DNA 4 03
(16 52 B4 15 00 UL A1 L 6 T D45 NKC/T 9k £ 98
I RO S

FRT A0 S, g T 40 B A S 5
AR AT AR AT AT B — A
B, T EZH2 2 (1 2 BIEW 55 T 28R T
N1 S A P PR, EZH2 2 (AT R i X
Pt 0 L 508 1 R A, T 2205 T R A
FFARHUI A -

L5 |k AR BF 5T 45 5 R 4 EZH2
PR B NK /T 38k B 980 40 Ak T - 5 i R 1
AT T NK /T 6k B 98 40 1 A7 R O LA
) EZH2 0] L5 5o B0 3R B2 6 5 1 U T 88 e 2
S 1 DNA 45050 38 25 NK /T jh 055 20 % 5
(OBURIE . DI, TR EZH2 LD AT gt NK/T
H LEL 980 20 L 50 WAL 97 SR, A B 5T T B S f ok
NK /T ik B30 41 A7 SR AR — 2 1 B A {1 -
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Effect of EZH2 on chemoradiotherapy
sensitivity of NK/T lymphoma cell

Cai Luging', Yuan Xiaolong®, Tong Zhuting’, et al
('Dept of Haematology ,” Dept of Radiotherapy, The First Affiliated
Hospital of Anhui Medical University, Hefer 230022)

Abstract Objective  To investigate the effect of EZH2 on chemoradiotherapy sensitivity of NK / T lymphoma
cells. Methods MTS assay was used to determine the gemcitabine ICy, of SNK6 cell line. Apply linear quadratic
model tovalue SER of SNK6 cells. Annexin V/PI double staining was used to detect apoptosis. Western blot was
used to measure the amount of cleaved band of caspase-3 and PARP protein. Immunofluorescence was applied to
confirm the influenceon DNA damage induced by irradiation. Results Knockingdown EZH2 decreased the 1Cs, of
gemcitabine about 2. 54 times when compared with control cells, and it also increased the apoptosis induced by gem—
citabine. Silence the express of EZH2 improved the radio sensitivity of SNK6 cell line, the sensitization enhance—
ment ratio was 1. 659. It also enhanced the apoptosis caused by IR, and it increased the amount of apoptosis pro—
tein induced by IR. Conclusion Suppress the express of EZH2 can improve the radiation and chemotherapy sensi—
tivity of NK/T lymphoma cell.
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