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Fli pcDNA3. 1-3 x Flag-c-NUPS5 H. 4% 4¢3k it bi 11
F) St e L3R 9 D REWF 5%

e e EMUEET SRR, W

WE B HE IR pcDNA3. 13 x Flag-c-NUP85 ELA% %
SRR, FF A s 20 (LPS) ¥ S HY RAW264. 7 4H it b
JOREF I PR T4 WB A B 05 B X RAW264. 7 4 Jitd 38 7 A0 98 1~
MW, J7ik @4 PCR 4744 NUP85 & A, #4 # peD-
NA3. 1-3 x Flag-c-NUP85 H.#% ik Fiki, # pcDNA3. 1-3 x
Flag-c ZARMATERY], 4iMLRY PCR 7=¥)5 3k B iE i
FEYAC I B AN . BV SE R PRI RN b X
SHT . RIGH R YL T RAW264. 7 4 ig i it CCK-8 52
B A A0 ARG I H X LPS 551 RAW264. 7 41 fif 14 58
FIJH T 5208, FF 3 1 Western blot $ AR Fl ELISA 32 46 ]
RAW264. 7 4L 5 Bl 93 IR 3E 5 F-oe ( TNF-a ) | FH 41 LA 256
(IL-6) FFRIBTEN . G5R  BEUISEE FI Western blot 25 5 i
7~ pcDNA3. 1-3 x Flag-c-NUP8S FLA% & 3k JFURL A T #4 3 Fl 3%
K, CCK-8 SLIR4E SR .24 h J5 it 3k NUPSS 2H 41 fitg 1)
ISR G ERTRHRL] (0.55 £0.03)vs(0. 67 £0.05) ,F =
30.98,P <0.05], WEANMIALE R B . 3 Fk NUPSS 4
AR TR = T B [ (15,78 £1.05)% vs (13.40 =
0.47)% ,F =75.38,P <0.05], Western blot #ll ELISA %%
7R Y peDNA3. 1-3 x Flag-c-NUP85 [ ki Ji , RAW264. 7
A A TNF-a 1L-6 FIRB IR TH R, 2 R St 2
BEY(P<0.05), £ NUP85S fig % 1 f LPS i i)
RAW264. 7 AR AGEFE AL E L T, 37 H NUP85 il LPS
FB RAW264. 7 A0 H A5 K+ IL-6 Al TNF-o BYRIX
X8R NUP85; RAW264. 7 4, B4%H ; 4 7 Mg SR L I
F-o; AN K6

FESES R364.5
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A 1K ( Nuclear pore complex, NPC) H1 NUP107 ~ 160

2022 - 11 -23 #Ik
BEEWH 28 ARRI#IE4 (45 1808085 MH235 2208085 MH
203)
PEE SN R ERR A 250 AR iRl , A0 230032
FEH A Wk M, & W0
WM 2z s B s By B 5286 B s TATEE , E-mail; panlinxin @
126. com;
%O, RIHE, AR S, TR, E-mail ; xutao

@ ahmu. edu. cn

B AR R W

WEAEE(FX Y E610E) 1K Ml Zz -1,
NPC SR B AR AL B —Fh I e 44, 8Ty
RO T R Iz, B AL EE B SE R R
¥ DNA B Ay T SRR oo
], NUPSS 1] 5 E AN - %81 C-C-EfbH 7
2K ( C-C-chemokine receptor 2,CCR)2 F1 CCRS5 #H
HARH, fedt A5 5% %, BLoh, NUPSS i nf LU
308 3 T e e A O L 200 e o)1 e S R O %
KEEAT — R (BRI 7 T HIL ] it A v
RE oI AR A2 e 4 o 1) S PR 3, 0 80 1 B 92 4
JH 33 H e e SR B EAT B R A i A
ol 4t L PR R AR PR W5 | A 045 Rg SR 5
A -o ( tumor necrosis factor-o, TNF-ac)  F 4l il 41
%6 (interleukin-6, 1L-6 ) 2 i — & #F 5%
NUP85 HIUIRE, A 583 1 14 it NUPSS i) HA% Jot
L, B IRIR T NUPSS 7£ IE 2 W ( lipopolysaccharide
LPS) i T 1) RAW264. 7 4 fid v X 48 i K F- ( TNF-
oo TL-6) Y3 K HCXoT 2 L 1 LR 12 ) 5200

1 #MeERZE

1.1 SEIEHHE RAW264. 7 4iffIkE (CLBUIERI R
2GR TE) s DMEM 15373 ( 32 [ Thermo Scientific
Zv)) s NUP8S HitfA (35 [ Santacruz 24 ) 5 IL-6 T
W UEBHT AR A R A A ) s TNF-a UK (B
AT E RN A A F]) s ECL Ak 2 & IR
& (TN B T LAY B A FRA A 5 Lipofectamine
2000 A1 Trizol ( 32 [& Invitrogen 23 H] ) ; i 4 L3 ( 38
[ Gibco A ) ) ; PVDF B (b i R R ARA
] ) ; Annexin V-FITC/PT %% 21 g 7 T 45 ] i 551 &5
( L DU A WA BRZA =) 5 BoRE Al 4215057 & BamH
1. Xhol P VI ( SE[E Axygen 28 H]) s BEARTI K (N5
TR S AR AT B3 A BR 2 W) ) 5 240 e 3% 7 6 240 P
At (T B A an B R A A FRA W) 5 L =Edt
R LG/ MR EEARIC | L E P LG/ R B b ic (b
WS A E AR AR AA]) s ELISA (1L-6 | TNF-
o) IR & (FONBRHE Y H AR BN A BRAF]) .

1.2 FHik
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1.2.1 pcDNA3. 1-3 x Flag-c-NUP85 Jit 4 84 # 3&
Wi PCR ¥ 4% NUP8S 3L A, #4 & pcDNA3. 1-3 x
Flag-c-NUP85 HAZRIL kL, WY % & TiR)G, i
T I 25 HRA FRAA R HEA TN R A E
1.2.2 pcDNA3. 1-3 x Flag-c-NUP85 i #itg 45 4 5
S BGAHMIHE 1 x 10° N/ LAY 55 BE 25T R A
6 FLM N AkSE R 3%, ¥ A (250 pl AY Opti-MEM
& 2 pg pcDNA3. 1-3 x Flag-c-NUP85 Jfiki) 5 B ¥
(250 pl 1 Opti-MEM J 5 pl Lipofectamine 2000 Jig
)ﬁﬁ”ﬁ’%“ﬁﬂ: 1.5 ml JCfiff EP & E 5 min J5,
W A A B IR AT, 8 20 min J5 B HE T 6 1L
M AR Opti-MEM K5 #2562 2 ml, 6 h J5#,
K97 24 b JE I TR 22505

SRS N IE R R AT AR AT AL B LPS 41 m
100 ng/ml LPS H134; Xf BZH (LPS + pcDNA3. 1-3 x
Flag-c 41) : $5 4425 2 M TR I 100 ng/ml LPS |
W NUPSS i # 35 4 (LPS + pcDNA3. 1-3 x Flag-c-
NUP85 4H) : Y% pcDNA3. 1-3 x Flag-c-NUP85 J5i fi
J£1 100 ng/ml LPS HJ3#4
1.2.3 Western blot %  F X 6 FLHRP R R
HE PBS Uk 3 i, 7R R IR (RIPA R -
PMSF =100 : 1) H24f# 4, #2 H B 8 1. BCA
B P B N ) A I 2 P R R A R Y AR
JA_EREFL, #:4T SDS-PAG BEREHL YK . TETE T 200
mA 5F T4 60 min, i 85 F145% % PVDF J% [ 7F
JBERE W3 (50 g/L) HdiA] 2 h J5 , H TBST 28tk i
Ve, IFAEAR N I — BRI R 12 b, — PR B 43
512 NUP85(1 : 500) , TNF-a(1 : 1 000) ,TL-6(1 :
1000), TBST ¥ 3 #iJ5, = H P 1 h, TBST
UG H ECL A2 ROGilR kAT W 4 e,
1.2.4 CCK8 £ ¥ RAW264.7 ZHAEHE 5 000
A/ FLI S BE AP B 96 FLAR Y, BRd e 6 NI AL,
] AL YL 25 70 ng pcDNA3. 1-3 x Flag-c-NUP85 Jit
$2,6 h J5 N 100 ng/ml LPS B35 55 35 | F 5
3224 h J5HFLINMA 10 wl CCK-8 MW, iF 15 5% 2
h, 738 S5 A AN AR FLAE 450 nm Kb RE T
LY MLAE I
1.2.5 AX@mIAR ¥ RAW264. 7 41fiEF 1 x 10°
A/ FLI R EE R 21 R 6 FLAR N, #5 U+ pcDNA3. 1-3
x Flag-c-NUP85 Jiiki,6 h J5 8 3 %44 100 ng/ml
LPS M35 5L gk 2 5557 24 h, SRJ5 1 PBS 15Uk 3
W TG AT 15 ml B0 450, FH 400 pl An-
nexin V 45 G E B0, BN S wl FITC ikt S66E
H 10 ~ 15 min, FHIA 10 pl PL#OEHEE 5 min 5,

687 T 0 2 S A L ) TR, i sk

1.2. 6 ELISA #al £ B F 6 5 ¥
RAW264. 7 #4iififi$# 1 x 10° /FLAYE EEH S Fp A 6
LA N, e G X i 2 25 #5044 BB AT peDNA3. 1-3 x
Flag-c-NUP85 Ji%i,6 h J& B 4 %47 100 ng/ml
LPS ({55353 4kSe 555 24 h, 24 h 5 WE4 I F
THW, A ELISA J5 35K 0 41 i 38 W TNF-ac
1L-6 MY W1 O, 20 B8 52 42 4% B8 ELISA (TNF-o  IL-
6 ) Rl G B A T

1.3 SEit=Z4E R SPSS 19. 0 Giit# bt 1T
BAEAT, LIREAGIILL x =5 Fom, B AEAR Y
B BER T ¢ K25, R One-way ANOVA K 56377
ZHLEL, P <0.05 RERA G5 XL,

2 #R

2.1 pcDNA3.1-3 x Flag-c-NUP85 E 1% &% fR #I
RIMAE s PCR Jriky 1 H A FIH Bam H
1. Xho I MUY 14 7= Py Fl pcDNA3. 1-3 x Flag-c #%
4, I FH T4 DNA S5 50 7 W), 44 % 17 Wy e
A PRS2 25 20 L, A 370 G PR s R, )
Y B S5 R peDNA3. 1-3 x Flag-c-NUP8S Jfi ki i
Dika e, BB 5 R o s 78 H B9 25t /NI 11X
AT BEFDIAS B0 450 0 0 s B an sl 1 R, 4
PR FERat 28 b i B ) 25 B R A BR S w4 TN Y

LMy
bp ng/5 ul
5000 5000 50
3000 30
3000 2000 100
1500 75
2000
1 000 50
1500 750 75
1 000
50
750 500
500 § 250 50
3
= 100 50
=

Bl 1 EZARH pcDNA3. 1-3 x Flag-c-NUPS5 HIEE T 4 E
1:pcDNA3. 1-3 x Flag-c-NUP85 HYREII % 5E ;M DNA Marker
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YIE

2.2 pcDNA3. 1-3 x Flag-c-NUPS5 EH 1% %k 1% fR #i
BIRIE  H Western blot £ ARK M pcDNA3. 1-3 x
Flag-c-NUP85 Jii i % Y & RAW264.7 4l fl J5 1
NUPS5 RN EM , 458 WoR . LPS 44179 NUP8S
R ARAES TIEH4 (1=7.650,P <0.01) ;5
FIRH R NUPSS HY2E b a5 T e a5 A 1Y
YHHRZ (¢ =10.28, P <0.01) , W] pecDNA3. 1-3 x
Flag-c-NUP85 Uk K35, WAl 2,

A a b c d

NUP85

B-actin

w

20 r #

#ok

NUPS85% [ #I& /KT

0 a b c d

E2 HEHAKRHK pcDNA3. 1-3 x Flag-c-NUPS5 & B &%

A Western blot £ 5 ki pcDNA3. 1-3 x Flag-c-NUP85 [y 8 %
iK;B:NUPSS K [ A HOR A a: IEW 4 b LPS 4 ; ¢ LPS + peD-
NA3. 1-3 x Flag-c 4 ;d:LPS + pcDNA3. 1-3 x Flag-c-NUP85 41 ; 5 1E %
. " * P <0.01;5 LPS + pcDNA3. 13 x Flag-c 41 L. % P <
0.01

2.3 NUPS5 Xt RAW264.7 MG EIE M
pcDNA3. 1-3 x Flag-c-NUP85 Jiikif% e 2 RAW264. 7
YA, CCK-8 A4 4 M iy 3 Al 1 L, 455 2
7224 h 5 LPS 21 A Y 23 AR 0] HE A 1) 4 e A 3%
RIPHI N (0.74 £0.08) F1(0.67 £0.05) , iF F ik
NUP85 41 1 40 il A1 %6 4 (0. 55 0. 03) , filk T LPS
ZH IV Y s 2 ARGT HRZH B 40 i A7 35 2R (F =30. 98, P
<0.05) ,FM7E LPS Jl3# 1) RAW264. 7 #iififirf, i
Fik NUP8S fefi 4 il 4 i () 15 5, ULIEL 3,

2.4 NUPS5 Xf RAW264.7 HBE TR
0 LR T AR DN 3 ) B A I AR S peDNA3. 1-3
x Flag-c-NUP85 i & ik Jit RL 4% 4 = RAW264.7 4
24 h SR TR, 45 R BN 24 h S IER A
FIARBIET-3 K (6. 74 +£0.46) % , LPS 4 2 s e 23
AR REZH B A B T30 D (13,13 £0.21) %

1.5
ti— 1.0 F o
g - - #
E o5}t —
0 a b ¢ d

B3 CCK-8 # il sE
a: IEH ;b LPS 4;¢: LPS + pcDNA3. 1-3 x Flag-c #;d; LPS +
pcDNA3. 1-3 x Flag-c-NUP85 41; 5 IE# A lLE. " * P <0.01; 5 LPS
+pcDNA3. 1-3 x Flag-c 41 1L%8.*P <0. 05

F1(13.40 £0.47) % , 1] NUPSS 1t 2 3k 2H 1) 48 Jf 4
TR N(15.78 £1.05) % , & TXHBYL(F =75.38, P
<0.05) ,ZRWITE LPS HIFLHI RAW264. 7 Aifur, i
Fik NUPSS e e dE g il 1=, WLIEl 4

2.5 NUPS5 & RAW264.7 40 B 3t 4 5 B F &
BRI H Western blot £ ARKG MK pcDNA3. 1-3
x Flag-c-NUP85 J5i #i %% 4 2= RAW264. 7 4ii fifd J5 1)
IL-6 I TNF-a HHRBIE, 45 R TR I RIEH
T TNF-o 338 %05 e 25 3R X BAH T (F =
174.4 P <0.01) ;1L-6 1Y FE IR0 Y zs 4R A% IR 41
FHE (F =105.3,P <0.01) , £B7E RAW264. 7 4l
i3RIk NUP8S i i#f & AE I+ TNF-a Fl IL-6 [
Tk, WA S,

2.6 NUPS5 7£ RAW264. 7 20 it X3 4 I B F 4
HARYBSME T ELISA J7 A TR peDNA3. 1-3 x
Flag-c-NUP85 JEURI 4 Yt 2 RAW264. 7 4ililJ5 Y 116
HI TNF-o 25 143 IAE L, S5 5 R - 1 3238 NUPSS
ZH P Y TNF-o FRIBBEHE G 23 AR X FREA T+ i (F =
479.8,P <0.001) ; IL-6 {32 ik 4% e 25 s AR Xt 1R
HIE (F =216.5,P <0.001) , W 7E RAW264. 7
A i # 5k NUPSS fE i R AEK F TNF- H1 1L-6
(5300, WLIEL 6,

3 g

NUPS5 £} NUP107 ~ 160 & & ) —35 4y, 14
BT NPC By ANER, 25 NPC Ay 41 % Fn 2 407
NUP85 J&— it 240 fifd Jot £ 11, 7% 5 0 448 i v v i
ik, 5 5 908 , R PR iR A OG B AN s e ik
PRI GRE 2 R A SR A R | % A AT I
X R A 96 Y T o T AN A Y PR
YUMLRE - R RAE | AE 920 AR v 2 4 G A
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A
(x10%) a (x10% b (x10% c (x10% d
300 300 300 300
« 200 « 200 « 200 « 200
2 2 2 2
@100 & 100 @ 100 @100
0 0 0 0
0 200 400 (x¢) 0 200 400 (.0 0 200 400 (.0 0 200 400 (.0
FSC-A FSC-A FSC-A FSC-A
PI
10° 10° 10° 10°
10" X
< 10" < 5 < < 10
m m 10 g—j 3 jal 3
a ~ 10 ~ 10
10 . 0 0
0 3 4 5 6 3 4 5 6 3 4 5 6 3 4 5 6
100 10" 107 10 100 10" 10" 10° 100 10" 107 10’ 100 10" 107 10’
FITC-A FITC-A FITC-A FITC-A
FITC
B 20¢
#
< sk " L 4 TARK pcDNA3. 13 x Flag-c-NUPS5 3t
P - RAW264. 7 ZHRA T RIS
= 0 A AL AN A R TS 5 B AT 13 s TE A AL D
= —_ LPS 4l ;¢: LPS + pcDNA3. 1-3 x Flag-c ZH;d;LPS + pcDNA3. 1-3 x
§ st Flag-c-NUP85 41; 5 IE W A L. ** P <0.01; 5 LPS + pcD-
NA3. 1-3 x Flag-c & .*P <0. 05
0
a b c d
A a b c d 600 Ja
b Hitt
IL-6 [ ¢ N\
~ d EETY %
g 400 | 7
= / \
(=7
TNF-a = / \
»l it / \
k> R
B-actin | § % §
w201 IL-6 TNF-a.
%
2 sl B 6 THELAFRK pcDNA3. 1-3 x Flag-c-NUPS5 33 /5 ELISA
o R ERTF 16 71 TNF-o #0553
Hg{ 1.0k a;IEH 4 ;b LPS H;c. LPS + pcDNA3. 13 x Flag-c 4;d;LPS +
£ pcDNA3. 1-3 x Flag-c-NUP85 4; SIEHW A LE: *** P <0.001; 5
F
g 0.5p LPS + pcDNA3. 1-3 x Flag-c 41 L4 . " P <0. 001
= 0 0

IL-6 TNF-a

B 5 EARH pcDNA3. 1-3 x Flag-c-NUPS5 /5
Western blot #& il #¢ J [ -F IL-6 #1 TNF-a B3R i%
A : Western blot #3 1L-6 Al TNF-a )75 1 34 ; B IL-6 fil TNF-
o FEFEBHARE ;a, IEH 4 ;b LPS 4 ;c: LPS + pcDNA3. 1-3 x Flag-
¢ #H;d;LPS + pcDNA3. 1-3 x Flag-c-NUP85 4 ; SIER 4 IL#, * * P <
0.01 ;5 LPS + pcDNA3. 1-3 x Flag-c 4 lb# . # P <0. 01

FHN S AE S AR P B TR AR WA —,
RAW264. 7 4 6 5T B ORI AL 2 E Yy gl 21
W SETFIZ A0, 38 T AR — ZR 3 R AE
A, A TNF-o IL-6 25070 36480 [ 72 ik K
SR AR A AE AR S R A R A B X s %
i 150 B T RAERTRYT . AERAN g,
WIEFH LPS 55 RAW264. 7 40 M /5 kg 48 4 41 Jifd A5
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IS R ABFSELER] LPS %55 RAW264. 7 4 Jifs
J& , ZR1T NUP8S Xf 44 K TNF-a Fl IL-6 KA1
SO, BCAN AN YE T A MR A T B — AR
3, A NS5 SNBSS 2] il & PR T AR R
A0 B 5 i gea 19 A A S A 6l NUPSS 2
X RAW264. 7 4T AEAEH , B N A v R A
SCHR # B, N, AR S5 L BF 55 T NUP8S X
RAW264. 7 T A5, FER NUP8S 76 A4
e R o DI READ R TE A B B AR S k1
732Kk CCR2 Ml CCRS 45 &1 ek fs 516 %,
TE—Be YRl sh  CCR2 AT CCRS Y BH W B WHIE
AL LA ] e i 1 83X (AT NUPSS Bl — A~ T
IR YT RS R I, AT 5 O A R
pcDNA3. 1-3 x Flag-c-NUP85 i3 %35 ki, #1145 T fi#
NUPS5 [ UJRE, D% e s ok s DA | K
ORI FE e 2 RAW264. 7 4lHY, Western blot 45 51—
AE W O 3 # 3k, CCK-8 453 i 78 NUPS5 i
FIRJEReE M f] LPS 15 5 19 RAW264. 7 4 it iy 3%
BE ., 5 im A AR A I NUPSS X RAW264. 7 4l fifg
PAT-ATE T VE L, 45 L R, NUPSS i 35 )5 g%
{2 i RAW264.7 4 il 9 9/ 1=, 1t Ab, 3 i )
RAW264. 7 4l 8 % 4 pcDNA3. 1-3 x Flag-c-NUP85
Jiki sy NUPSS i Rk BIAY A58 NUPSS X & it
K IL-6 #1 TNF-o 43I0 F9 85 /E A . Western blot
ZERL R 3k NUPSS J5,IL-6 Fll TNF-o [ 323K
IRV EH  ELISA 455 — 0 R Wi 35 NUPSS fig
AL E R AE ] T IL-6 F1 TNF-o FY43 0, 33X SL 5256
25 IRW] NUPSS GRS Hi] RAW264. 7 4t il %) 3% 5
IR I AT IF R fEiE 4RE I+ TNF-a Fl IL-6 1)
I3, IR JE RIEAHCBIRIIRITIT R T IRSEH
Fefil, BAPIE F W mTOR {55 % 7F 48 4 M
Y O S B R T, BRI R 40 1 20 P
ARRAEHFH =AY T LA SCHR RN 56 52
B2 50 NUPSS FIfigid i mTOR {5 38 i 5% el

RAER TR, SR1T, NUPSS 5 0 T Al 8 AE =2 []
() EARVE ML A fritE— 2B, B2 TR gk
X NUPSS £ 5114 A5 R PR AE A v 11 08 76 07 FH i
THRABFSE
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Construction of eukaryotic expression of mouse derived
pcDNA3. 1-3 x Flag-c-NUPS85

plasmid and its partial function research
Yao Yan', Wang Shuxian' , Wu Yincui',Hu Shuang' ,Hu Ying',Pan Linxin®, Xu Tao'
('School of Pharmacy ,’School of Life Science ,Anhui Medical University , Hefei 230032)

Abstract Objective

To construct a mouse derived pcDNA3. 1-3 x Flag-c-NUP85 expression plasmid and observe
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elF2B1 TEATF MR i #aik e 2 X

FEOCH' JARE? SRR IESE R R AREY

HE B8 HITEAZAM IR LR F 2B1( eIF2B1) 7E
AU AfRIEE (HCC) Hh iy 2k 5 G R TR A SCE, Ak

X RRAR BE R 743 ] HCC B35 B9 I R AU AT BE 17 , %
91 BILEA e R a5 B A9 5 BT R EE (HBV ) M1 %
B HCC B, SR 5 I 4141, Rl B8 B i i 2% >
2 em BYFESFALLY, il YERHLE R, 31T Western blot Fl g
PELALTCES 8 Tmage J 20 A 2 2088 v e €0 1 PR M 40 i LG
B % Western blot £5 (K LA , 1813 R4. 0. 5 RN AR
G R RV AT R BT, R sl
AEE S PL TR AT T 2 L 2P i R 5K, elF2B1 7 s 4 21
PR FIARCR 58 . Western blot 255 R, 5 HepG2 21 Jif
b4, eIF2B1 7 HepG2. 2. 15 4l tf F LT ok, HCC L4 h
elF2B1 AR 5 E HHHIE (P <0.05) , Cox ZHZE M IH

2023 -01 - 04 $£I%

HETH LB ARFAEL S (i . 1608085 MH162 )

VR AT TR R R B B B FRL 2 AFRHANEL A0
230601

TSR IR, elF2B1 (3352 HBV-DNA FHM: B Sk I
PRI ST fa s I 22 (HR =4.28,P =0.018) ., 4t 7F
HBV FH5EHY HCC ZH41 , elF2B1 (K35 B g H 5 HBV
DNA BHAE Y 85 B A A A7 B2 AH G

KA AN OB RIR T elF2B1 ; elF20u; 25 1 BT B
PR A

hESES R735.7

XHERARERS A XEHS 1000 - 1492(2023)05 —0799 - 07
doi:10. 19405/j. cnki. issn1000 — 1492. 2023. 05. 016

Jir A e PP 2 A R B /S R | J 4 i B i
RIS FER 955 =" FEFR I, P40 M3 (hepa-
tocellular carcinoma, HCC) J& & % UL B9 o 2880 | 5
BRI 85% ~90% > T i T HGRR FEEE ,
WG RS, K258 E s n C AL T899 1 h i By
B, Wa AN, & BT BF S8R B9 o 8 A 2 S T

HCC MBFFET N Z — . ARSI LB,
A TR ) VR P A B R 1) e LR A SR AR R A R
HEMVEH] L HR2AE HCC b, H T IE kb 2 68 1 iF

A e 1 w1 A
ARRESY, B, 28, Wt AR U, AT AR, E-mail ; ayzou-

guizhou@ sina. com

its effect on expression of inflammation factors in LPS-induced RAW264.7 cells,as well as on the proliferation and
apoptosis of RAW264. 7 cells. Methods The NUP8S5 gene was amplified by PCR to construct pcDNA3. 1-3 x Flag-
c-NUP85 eukaryotic expression plasmid. The pcDNA3. 1-3 X Flag-c vector was divided with enzymes. The purified
PCR product was ligated with the vector,and the ligated product was transformed into bacterial competent cells. Af-
ter identification by enzyme digestion, sequencing and analysis were performed. Then, it was transfected into
RAW264.7 cells,and the blank plasmid without NUP85 gene was set as the control group. The effect on cell prolif-
eration and apoptosis were detected by CCK-8 assay and flow cytometry, and the expression of inflammatory cyto-
kines such as tumor necrosis factor-a (TNF-a) and interleukin-6 (IL-6) in LPS-induced RAW264. 7 cells was de-
tected by Western blot and ELISA. Results
pcDNA3. 1-3 x Flag-c-NUP85 eukaryotic expression plasmid was successfully constructed and expressed. The results

Enzyme digestion identification and Western blot results showed that

of CCK-8 assay showed that the cell survival rate of NUP85 overexpression group was significantly lower than that of
control group after 24 h[ (0.55 £0.03) vs (0.67 £0.05) ,F =30.98,P <0.05]. The results of flow cytometry
showed that the cell apoptosis rate of NUP85 overexpression group was higher than that of control group[ (15.78 +
1.05)% vs (13.40+0.47)% ,F =75.38,P <0.05]. The results of Western blot and ELISA showed that after
transfection of pcDNA3. 1-3 x Flag-c-NUP85 , the expression of TNF-a and 1L-6 in RAW264. 7 cells were higher
than those in the control group,with statistical significance (P <0. 05). Conclusion NUP85 can inhibit the prolif-
eration and promote apoptosis in LPS-stimulated RAW264. 7 cells,and NUP85 can promote the expression of in-
flammatory cytokines 1L-6 and TNF-a in LPS-stimulated RAW264. 7 cells.

Key words NUP85;RAW264.7 cells;proliferation ; apoptosis ; TNF-o ; IL-6



