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Abnormal expression of GP73 in peripheral blood CD4" T lymphocytes of patients with
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[ Abstract |

tients with hepatocellular carcinoma( HCC) and its influence of Thl/Th2/Th17 subtype differentiation. Methods

Objective To investigate the abnormal expression of Golgi protein 73(GP73) in CD4 " T lymphocytes of the pa-
Fifty cases of
HCC hospitalized in this hospital from May 2015 to February 2016 and 50 healthy volunteers as controls were selected. Peripheral
blood was collected and CD4™ T lymphocytes were isolated ; then the expression levels of GP73 and nuclear factor kappa-light-chain-
enhancer (NF-kB) in CD4" T lymphocytes were determined by using RT-qPCR and Western blotting methods; furthermore, the se-
cretion levels of 11.-4,11.-17 and IFN-v in the supernatants were examined by using ELISA method. Results GP73 mRNA expres-
sion in peripheral blood CD4" T lymphocytes in the HCC patients were significantly up-regulated compared with the healthy volun-
teers, the difference was statistical difference(P<C0. 05). The expression level of in GP73 overexpression group was significantly in-
creased (P<C0. 05) , while which in the GP73 interference group was significantly decreased(P<C0. 05). Over-expression of GP73 in-
duced significant increase of 1L.-4 and IL.-17 levels and significant decrease of IFN-y (P<C0. 05) ;silencing GP73 induced marked de-
crease in the expression of IL.-4 and 11.-17 in CD4™ cells and obvious increase of IFN-y(P<C0. 05). Conclusion GP73 is over-ex-
pressed in peripheral blood CD4" T cells of HCC patients, moreover GP73 is very likely to participate in the inflammatory reaction
by activating NF-kB to cause the unbalance of Th1/Th2/T17 and promote the occurrence and development of HCC.
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F (HCV) & 14 {4 ; Child-Pugh JF DI 6843 A 9 47 1. B 2%
349 s F i 2 11 (AFP) <400 pg/L 35 ], =400 pg/L 15 {5 i
FEA/NTESET 5 cm 32 ], >5 cm 18 il g EH 1 4> 45
B2 AR LA b5 Bl AR AL sk 44k 11 B, oh 434k 30 il
I3k 9 B A A IR 24 ), DG AR IR T 26 . 55k BUIR AR
Hh A U P A1) DG 1Y £k B AR R 50 i R X IR B 26 £ £
24 Bl RIS 46~T76 5 T AEE 59 . WA — SR} B2
STG T L (P>0.05), BA T bk,

1.2 FZME  GP73 /NFH RNA(GP73 siRNA) i if 3% ik
(GP73 Overexpression) Z& ( FilgFH I H AR AR AT
BEEZ AR B DH5a A 400 HepG2 f A 52 56 = 7
A2 BRI M W W Bgl 11 . EcoR T . Hind [T . T4 DNA 3% 4% i
(TaKaRa A &) 5 & [ & (Promega 2 7D 5 5 A 4 Bl
& (Tiangen A 6D ;519 SO T o AR &) S8 8. Ak B 40
f 53 B W (3 GE A #)D s 8 J1 48 .CD4™ g 2k KO &1 . MS 43
BIH: (7 E Miltenyi Biotec 23 7)) s RPMI 1640 8% 35 3 . TRIzol
A G 2F 13 & Lipofectamine 3000 Jig 57 4 % Y i 71 (3£ [
Thermo Fisher Scientific A #]) ; L2 Y6 E & PCR XA &=
AW TR (R A R A ] GP73. 8% M F kB(NF-«B) . GAP-
DH 519 [ TA Y TR R B A BRA 7 1 A B A £
ALy FHE AFN-» L7 (MR R EF AW HRBFRA
7)) s NF-«B & GAPDH $i{& (3£ [E Abcam 2 F]),

1.3 ik

1.3.1 CD4" Tk A s ik U e Mgl RS
I R B A A R B A A1 S I 4% 10 L, oA 9 A A 0 S O
SR FH 8 BE B B2 B0 05 43 B9 S 5 A J I A — A% Al L (PBMC) .
CDA™ B 43 3% 3057 £ 4 B U 5 4 1% PBMC iy CD4™ T ik
B A A A A B 43 O SR P O = AR A T S L A R A
JEHIRF 9520 . ARMEIE SR AR TR A3 CDA™ T 2
A AR A7+ —80 CLmilk T IR SR 3R .

R H T R 4R 43 19 #F X GP73 siRNA F 41 5'-GCC AGT
GCA TCA ATC AGA T-3',3f 2 BLAST 43 #r i & 5 H b ©
JHE DA WA [ U P O 4 B pSUPER. retro. neo + gfp 14 11y
VB AR & B T PS5 BL ) DNA JF 5. H% i U 2% 8
T 1 T I U 5 T OE A A AR R TRy 2 A psiGPT73,

Flag-GP73 #; #& 19 #4 # human gp73-BamHI-forward: 5'-
CGG GAT CCA TGA TGG GCT TGG GAA ACG GGC GTC-
3", human gp73-EcoRI-reverse:5'-CGG AAT TCT CAG AGT
GTA TGA TTC CGC TTT CAC-3',

B A3 Ve R EE A BE L CDAT T k2 4 i m A & 10% G
41 i A RPMI 1640 %5 3% W, 4> % n A GP73 siRNA
(psiGP73) B i % i& (Flag-GP73) # 14, {# Fl Lipofectamine
3000 FE UG W] PR R HEAT R Y, B S A R B Y A
GP73 T4 & GP73 53 K KA . £ anti-CD28(1 pg /mL) il
anti-CD3 (1 pg /mL) I8 % 1 .37 “C.5%CO, %55
72 ho W R AN K FEWGHEAT R SRS
1.3.2 SEmF% Ot & PCR &l GP73 . NF-«B mRNA & ik K
o —80 CHRAFEM CDAT T ik E 40 M A 1 mL TRIzol, #%& I{
VA 4535 /R B LR RNA i — 25 35 52 28 % 2 f PCR XA
LW SR A R cDNA JEXT B SR ET YR . GP73: RSl
# 5'-CAG CGC TGA TTT TGA GAT G-3', Firal4y 5~
ATG ATC CGT GTC TGG AG-3';NF-«B: a4 5'-ATG
TGC ATC GGC AAG TGG-3', Fi#51 4 5'-CAG AAG TTG
AGT TTC GGG TAG-3'; GAPDH: I ii#5| ¥ 5-AAG TAT
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GAC AAC AGC CTC AAG A-3', FifF5]4) 5'-CAC CAC CTT
CTT GAT GTC ATC A-3', PCR JZJi 4544 :95 C30 5595 °C 5
$,60 C 30 5,40 MEH . PCR F=H) iM% 35K H 224" 3%
AL UL GAPDH R KxEAE NN S,
1.3.3 ZEEFEPE 3 (Western blot) #ll NF-«B % (4 2 ik 7K
S RIPA ZYf i 4 fif A0 ML J5 » 64T SDS-PAGE ¥ B¢ Hi Tk
SEEAEEAE PYDF B, IMA S BRE R 5 1 h
J5 s A NF-«B FUA 4 C 0 & 1 5. Ve i A AR 1 S 4k 9
B (HRP) FRic iy Z 40 & 1 h J5n AL % &6 ¥ It 3k 15
W,
1.3.4 ELISA il IL-4 IEN-y & IL-17 /K% #5Y  F 5%
Pty CDA™ Tk ANMI B 57 72 h )5 . AR 8 ELISA 35 & Ui B
B M E LR T4 JFN-y IL-17 {53 WK
1.4 it b3 SRA SPSSI7. 0 G it B #4740 7. 1=
PR TEs #oR R c R, B P<<0.05 BEFAH G
2 & ®
2.1 GP73 mRNA W FRKKF I EHESNE M CD4T T ik
EL 4 GP73 mRNA [y 3Rk B8 AL T =, 22 R A Sl 2
X (P<0.05), WE1,
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F5) R R R CRAKFXTIRAL 1.1 £5) ., 5 GP73 mRNA fii#£
TRAHEL » i 2235 2R 32 IR AL Y I RS B, (45 TNM Il IR
43 W1 .Child-Pugh ¥ 845 9% g B 4% 0 B 98 40 f0 7 3 (P <<
0.05) ;i Ffl HBV/HCV Jg& e | AFP | i i B K i %5 35 i 25 6
HA 5 ¢ & (P>>0.05),

GP73 mRNARYZRIA 7K

GP73F 4R

FiguA
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2.3 FERBFHHCE GP73 4 CDA™ T ik 5 4 il NF-xB % ik 7K
R GP73 5 Fik 4l CDAT T #k 40 Md b GP73 mRNA
IR AR FE Y 4 B . 1 T (P<<0. 05), 1 GP73 T 4 8¢ AR %%
YL 2l W I B (P<0. 05) , UE AR5 e i T, LB 2, GP73 i 3%
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k4] NF-«B mRNA J 2 1 35 K F 2 B 8 A 5 (P<<0. 05),
GP73 T4 41 W] B & AR (P<C0. 05) , ILIE 3.,
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KEERE  GPT3iRIALE GPT3THLA KA GPISTFAE aPI3THE

3 HACDL TiHEHMB NF-«B mRNA B
BERHRIEKTE

NF-1B mRNARYZRIE 7K

2.4 EE 5 4d R R ANE b Y TL-4  IFN-y #1 IL-17 K
Fr R S A L R R AN M T4 R TL-17 fgK
S0 8 A IEN-y 7K B @ B4R (P<<0. 05), WL3& 3,
%3 BESEEAEINE MR L4, IFN-y F0
1L-17 B97Kk FEb % (£ 5, pg/mL)

2 5 n IL-4 1L-17 IFN-y
XPHE4] 50 30.80+32.79 72.65+12. 33 49.69+16. 38
4 50 62.19452.93 142.56+22.36 23.45+7.21

2.5 FFEBF5UOER GP73 X CDAT T k40 1L-4 . 1L-17
IFN-y S sgm S5 RE A M . GP73 i Rk 4l h 14
A IL-17 KW B TF & IFN-v 7K 3 W] & &A% (P <<0. 05) 5 1]
GP73 T A RULE GP73 J5, H 7w IL-4 f1 IL-17 /K F 5
A Yo 1 W 8 A IFN-y KB s B JH(P<<0.05), DLk 4.
F4 FRIZESME GP73 3t CD4" T #k B 2HAE 114
IL-17 1 IFN-v 43 i B S (T =+ 5)

2 I-4(ng/ml)  TL-17(pg/ml)  TFN-y(ng/ml)
EN i 233.41£15. 31 8.1342. 89 65.1347.56

GP73 it k4 270.254+17.81*  14.8443.90" 43.78+3.87"
GP73 FH¢i 198.914210. 94"  4.1971.13" 85,3129, 15"

* P<C0. 05, 5 R Y 4 L
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A S B NF-«B 1 )3 3l v] DL 2T #0553 3L 40 i 4%
FhRAE AL SRIE R R A . TEARBIFEH 72 CD4 T ik 2 4
fifl ik 6 35 GP73 J5, NF-«B ) % 35t B 2 T 98, i 76 U1 Bk
CDA™ T k40 (9 GP73 7] 380 NF-«B ik TR, 275
GP73 0] Bt i s NF-«B {5 538 8% 00E 48 0E K, A T A2 3
PO I R A FUR TR

CD4™ T kB 20 A & — 28 Th, 5 3 fib 258 B9 3k 12 40 i R[]
CD4 ™" Tk B2 20 0 308 23 43 306 45 0 240 it B - 6 AL 448 174 925 ) i il
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FE AP WAE, Thl J& Th2, Thl 3= 29 5 #1448 i 5
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B B T R g A K TR R FR S DY W, 1L-17
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WESE v, 5 e e N HEAE L 98 A8 A A0 A il T4 A TL-17 1 K
-1 TS T TEN-y JKF B 8 B I (P<<0. 05) 5 3 %35 GP73
ZHep CDA™ T ik 40 TL-4 F1 1L-17 K EW & FJF, IFN-y 7k
SEHH B R AR (P<<0. 05) 5 T UL Bk GP73 J5 , 1L-4 fil 1L-17 /KP4
ALY W] B A, T TEN-y 7K SF B 8 [ A (P<C0. 05) , 1 W]
GP73 5t ik ] B8 BB & RN Thl/Th2/T17 KA. T
LR BT i I8 1) R 56 G e BT » A2 3B PR 1Y ke A Rk g

g LTk . GP73 72 JIF 9 /3 4N JE I CDA™ T 3k B2 40 fifd o
it 2R3k GP73 AR W] Bl i & NF-«B 2 5 RE [, 7
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M, GP73 5 Th1/Th2/T17 40 5 i 45 T 89 AL 1 IF AR E 4 . ¥
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