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Abstract

AIM: To explore the serum expression of
granulysin mRNA and protein in patients with
primary biliary cirrhosis (PBC).

METHODS: Patients with PBC (n = 60), hepatitis
B related cirrhosis (n = 60), and healthy controls
(n = 100) were included in this study. Based on
TaqMan fluorescent probe technique, real-time
quantitative reverse transcription-polymerase
chain reaction (RT-PCR) was performed to de-
tect the expression of granulysin mRNA, using
18S rRNA as the internal control. The level of
granulysin protein was measured by immuno-
histochemistry.

RESULTS: The mean copy number of granuly-
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sin mRNA was significantly higher in PBC pa-
tients than that in healthy controls [(2.7 £ 2.5) x
10° vs (3.0 £ 1.9) x 10, P < 0.01) or patients with
hepatitis B related cirrhosis [(2.7 + 2.5) x 10° vs (4.7
* 3.6) x 10°, P < 0.001). Meanwhile, the serum
level of granulysin protein was also markedly
higher in PBC patients than that in healthy con-
trols (15.48 + 3.24 ng/L vs 4.76 + 2.32 ng/L) or
patients with hepatitis B related cirrhosis (15.48
+3.24 ug/Lvs2.57 +1.84 ug/L, P <0.01).

CONCLUSION: Granulysin expression is as-
sociated with the occurrence and progression of
PBC, which can help to make diagnosis for PBC.
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BrY: KBk % (granulysin, GNLY) £ R
KRR T T A A Fe B (PBC) WP 89 &R &
H &L

Fik: R ATaqManif4H3 K, vA18S rRNAY
A AR, M Z60FPBCEH A o P GNLY
mRNA® S 2, F B )R BB 5% 72 & ik
(ELISA), #mPBC#% % fiF PGNLY & & &9
KPS AE AR 28 (n = 100)F= TR AF K AT
ARALLA(n = 60) ) X FE.

ZER: PBCZLIGNLY mRNA# P33 N #% 8 %
& T AT R A[(2.742.5) X 10° vs (3.011.9)
X107, P<0.0114= TRF £ 5 AF AR AL L[(2.7 £
2.5)X10% vs (4.7£3.6)X 10°, P<0.001). PBC
BEOFPFHOGNLYZ O R LR E S TR
%+ PR 2A(15.48+3.24 pg/L vs 4.76+2.32 pg/L,
P<0.01)A= TR A X JG AF A2 AL 20(15.48 +
3.24 pg/Lvs 2.57+1.84 ng/L, P<0.01).
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WKLV 25 (granulysin, GNLY)/2& H B0 40 i 25
PETHE 40 g (cytotoxic T lymphocytes, CTL) Al H
SR AN (natural killer, NK)= A= 8] —F BH 2
TEOUR, REW A E YRR 4l ™. GNLY
() IR 3 2 — e 25 3 711, % VT B A% 4 i
PR A A DR T B A S R CTL 24 4
0 G 985 I 5 (1) EERUN. A0 L, AECTLH kS 3= EA4E
MIHECD CTL. Ji A PN 1 A4k (primary
biliary cirrhosis, PBC)2& —F i A ) H & o
R VR, o AR I FE A0 M 1 JH P RE A 1 1
FORE ML A DR T 4 v i, 2 e RO B
JEL P2 PR R MR B (8. C D T4 A 311
o5 RN 2 5PBCH IR b R 40 L F0 41 i il
I R RS U JLAE, FEPBCIR T &
SRR, PATIE L AL R L GNLY
FQ-PCRAELISAJ VAR I A1 J il GNLY AE 4]
mRNAFIE L, 730 W s FBH B TR
WGNLY 5PBCK A KIERIAHCHE, AW
RS Wi — & i,
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1.1 ## IHIKHH2PBCEZ 60413 N K
fIE BE B AT Bt B, 2 W AT O B R A
(AASLD)20004EHE#7 IPBC iz Witn ™, %5
B, w55, BT D11, KR EE45.6
+10.2%8 . Fi R A N 12 C R R HAE AL
KACEE6001, Fa201, 1841, Hk¥45.6115.2
% AR AN A EAR A & 1001, 4%, 1
5| 5PBCHIULEL. RNeasy Mini Kit(QIAGEN),
TagMan 2 XPCR Master Mix, Tagman Reverse
Transcription Regents(Applied Biosystem), f,
HiAGNLY mAb(DH4a, s ks ft),
RPLANGNLY 2 5B Pk (A LB = AR 47),
R A AL B (HRP) bR id B =E BT %1g G(Serotec
), GeneAmp 7900 Sequence Detection
Systems(FE[EPE BiosystemsA#), 55074

e ®PCRAI M. P Z18S rRNA LIiF 514
5'ACATCCAAGGAAGGCAGCAG3'; 5 |4:
STTCGTCACTACCTCCCCGG3'; ##%l: FAM
CGCGCAAATTACCCACTCCCGA TAMRA.
GNLY L5 4%): S ACTGAAGAAGATGGTGGA
TAAGCC3'; Fi#54: 5GCCCTGGGTAACTC
TAGACTGA3'"; #%4t: FAM CGGAACCTCCAGT
CAGAAGACCAGA TAMRA.
1.2 7k
1.2.1 FQ-PCRMGNLY # £ i& MR : 9)bt
HEILS mL, TG 23 2 A1 i 5S4 41 il (PBMC).
Fo AR U ISR I AN LB RN A, s e S 4 )
EEH P4, RO h42°C 45 min, 94°C
3 minZ 1k V. AR RNA 2.85 uL, 10X
Taqman RT Buffer 1.0 pL, 40 mmol/L Magnesium
Chloride 2.2 uL, deoxyNTPS Mixture 2.0 uL,
Random Hexamers 0.5 pL, RNAase Inhibitor
0.2 pL, MultiScribe Reverse 0.25 pL, JCRNAJ
K1.0 puL, 310 pLI R KA R, “YcDNA
RAFT-20C# . 195, PCR™Y4ib G S
pMD18-TH A 1 IF 4 0E, 2 45 40 iu
DHS5a, £ FBEIE, 0 BH 4 oo B E 47 XU
Y% g e, 733 E 4 FkipMD18T-GNLY,
pMDI18T-18S rRNA. FHEMUTRLIM EAE, %24
A 5 T, FHTEZZTELAL ¢ 106l #ke
B X 10°-1 X 10%48 DL btk it FORE AR 20 51 33047
PN EPCRY 1Y, I ARUERNLE. 3410
50°C 2 min, 95°C 10 min, 95°C 15 s, 60C 1 min
40NEER, S5 i EHA 3G VT B & A A TR TR
5 1%L
1.2.2 ELISA#% M &2 3% #GNLY ¥ $ T AGNLY
mAbH T 96 LA T4 CiL &, ImAS
10 mL/LAF I H A FH(BSA)10 mmol/L
PBS(pH 7.4), 4°Cid . 0.2 mL/L Tween20H]
PBSYEVS, 73 I AARAE i 1E AR I,
EH37TCHFE 1 hadedk, M alIAGNLY 2w
PUARHRPERICH P AleG, E37°CHEITE
1 h, DAB/H,0,% {120 min/& I AH,SO0,2 1} 2
N, B AEEEAR X 450 nmAk L (.

Gt F AR 2% Hmean+SD. 4B
RE(CVYKREIR, ZAVRLZ 8L T 2% 5
r, PRALZ A EE R A 56, P<0.05IA A 4eit
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&1 BSCIAGNLY mRNASEMNESMNER (mean + SD, 7 = 60, $01/ug RNA) mEaAnA
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PBC 5.35x107-4.61x 10° (2.7 +2.5)x 10®
C BTSRRI 6.74x 10°-3.80 x 10° (4.7 £3.6) x 10™
ERNR 9.28x10°-7.32x 10’ (3.0£1.9)x 107

2 BR

2.1 LAIATE W X AR T A AR SRR
BE P B EABLARE [ B 3647 5 S PCRASIN, )3k N\
FREOGK ARG 2 BT E 2R (cycle threshold,
CTfEAE A AT I I 5 . AEIX— X i ] C T
S A AR A R I bR AR RRAIAR 3R
U P DB X K (log10), DA% B (1 C T,
GNLY it i ZeAH 8 R 0L 51)0.996( K1 1). LL18S
rRNAN AR, 18S rRNAKEIIC T 7E14-18
Z TN A 2B bR A, B IRRN A S s 0%
(1 — k.

2.2 GNLY mRNA# &k FiATbr AT = 5 K
QURHUISIE, AR AT P 7 5 DR 4 LR 25 R A
RNAMKEE, #4025 R 5045 DI%/ng RNA. %41
GNLY mRNA & [ skl 45 R £ 177w,
PBCZIGNLY mRN AWk & i 2 T 15
TRA1(P<0.01), 1Ml ZHUHF R FAEAGLL 2 5K T 1
5 X 2 (P<0.001).

2.3 ELISAal fo 7% P GNLY A5 bR A bR e
BE24L, H2AL ¥4 450 8 W 52 AH. 60151 IF ek
NI MLEGNLY B 44.76 £2.32 pg/L,
60151 &I 5 AR A 41 55 3 s TP GNLY -3
JKFH2.57+1.84 ng/L, 604IPBC i (1 1L
SR M 15.48 +3.24 ng/L. PBC U IMLiE
GNLY [ 75 5 40 35 1 T 15 0 ORI S 28 6 JH
T AL 4 (P<0.01).

3L

PBCE i B 5 e i A7 O8Itk 2 E VI
PRI, A EREAE A AN N I 1 AR e 1
TTPERPEI . 90% LA - IHPB CHE 3 1Ly H H B0
P RAAPTIR(AMA)-M2IE Y, 50% &34 H BT
EAPUARANA)Y, G HOEFR, PBC 4 A
SR AECD 11 FC D123 Le ol 55 AT 2 fig 45
AL FTAMA-M2FTA = A AT I 5 R . A
S ST R, h EPBCHEF# SHLA-
DRBI*0701JEPAIAHOG, S5, 636, dbRk.
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