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HE BN RERBLLESEES EFAIRTEHRES(OPN)IT R EREREN £F. ik AA
AR B S R g AR B ORI B B 2 G B B BOEF AR P 4 B 44 OPN & &, i1t HOLAN %2 %
20 OPN #4 A% B 18] B A% 7E e, it ELISA sk M 2 B B3 4 Gz 8 % 5 £ A2t OPN B £ 7.
R B4 LEEET OPN R OREFALA KA MA I A[(17.7£1.07)d vs (20.4+1.90)d], %
Biuirh e B BL 4 AL A B2 B84 g & et OPN & & R EAKT E% A2 OPN & &R &
[(69.60 = 5.41)ng/ml vs (82.08+5.63)ng/ml], £ 73 A %t FEX(P<0.05), it LHEFANEK, ILEELE
%% B e T OPN & & 4 2 B B s A% 76 4R 55 OR B BUA.
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Comparison of anti-nucleation activity of biliary osteopontin from
cholesterol gallstone patients and normal individuals®

Man Guo?, Hao Zhang', Wei-han Li*, Jin-hong Chen?
(1.Department of Galactophore and Thyroid Surgery, Nanyang Hospital of Zhengzhou University,
Nanyang, Henan 473003, China; 2. General Surgery, Huashan Hospital,
Fudan University, Shanghai 200040, China)

Abstract: Objective To compare cholesterol nucleation inhibiting activity and concentration of biliary
osteopontin (OPN) protein from patients with cholesterol gallstone disease and normal individuals. Methods Biliary
OPN protein were separated and purified from cholesterol gallstone patients and normal individuals using
ultracentrifugation method combined with gel electrophoresis. Nucleation time and nucleation activity of OPN protein
from the two groups were determined by HOLAN method. Concentration of biliary OPN protein of cholesterol
gallstone patients and normal individuals were detected by Elisa method. Results Compared with normal individuals,
the biliary OPN protein of cholesterol gallstone patients had shorter nucleation time (17.7+1.07 vs 20.4+1.90) d, and
weaker cholesterol crystal nucleation inhibiting activity. Biliary OPN protein concentration in cholesterol gallstone
patients were lower than in normal individuals (69.60+5.41 vs 82.08+5.63)ng/ml, the differences were statistically
significant (P < 0.05). Conclusions Comparing with normal individuals, cholesterol gallstone patients have lower
biliary OPN concentration and weaker cholesterol nucleation inhibiting activity.
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REATRE VA R GEH DL , B E AR A4
T ORI B Z5 R S s, H AT ALAE A 3 S 1
R R v R, e DL JIE [ e A 4 K A okl
VAL L A T P 7 SR R AR T s A - o
B ghidl, PR AR e 22 0t 1 B A B 4 )
PR E I R R ER . B EN
(Osteopontin, OPN ) J& —Fh B 2 fL B & 111, 20 1% 314
M EFERRIREE  AXT 73 F i 20 44 kD, )iz 53
T Z RS, 5 2R NP, A
IR AT GE &Z BE, IR OPN AE A ZE 22 (1 1 il
W7, B T K A [ B4 S S, AT
58 B AERE— 2 R A [ B2 AR £ 5 5 1E R AT
OPN 5 [ ¥ J5 K0T L 1 Pt Rl A% 15 A 5 i ) 22 5, LA
SR HE— 25 F OPN 78 JH [ B4 41 T8 s 72 v r
RAERIEF KL
1 #ERSHE
— &R
JIF [ P s i R BT 22 53 CRRAR R S
7R I B B i BH S B 2014 4F 2 H ~ 2014 4E 7 A
ABEHEZ 167 IR RS AR R, A5A S
EEA D) IE R ARYRRYT 10 3 (BRA< B [ % B [F]
WA B3 36097 B SR IMA AT RS AE TR B ) , A
S 28 PR BEAS BRZR A S it ME IR RIS R S R &
HHH bR AS 32 B8 STRASBERGEFIT IR 1 75 V5 43 % T8
FE T ,4°C .10 000 r/min 5.0 15 min, £BRA, 5%
JE AR (0.05% 555 % .3 mmol/lL &4
B.1 mmol/L =41/l Ik F1 5 mmol/L K Hu R4l ) & T
-80 CUKFR R IRAF 25 T
1.2 EWHE
121 feieay sl & O I RESS A B FE R
ABE T4 5 ml,25 000 r/min & .0> 10 min(5415D,
Eppendorf, {5 [E ), fliH )2 E W, FLL 0.22um
JIES 1 18 A% 5, B AR WU A R 2 4 e (Sigama ) TE
R EE RS, AR5 LA 45 000 r/min B E.L 3 h, £
WA S AR 1 )220 W B A A3
1.2.2 27 OPN & g4 & o %2 HL 100 |
RE3, PSR 200 w1 3843927 ,2 500 r/min &5 .0
15 min, B0 A 7 IR, B DT UE P AR TR
e, SO IR SRR P LA S A i T
HHE T 2 4 3R VS s T i 5 ik ( SDS-PAGE ) i 147 v
50 mA THE L PR, HIKTEER G  BEC DL 1%%
e ik R250 YL@, 6 h, Z 5 it . YIHL 44 kD 4H
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X} 43 I e AR 1 B T I L bk Ay, RO 1
Py 55 E R FH BT OPN #7044 (Abcam) FH Western
blot i 4 & $E R I T o 53 bR 0 B B BT 48
50 mA fHEHLI 3 h, #e4i, B ih R4 H
1.3 PEEEBEZEAERESESE AT OPN EGH
DAL 7 53

Z B R Y KIBE 340, il BIg vk B2 (IREL +
FRwERS + AR EEE ) 100 /L, BE [ BI85 1.2,
NEER 1 Wl R 4. EAARRSY - IHER 129.54 mmol/L, B
WifE 32.38 mmol/L, JH [E % 13.56 mmol/L. HUIH & iz
GERERE . IEH N OPN 8 A M AAREAE A, 7
SRR, 42 ) 2 R B2 50 wg/ml, B2
284y, BT 3T CHIRIAAE. %2E 30 d & H [a]—H
6], FE G s T SR [ g S A 5 1 . 2 18
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T AT DA R ] s — AR A 1 TC I S A S
P, LARBH st o B 5 R H AT OPN 2 H 4
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1.4 [EEREZRESRESIEE AT OPNERIK
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N7 OPN #E[1 ELISA Ayt 2k, R A% HoAs e
BVOR A R Al 1 OPN 28 F H AR v hin 2] il b
M, AL 100w 1,37°CHLHE 2 h, SR)5 H 2%4- 17
FIEE [ 37°CEH 2 h J54A: . ¥ RIFE R OPN &
FIARE SR YOI A BEFR A FL , Bl 100 1, 45°C RN
1hJEdad. 25 8FLINA HRP 100w 1 (1 : 40 &
FE),37°C I I 1 h J& &L A B &5 g 45 IS 4 T
100w 1,37°C FERG4L 15 min, N E#, HU 450 nm
BRI H, TRgR Y 32 HUEEFL OD fi, #57. OPN
B AR EEARE I 2R 1 i . SRS LA ELISA %
00 JUEL 1 P 55 A AR M R AR OPN 85
1.5 SitFEH*

K HH SPSS 18.0 etk A A T AR AL B, T %
RIS EL + bRifE2E (x = 8) Fom , Wi S50 i o) H
J5 225501, 7 22 M = R 3Eak T, B LSD K
B EAT WG L2505 R T OPN i 8 55 SR FH b <7
A K IRT, P<0.05 A2 A Gl 2E 3 L.
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A TE R AR5 B [ B 5 F A
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i H RN IE B A IE T OPN 2K 1 S it i) 5 A A v
FIER AL A, 28 LSD e, 2 R A it L (P=
0.023 1 0.009); AH[EIE4, A 4E 5 A OPN & 1
BRI ) TE B ABE T OPN 28 P A it 1] b, 28
LSD Ktk , 22 %A Geit 2 L (P=0.014), VAL P
S5 A E B 5 IEE AR OPN & 1 4 A% st [ /
PR 2 AR )35 A e, LR P e A8
JEYT OPN 28 BRI M i 55k 118 (IR T 5 I1EH
AN 1.36, WL 1.
2.4 [BEEBEZLERIEREMEE AREH OPN EAQIK
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1 ELISA LS BIbRHERR 1 R 50 REOL B, 2t
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B -actin

e mo/ml, M E Z 80 r=0.99) ., 1 ELISA ¥EMI45 A0
[T B 485 i S8 FE 8 AT OPN 2 11 % 1t 43 )
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*1 PEEEEGAESREMESART
OPN & H % 8 0 s A% 55 1

2151 WRE ICpg/ml)  BEAZRSTR] /(d,x+s)  ARAZTG P
HEHA 50 15.0+ 1.64 1.00
YL T P 45 A i 50 17.7 £ 1.07Y? 1.18
N PN 50 20.4 +1.90Y 1.36

T D)5 HE A, P<0.05;2) 51FH# AL H 4, P<0.05

*2 [EEEREREMEEARET OPNZEHEENE
fH7+ OPN Y i /

41 (ng/ml,x £5) gt P
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10971  0.004
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3 it
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T B A ST R b R AR SRR . RIS D
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