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F izt 454k W) i (Avidin-HRP) & Vector A w 7= i 5
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FeREEI 2. B 2 wg RNA F% | Takara ) RT-PCR
IRA G ERAE D IR, AT 5 PCR 474
SN § 514 : GP3ST, 1EM 5|4 5" AGCA
CCGTCTATGTCACCAT 3', 11 51% 5 GAAGT
ACTCGGCGATCATGA 3'; B-actin, 1F [0 5|4 5’
GAGCTACGAGCTGCCTGACG 3", <l 5/4 5'
CCTAGAAGCATTTGCGGTGG 3'. & W 41 4y
WL SETRAR P 65°C 5 min, 0 NI FE S 37°C

1 h, 99°C 5 min, 5C 5 min. PCR i 94°C 7%
30s, 55CiB-K30s, 72°CHEAF 1 min, 3t 25 NE
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% 5 A I 5%, K Bandscan #40 ae 45415 1)
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i Bandscan K5 NS B-actin K IE S5, =k
MR A h GP3ST 1) 22 e KAk H i &5 (K 1b).
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W YRS DL A4 1 > LB S 45 4 7~ A i GP3ST fifk
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Fig.1 Differential expression of GP3ST and integrin

subunit aV in various metastatic cancer cells

(a) The mRNA levels of GP3ST detected by RT-PCR. (b) The relative

amount of GP3ST mRNA levels. (c) Western blot analysis of integrin

subunit o'V expression in various metastatic cancer cells. 7:95D; 2: 95C;
3: PGBE1; 4: PGLH7; 5: MHCC97H; 6: MHCC97L.
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M gL RNA/GP3ST Jit K (19 41 B &l B AH GE 482 74 5t RNAi/GP3ST 41l i 5 Mock 4l i JTCHH W 1 2= ), Bt
M AZ N mAR B, /DB AR S BRIk W GP3ST SRIA M N AN SMMC7721 41l 1)L
(F13), T AR RORGR W] g, kBl BBRE) (AR R EIR).

WEA 40 i 6 )1, KINAE 24 h M1 48 h 5

Table 1 The expression of GP3ST in cancer tissue samples from larynx cancer patients and the clinicopathological

background of patients enrolled

mRNA of Gal3ST-2 Percentage X2 test
Total cases
high low of high (%) P value
Metastasis No 12 19 31 38.70 P<0.05
Have 8 3 11 72.70
Pathological type Focal hyperplasia and carcerization 1 3 4 25.00 P>0.05
Squamous carcinoma Grade 7 9 16 43.75
Squamous carcinoma Grade [l 10 10 20 50.00
Squamous carcinoma Grade [l 1 1 100.00
Verrucous carcinoma 1 1 100.00
Location Glottic carcinoma 7 13 20 35.00 P>0.05
Subglottic carcinoma 8 7 15 53.30
Transglottic carcinoma 2 66.67
Hypopharyngeal carcinoma 3 1 4 75.00
®) 120 -
100 |
.8
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Fig.2 Apparent decrease of GP3ST expression in transfected SMCC7721 with RNAi/GP3ST
(a) Detection of GP3ST expression by RT-PCR. (b) The relative amount of GP3ST mRNA levels. (¢) The decreased expression sulfated glycan
detected by Lectin blot with Bio-MAL II. 7: Mocka; 2: Mockd; 3: Ghp11; 4: Ghp12.
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Mocka Ghpl1

Mockd Ghp12

Fig.3 Morphologic alteration of RNAiI/GP3ST transfected
SMMC7721 cells
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aV(126 bp)
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> (_actin
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Fig4 The alteration of oV and 3 expression in
transfected SMMC7721 cells
(a) The alteration of aV and B3 mRNA levels detected by RT-PCR. (b)

Western blot analysis of aV and 33 expression.
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Fig.5 The decreased adhesion ability of transfected cells
to sL-selectin and TNF-« induced HUVEC
(a) The adhesion to sL-selectin. (b) The adhesion to HUVEC induced by
TNF-o. @—@: Mocka; A—A: Mockd; l—M: Ghpll; O—O:
Ghpl2.
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Ny BRI ERRS . BRI, RS i AN i K
T 43 PR R0 B0, G v B I e 1) 2 LB 5 B T A7 7
F O AUpHEE, HrIfAET N ADBESE, oh o FLAH
WS AR i, LRI HRTC b T 4
A, BATANF R A0, B SRAT AR AT 57 2 W ek T
B 1F) Lewis LU MEVR TR A 1H) Lewis X} E- 1 % & 11 2
HHESRIILE G RE ), WRER B- EEEE IR L- KERE
E O EA LA RO, i HLAE R R il R
96 4 it 2 TR VR AL 1) Lewis PR 5 0L 9 B2 4l
J B- 3 BE A I G B, X B Rg 4 A S Ak B B8 kL
I RIRE A AR DGR VE T, FLRS G A R B B 70X
A I Jg e A ok R rp R4 R WARGE . BAT T 5 48
7R T GP3ST ik 55 I8 (1 %4 % 5 e A7 76 AH G
DRk R IRAE i e R s e () g i - LB s 19
FLEERS W P Gal3ST-2(uk GP3ST) (KR E W W T
GRS W RE M AN . FRATTIE i F 728 ¢ ' th WL 5% B 7
i A I R T TR A L e I A 1 s LB B AR A
1, 5 GP3ST RIA L 45 WAH— 2. {H Gal3ST-3
LR, UG IX L IR L R BE I oA A
GP3ST Kk H oL, 4k, 14 JR iRk e 4
MR (Wi 41 20 b GP3ST B i 6k Lu ) Wl & i T
THEB AL, 25 P<0.05, AARENE
S, BB ER N R W] GP3ST ik [ i L5 il 8 (1)
MR RE WA, BRI IR RE AL IR R RS 1
U T Z BROX — PR ] B A LU e, 19 e )
R LR .

h T D AR I - FUE BE AT IR i #
AR FIALE,  FRATTIE B Rk GP3ST I i 41
il SMMC7721, 2% UUAE A RNAT T i #
VA EEFEIN A5G0, H GP3ST 45 S 1) 14 7 41,
FC A RNAV/GP3ST ik, Fase gy, ik
NV AE R R B M WA B, R B R
RNAI/GP3ST 40 g 55 15 77 2 0L (1) Bt 55 6 9859
ML 2R N IEWUR K, 5 TNF-o 5l
(1) HUVEC 1 sL- i &8 (1 1) & b 0 oA 2 R B
Wt U 9 240 1 2 T %) A B gl > A 4 P 2%
BRHBET R, PR B fE ) IR S0 B e RS i e
(AR A OC. T3 ah, IR an i b b4t 5 if
PN RS2 2 B IR A B A A T S AR A B T R A B
PR R HEAE T, B2 S EUM R 40 M Re AT A Fhkig
g, MO EA oVE3 MRS iR E
e EEIVER . FAT 45 R R e GP3ST K& T
BEMIa e, oV WIEMRIA NI, 1 g3 Wik
RIS T RS, X5 FRATT S5 S 05 [H) K i

CST (i H kst e AL B Wiy ) (AR HIARZE L, AR
CST AL HIF S R R AL (R R34, 177 GP3ST i
AT 1D 2 Bt I A PR R 2 . TRD I AT T 5 3 oV
(RIS S B v R A A0 Pt WA 8 v TR 0
REMI4IME, 5 GP3ST (W2 5t RIEH 5, M5
Ui B GP3ST ik I i =W 4 & 1 oV R
KB 5 MRS, GP3ST AL TE B =) — &
FIRHEE G, B2, WA REEL TR
A TR RE G (1 18 45 B o 75 18 0 S e e 46 7
TEIE— 9T 1 .
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Correlation Between The Expression of Gal: 3-O-sulfotransferase-2 and
Metastasis Potentials of Cancer Cells’

SHI Bi-Zhi", GENG Fei”, HU Ping", HE Pei-Jie?, WU Xing-Zhong"™
("Department of Biochemistry, Shanghai Medical College, Fudan University, Shanghai 200032, China;
2Department of Otolaryngology, EENT Hospital, Fudan University, Shanghai 200032, China)

Abstract The Gal: 3-O-sulfotransferase-2 (GP3ST) was a newly cloned sulfotransferase and its biological
significance remained unknown. The expression levels in different metastatic potential tumor cells and larynx
cancer tissues were investigated. A significantly higher expression level of GP3ST and sulfated glycocojugates
were observed in highly metastastic cancer cells and larynx cancer tissues with lymph node metastasis than those in
lowly metastatic cancer cells and ones without metastasis (P <0.05, n=42). GP3ST expression was further
suppressed by targeted RNAi technology in hepatocarcinoma cells SMMC7721. It was found that the morphology
of SMCC7721 cells transfected with RNAi-GP3ST was changed from polygon to shuttle shape and the adhesion
ability to HUVEC induced by TNF-a and sL-selectin was significantly decreased. Furthermore, the decreased
expression of GP3ST could lead to expression inhibition of integrin subunit aV, but didn’t affect the expression of
integrin subunit 33 by Western blot analysis and RT-PCR. The result of higher aV expression in high metastatic
cells than in low metastatic cells was consistant with the differential expression of GP3ST. Taken together the
results suggested that the expression of GP3ST may be involved in tumor metastasis process by regulation of

adhesion ability and expression of integrin aV.
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