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Table 1 Lectins used and their binding specificities

Abbreviation Origin Binding preference
LCA Lens culinaris Fuc linked to the GlcNAc-Asp of the trimannosyl core
Con A Concanavalin Trimannosyl core in biantennary complex-type oligosaccharides
RCA-1 Ricinus communis Terminal Gal B1,4 GlcNAc disaccharides
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Fig. 1 Comparision of core fucosylated glycoprotein expression and distribution of three cultured HCC cell lines with
different metastasis potentials

(a) 20 pg of LCA-bound proteins extracted from HCC cell lines were electrophoresed on a 10% acrylamide gel and visualized by silver staining. (b)

Protein expression profiles from HCC cell lines visualized by coomassie blue staining showed no difference. 7: MHCC97-L cells; 2: MHCC97-H; 3:

Hep3B; M: Marker.(c) Distribution of core fucosylated glycoprotein in HCC cell lines. Immunofluorescent microscopy (1 000x).
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Fig. 2 Differential analysis of LCA affinity blot maps of

MHCC97-L MHCC97-H

LCA affinity blot

three cultured HCC cell lines with different metastasis
potentials

270 g total cellular proteins were extracted from HCC cell lines. The

gels were stained with a coomassie blue staining kit and with LCA blot

analysis.
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Fig. 3 Determination of CK8 by Western blot on LCA
precipitated glycoproteins from HCC cell lines with
different metastasis potentials
10 mg of LCA precipitated glycoproteins from Hep3B, MHCC97-L and
MHCC97-H cells were electrophoresed on a 10% acrylamide gel, and
blotted onto the membrane, followed by immunoblotting with anti-CK8

antibody.

24 CK8 EHHMMAEMRFTIEKFESTHT

Western blot #ll CK8 )8 H )RR IA K, 4)
M ATIHE 3 75 ¥ 68 A [R] 10 N I8 40 B v 5 1 o2
AR T AT TS s 40 B v RE I G R &5 SR,
CALE SRR W B 40 il MHCC97-L Al MHCC97-H
R 4 Al K B 3 B Hep3B WA (& 4), W AE
MHCC97-L Fil MHCCO97-H " 1) 3 1k A 6 48 . W
F 3% 5 0 A CK8 4l i e AL MK IE (B 5), K
DL e T MR, e R v e 40 e MHCC97-L
MHCC97-H H I 586k, U6 W Rk K-
1M Hep3B 1755t JL-F-ANAT .

Hep3B MHCC97-L MHCC97-H

- Gl

Fig. 4 Western blot analysis for CK8 in HCC cell lines
with differently metastatic potentials

10 pg of proteins extracted from Hep3B, MHCC97-L and MHCC97-H

cells were electrophoresed on a 10% acrylamide gel, and blotted onto the

membrane, followed by immunoblotting with anti-CK8 antibody.
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Fig. 5 Immunofluorescence detection of CKS8 in HCC cell lines with different metastasis
potentials (1 000 x)

The negative control was performed without adding primary antibody.

Hep3B MHCC97-H

anti-CK8
S— -~

T—

Fig. 6 Analysis of N-glycans of CKS8 from HCC cell lines
with different metastasis potentials with lectins
1 mg total proteins extracted from Hep3B and MHCC97-H cells were

immunoprecipitated  with  anti-CKS8. Immunoprecipitates ~ were

electrophoresed on a 10% acrylamide gel, followed by lectin blot

analysis and by immunoblotting with anti-CK8 antibody.
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Alteration of CKS8 Both in Its Expression Level and
Its Glycan Parts Related to HCC Metastatic Ability”

DAI Zhi", LIU Yin-Kun"”, GUO Kun", SUN Qiang-Ling", LU Wen-Jing”, YANG Peng-Yuan?
("Liver Cancer Institute, Zhongshan Hospital, Fudan University, Shanghai 200032, China;
2Department of Chemistry, Fudan University, Shanghai 200433, China)

Abstract A glycomic method was used to screen the aberrantly a1-6 fucosylated glycoproteins related to HCC
metastasis and analyze the alteration of CK8 both in its expression level and its glycan parts associated with
metastatic ability. Based on the approach, 2-DE coupled with lectin affinity blot, lectin affinity precipitation
followed by MALDI-TOF-MS/MS, the lens culinaris agglutinin (LCA) affinity glycoprotein profiles from
MHCC97-L and MHCC97-H cells, two higher metastatic HCC cell lines, were obtained, in which a differentially
displayed protein spot was indicated when compared with Hep3B, in the region within 55~60 ku in molecular
mass and 4 ~6 in isoelectric point. The identification result was CK8 by MALDI-TOF-MS/MS. To confirm the
relation between increased core-fucosylation of CK8 and HCC metastasis, LCA affinity precipitation was used to
extract the a1-6 fucosylated glycoproteins, followed by Western blot. And it was found that CK8 was highly
fucosylated in both MHCC97-L and MHCC97-H cells compared to Hep3B. Immunofluorescence analysis and
Western blot were used to detect its intracellular localization and its protein expression levels, indicating that CK8
distributed in cytoplasm and increased protein expressions in MHCC97-L and MHCC97-H cell lines. And further
lectin binding studies found that CK8 has a high affinity for Con A in both MHCC97-H and Hep3B cells,
indicating that CK8 was a glycoprotein with high-mannose type N-glycans. But the amount of the lectin RCA-1
binding to CK8 was greater in MHCC97-H than Hep3B, suggesting that CK8 contained the increased terminal
galactose residues (-1, 4-linked to GlcNAc in MHCC97-H. All the results suggested that the increase of CKS8 in its
protein expression level, core-fucosylation and terminal gal B1,4 GIcNAc disaccharides might be related to HCC
metastatic ability.
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