Techniques and Methods % S=pibrs

N Lok semmmin
. . Progress in Biochemistry and Biophysics
)4 2014, 41(11): 1173~1181

www.pibb.ac.cn

AR E R R MEE S EAT

APFE R

REH BRI

SR E 4

(W IE R ARl 22 2 B DhRE M AL 27 S8 2, 122 710069)

TEE W45 E A (glycan-binding protein, GBP){E4NMIAE &y A I8 EE A, WANMUUN. B84, Jrs. R, WM
AL B TR AR TR FH A . HAT, 0T GBP I e o i i AR i 75 7= 2R g i (AT S /0 . ASHIF S FOB U 432 ARt 9 4t
7% HepG2 FIIEH AT 41l & L02 KIX W GBP BEATHIST; FEAH ML 27 B0 TR Aff o8 25 57 3R 0% GBP 75 /i 4t 3R b i) AR A0 T 23 A
iR BOR, 8 FIBEHREN (U SL. LNT Fl GalNAc 55)H1 5 FBE#R%E (40 Man. Man-9-Glycan, Xyl 55)7 5% W (1] GBP 7E HepG2
M RE BB, SEA Mtk 4 RN GalNAc W) GBPs EZLRIALE HepG2 MMM, wp et 4% F it X
W, AR LO2 A F] X IR A1 55 : NeuAc T GBPs :ZERIATE L02 MM X K A% I ML) X, MifE HepG2 41 Ka (14 [F]
DRI IR RS . XL by S HOHT R T R AL AN R SR AR A T AR R

4R WSS, HepG2, L02, AN, BEgnfuik 2
ZRSES Q514

110 2K, ATTEE R 240 i 3% 1 i 4% 5
S TUR B P A A B 2 i e B oy e A A
o, ngn Al R REM . 40N (5 Ak, 4l
WAL AR K. RS, S 50 HES)
YIMIG R E . XM EEAR B 2 TR AR R
Wi 25 45 25 M (glycan-binding protein, GBP)!'2. H i
EASREAR L R ERE ) Dy RE, N Rl 5 A B
YEFHI) GBP SRIE W H A (5. SE0E S 8O R
FAA: N-EERE L, O- EE bt C- &8
PEEAGE A, S NI TR 09, N-, O- H#
P 2 R A AE LA DA M . N- JE B AL
& HErE G L) BOR LU e A B S0 2
ALK N- ZEEHE LA T8 20 R4 2R i
A Asn-X-Ser/Thr /3 41 (Hh X — A RE N
Pro), 1M O- ZEHREEAL 0 SR P ai e Rk 5 22
AR HER . REBEIRELS G, O- Bt
Wi A7 AE T FLSIYI AL, (40 B A i B
HOR R BAE Y, W R AR, — DT A
JEURIIE 53~ B A 1 e 5 17 2 S50WH 2 10 0B B v 1)
BEBE R A T S R FNECR s, oy — T T A e
HEAH HAER ) GBP ik R A8 B 2. Bk, P
JRE AH G GBP [RIBIF TR T ] BH JiRe i 28 R e (1)

DOI: 10.3724/SP.J.1206.2014.00100

TR, AR IR P IR bR SRR i, )
TP It W AR T AR B AT R L

JHF s A 4 Bk R0 26 et e 1 LS iR 2 —
Xof N i Rt ol ™ 0. AE R E AR TR S
LR ZE TR R A H AT HAERT RS ks
Fe PRI R 8 bs—— iR 8 1 (AFP)FE A I v A7 A —
0 Al 22 (LA B P R A1 IO e 58 e ), 1 B A 2R 2
R 2 A7 AR BB A . B4 PEAS I A i
ZEUCRSE . PR, S HOET A I bR A
DU P AT s T, S ar iz A (0 & AR 2
KL

Bl AL AL —Pp (G B B B S e, 3L
FERAT BRI FA M . T JLE R
0, FERFHRE R AR R FE A A B R I A
PG DR, GnT-M. «l-6FT Al
GnT- V 75 B i 4143 K i b i ik i Tt
SESEE R AR 3 AN R RIS, BT R RIA

* [HK AARFFE I R BT H (81372365, 30870549).
= JE IR .

Tel: 029-88303446, E-mail: zhengli@nwu.edu.cn

Wk F3W: 2014-04-09, #Z H Y 2014-06-19



« 1174 » EMEEEYYEHR

Prog. Biochem. Biophys. 2014; 41 (11)

B T T A RN OB RE RGP, BRI
AR IR R A EE Wi e ks, fll, AFP [
232 fi7 Asn &b—4% N- WREESS 4, 76 JUR I ks
M R BILAE S SR 2 LCA 454 AFP-L3, 1E
I, «l-6Fuc LR IS PEIE 9, K Fuc 4%
B3| «l-6 EREN GleNAc b, M-S EL AFP #% 0
FrEERE S R (R R e, 2 SRR R A I AT 4E
1 R IR A S OB SRR A R A2, T Gall-
3GalNAca-Ser/Thr (T)/GalNAc 1 GalNAca-Ser/Thr
(To)7EBEOE ST ARG M b R4 B, A %0 it
ConA- it A ORI A H 85 0 25 4 s kT =
M, RIUELE 57%MH B R 45 A B 1 541
PHT FEEERE B o P Ao K.

FIRT, BB A% S AL R, B
FARC A GEIEDS . AP HAR G X
Wi, KB GBP LA, B THAR
il ORGSR AL AT B — RO A T GBP
HHATEI, PRUE T SRBG I AT PR R T Sk, e e
S FOREAL 2% DL K GBP 54 AH AR H 10 35 A5 2%
OSBRI = & VA SE N B2 [ o o
Bl LG 1 GBPs HURde s E 3. 4H e R
BEICIRG PR DA S g PR PR 3 AT 45 7 1. B0 i e s
BIIFIE R R FE B (V002 W 5 920 M 73 R 5 DA B
JERTT B2, A RS 126 B R o) A
TEAED) F e bl BV 7 TR S Py 322838 B kg — ol
PRAERIRIF T T 1.

AHIF G FHHE O 5 A i 41 il )R HepG2 A1
L02 % S PERIA I GBP BEATHEST; Bl 41 AL~ 56
R 8 22 5 2208 GBP 78 11 41 i 5 148 4k F 4y
fi. i R WoR 8 PR AU SL. LNT F1 GalNAc
SRS PR Man. Man-9-Glycan Al Xyl)7»
5% ) GBP £ HepG2 41 g b &34 i ok N if.
HAbgh B R GalNAc 51 GBPs = E LA TE
HepG2 MU g . A% R M i X 88k, 1 76
LO2 [¥IAH [F] X 4k 2159855, NeuAc W51 GBPs
T2 R IEAE LO2 (1) M B X K A% JA M R X, T AE
HepG2 AR R IX Sk b 955, b L5
R gs RORFE—35, X S - HOB R
MURIRBT R AT TP ot 7 S B

1 EETE

1.1 #HRELESE
JHF 95 40}l 22 HepG2 F1 L02 b &5 PU 22 B2 K2 4l

J TR ol B B %, 52955 1) HepG2.
L02 41 it % % 31 RPMI-1640 %% 37 5 (26 [H GIBCO
A, 0% 6 4 M, 1x10° Uml 75 % % K&
100 mg/L 8% 2%, pH 7.2 Z£4)H, BT 5% CO,
R 7E M (32 E Therme Forma 28 ) 37°C fHiELHE 7,
20 0 78 5 T RUE 80% LL_E IR T R SR
1.2 EREBRER

5> % A T-PER 4 410 4% (1 $8 Bk 7 (35
PIERCE A 7)) %} HepG2 F1 LO2 (1) & & (1 347 32
I SDIRMIA T WG REZN J BT 56 F A 1xPBS
(0.01 mol/L % 1% £k 2% P ¥ , 0.15 mol/L NaCl,
pH 7.4 HYE 2 IPE LA NREANHE); I IE &=
O & W ) ) (55 B Sigma-Aldrich 2 H] ) )
T-PER 7 (2 FA g )7 LA 10 wl/ml i T-PER
RN 1 D PR o1 T s B R I o
15 min; ARG R ST RFT IV RELN L, 1 3 40 i 58 4>
BRI A REL 4C 10000 g, 10 ming WLHL I
i 7t M Bradford % (36 [H Sigma-Aldrich 2 w])%] &
FIPUE R, A DA ZIME FH EldE A-80°C fRAF.
1.3 HEEHAHE

B N- 4191 FL B % (N-acetyl-D-galactosamine,
GalNAc). N- Lt £ % % (N-acetylneuraminicacid,
NeuAc). =F-F|b¥(galactose, Gal). %% B (glucose,
Glu). 7 #E B (fucose, Fuc). A BH(xylose, Xyl)Fl
H #% B4 (mannose, Man) %5 41 B £8 £ (3£
Sigma-Aldrich A, f&[E Calbiochem A, %
K BBI /AT, f#[E Merck 28 7)) 73 5% 128 77 i
TEM BREGE prh . A i3 (1 AR 1 (BSA) (f [H
Merck 2~ @)) 0 BT, Cy3(3k & GE Healthcare
AFDFRCH] BSA A BEARIL. A 48 RFE RS
(88 70 SmartArrayerd8 s X)W B A PR £
AR 3K, AU TR E M 3 (R
Gold Seal 7)), ok &M 12x12 [ RFE
3 AN, 41 FoBE R XTI 1R B BE 45 4 51T A
K S1, R EER VT WA ST. RURIEF RS B
LA 50%~ 60%%i fE i A i, A TS T 60°C
HAERE 3h, &M, IxPBS WUES 2 Wk, K
Smin, JAT. 758 A58 & IS A 2 (&
1% BSA, 0.1% Tween-20 1] 1xPBS), Z43Z4H P LA
4 r/min E1G e ¥, 25°C H A 1 h. B LGRS T
1xPBST(% 0.2% Tween-20 (1] 1xPBS) 1 1xPBS %
Yo 2 Uk, BRK S min, TS



2014; 41 (11)

PIERI, % AHEERAERMRENESS

EAMR * 1175

14 EBERWMFRICFES

% B HepG2 1 L02 40 A & 85 11 100 wl (&Y
100 pg) 5 A & B 0.1 mol/L Na,CO; 2% I ¥
(pH 9.3)¥E 2], T 5 — Ff 3L 31 fK (DMSO) (£
Sigma-Aldrich 2 7)JE AL Cy3 2GR e LT 5
2 h, #RJ5 i Sephadex G-25 it #h A (3¢ [® GE
Healthcare A R))FR 230 B9 9806, ISR Cy3 brid
TS E %M 1% BSA, 100 mmol/L
NaCl, 0.1% Tween-20 1] 1xPBS) i & & &t 4
650 wl, BN T 4RSS &5 B P LF )
Joi, AACHEP LA 4 t/min 21 e, IR E 3 h.
55 & 4 1605 ) IxPBST 1 1xPBS %3k 2 X,
% 5min, JAT. GenPix 4000B :t5 #4143
Axon A]), BEICHMEIE PMT N 70%,
JEHREA 100% T4, AR5 & mOPFE X I, R
FIH.
1.5 SR EREREF ST

I8 GenePix 3.0 # A1 M4 G A SR EURS
R o . A RUE R T 507 #
FERIBRRER X Y. )45 5 0 B AR 259% R 7 54
IG5 2 51975 5t SD EHIAT L, W kT 2 f%
175 5% SD A 8. Rkt B, B4
PEPRE XN T 9 ANEEAL AT, 1K 9 ANEE A AT 38
P e — R i, BVREASEERET R R — AN .
TR AR BRI TP BT 7 41 FBEERE (2 A
(LA 58 s 3 — Ak, BEAMREA 3 IRE ST Bl
PREF A — A PORER R A 3 IREE I x + 5. 1
AR RIBHRETZF HepG2 EE L02 JH— 4L £ {1 ) ratio
Bk LL % GBP [RAH X AR Ak . A5 oo 44841 X B 1)
HepG2(n=3)F1 L02(n=3)% ¥ 7] i} i ik SPSS 19 i
1T ¢ K% 23 #r. izl EXPANDER 6.0 (version 6.0;
http://acgt.cs.tau.ac.il/expander/) ¥ {44 X K VH— 1 H
R R T, S IR 7 S b o W R A 4
HA.
1.6 FEMpLE

B A0 B A 2 4t FH TS 0 4 e b 22 S 1 GBP 1)
FIERF NG DL, ASSZ 6L 50 (1) 414k AR DS 21
T 3B 2x10° > HepG2. 102 4 Jifo 4%
Bl Tl AT 0 W o 3 1 6 FL 40 i B R AR (35
Corning AR, RiFR&S G, ) RUZRI 92 56 41 40
WIS FEW, NN 2 ml 1xPBS BBk 2 0 4%
% B W (32 [E Sigma-Aldrich 22 &])[E & 15 min Ji5
H 1xPBS & ¥E 3 k5 4°C &A% FH 1% Triton X-100
(£ [H Sigma-Aldrich 2~ 7] )AL F# 41U 10 min, JH 1x

PBS i ¥E 2 ¥k JH 5% BSA $H] 1 h, KRG MAR
HIRT Cy3 D EhRicBiEES, 4C LI ; DAPI #%
Yokl (€ [ Sigma-Aldrich 73 7)) & 441 iy 10 min,
IxPBS EVE 3 ¥, 50% H 3 Frs WOGH IR Wi
B FV 1000 (H A% B LU 2 5 LS 3R EX Cy3
DAPI XU FOLF1H .

2 SRR

21 HEOERESHFRME

N T W ORREERET 5 ARG GBP 45 5k 5k
¥ Cy3 FRiC I %EHE 2 ConA (3% [H Sigma-Aldrich 2
Al (KK S2a), AAL(##[E Calbiochem 2 &) ) (Fff
PEIE S2b) 73l S AT IR, A5 R B
ConA. AAL 73Jilty 40 B, 7 FiopiREr 45, e
Mannose AHICHEREN 5 ConA 454 1129¢ 615 5 th L
ABEPRET 205, Fucose AHCHEIREN S AAL 4545 10
BORBAMEAE 5, HARBEREN 45 515 5 9] B R e
BaHEES: 24 D-mannose 5 ConA, D-fucose
5 AAL 4L RS A E N, LG E SR
B Jo B PEAS . 10 Cy3 #5iC 1) BSA S5
H A BT HTEAS 5 (U MAEE S2a Al Fra). itk
CIFC I Ui e i S s et et S i
ANJHZEALK) GBP.
2.2 HepG2 #1 L02 42+ #) GBP

GBP {EAi F th iy G EE MM, =5
Z AR, AR . AR
P AEARETUD, A EAEY% T R4S GBP fr{E T
JHE 40 M &, 3X 48 GBP ) 22 S Kk X2 Wil
B I R R R AR A . h IR T4 GBP 1)
S5 AL O N BRIV Y, T
FEMOREERET 5 X[ GBP 45 A k. 3 i HL
1. 2 f1 3 mg/L Cy3 i 1f) HepG2 4 il i 85 (1 5 0%
SRIEE, SR A S3a Proas. KR EREr
3a, 6o-Mannopentaose. Man. Man-9 glycan H
2a-Mannobiose 25 7E 3 mg/L AR I 4 Mo FDIR
A& W AR A, B R BF Fue. LNF-IL
B-Pentasaccharide. Xyl. hyaluronic acid f1 Lac %
75 1 mg/L I IR 25 5, JEAR SRR B &5
B BITE S VO P (BB S3b). Bk, A T ORAIE
BERET A RO TS L, A3 T A 45 & SRR
EEX N VSN, fet DARRIE ) 2 mg/L.

A7 Y e 3 B O ARy ) ) A0 &R
HepG2 F1 LO2 1] GBP HEATHIFT. 41 Rl 5
WK GBP ROBE PR EF R Y 1 I — 4 5% 6 ik JE A



* 1176 ¢ SMFEEMYIRER

Prog. Biochem. Biophys. 2014; 41 (11)

(NFIs) WL Bt £ % S1. 71 HepG2 H1 LO2 43 sl 41
24 F1 17 PO ERER X R (1 NFLE i 0.025, iR
BIH B . MRV RR AL . S FLBE A GBP R R IR
£l Man. 6a-Mannobiose. NeuAc. 4p-Gal % 7F
HepG2 Al LO2 ' NFIs £ % i &k 0.03. [A] i,
HepG2 A7 2 P IR &L, L02 47 1 il 44 1L
NFIs /NT-0.01. o5 AR I B 5T 2 45 1 1R R PR T
hyaluronic acid 7£ HepG2 1 L02 H# G FH A .
2.3 HepG2 PEFMFREMESEENT

B 45 R OR, HepG2 45 102 41 ) GBP
e 225, K la o HEdRTE: i HepG2 AT L02
22 %010 GBP, [ 1b AEEAMREAESE 3 G
MR hr g 1, b a i mRE, a0
WaRERMERE, BERsrRRLEENER, @
o EE AT, TARHE HepG2 AT L02 [ NFIs (£
ratio ¥ W AR &F 70 b 3 K (M F & S1): a. #£
HepG2 1115 5 W] 4 sk (B4R %E, B ratio KT

a
Bl Manfc - cJe oo
2 asMannohiose 5 o & ¢

S

Fic LNDF

3t-Fucbsyl-N-
acetylgluc

LNT -
[e « ¢ ' €]4p-6ale

xyd 7

(b)

0.99

Bt et e UO LU~ S U DI NI BINIL N GNG = S LU BN B U B NI 00 et I 2

—AJ00LtD

M
SWASR

N

e
— =

—RANOWRNG - W SRR O—3SAS

9SS

[0 o g

1.5 GET AT, ratio KT 1.3 ¥4 RAH);
b. AW B SRR E, BB T
1.0; c. 7F HepG2 55 B 59 b iR4er, HILL
fH/NT 0.66. S5 IR 6 FIOREEREN 8 T 26 —2K,
BT VR M R AR 25 A B ) SL, RO FL
Wi 45 & 8 1 1 N-Acetyl-D-lactosamine. 3aq, 483,
3a-galactotetraose Fl GalNAc, LA S 1H Il 7 5 # 4f
& H 1 1 LNT. 3a-Fucosyl-N-acetylglucosamine
. i, BESRER LNT. N-Acetyl-D-lactosamine.
GalNAc Fl 3a, 4B, 3a-Galactotetraose XJ M ) ratio
& 2 KT 15 [F BB & LewisY
tetrasaccharide, HA 7& HepG2 "' ‘@ /s LRHPESE 5,
1M Lewis-Y tetrasaccharide 7£ L02 ' & 7~ FH P 5
o4 PIOREREL R TR 8, AT R H EE R A
G B AR ER Man, Man-6-Glycan, 18517 25 b
i BB PERE Glu,  PLAGRBIARESS &5 M
PEREL Xylose.

Standardized G

—CleA—eNen

Coo<<<

Glu Expression
LNF-1 20

RN ) 1.0
3'-Sialyl-Lewis-a tetrasacc... 0
2a-Mannobiose
Man-9 Glycan -1.0

Gal .

)C(c]]loblosc -2.0 l
H-Trisaocharide .

N-Acetyl-D-lactosamine

j%o-%- c3nta(s}ac]chztiritdtcr .
,3a-Galactotetraose
Giﬁ\lﬁc «

Man

Glocotriose

"3a.Bg-Mannopentaose"

Lewis-Y tetrasaccharide .

3a-Fucosyl-N-acetylglucosamine
c

LNDFﬁ

2'-Fucosyl-D-lac

i1s0-A-Pentasaccharide

GLNBP

6a-Mannobiose

N C .

B-Pentasaccharide
1cNAc-O-Ser .
-(N-Acetyl-L-cystein-S-yl)

Man-3 Glycan

NA2F

LNDF1

Lewis-b tetrasaccharide
Lac

Fuc
6'-SL-Na

Fig. 1 Glycan-binding protein targeting HepG2 and L02 cells by carbohydrate microarrays

(a) The results of carbohydrate microarray. (b) Heat map and hierarchical clustering of 41 carbohydrates in three biological replicates. Red and green
indicate up- and down- regulated GBPs in the HepG2(A1-A3) and L02(Q1-Q3), respectively.
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Fig. 2 Validation and localization of altered expression of glycan-binding protein by confocal microscopy (80 x objective
maghnification) in HepG2 and L02 (H/L ratio > 1.5, ratio < 0.67. *P < 0.05, **P < 0.01, ***P < (0.001)

(a) Negative control and distribution and expression alteration of O-GalNAc glycosylated proteins. [ : NeuAc; W : GalNAc. (b) al~a4: BSA; bl~

b4: NeuAc inhibition NeuAc-binding proteins; c1~ c4: GalNAcinhibition GalNAc-binding proteins; d1~ d4: NeuAc; el ~e4: GalNAc.
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Table 1 Glycan-binding protein in HepG2 and L02 Cells by histochemistry

L02 cell line HepG2 cell line
Carbohydrate Cytoplasma Central Perinuclear Cytoplasma Central Perinuclear
membrane cytoplasm cytoplasm membrane cytoplasm cytoplasm
NeuAc ++ + +++ ++ + ++
GalNAc +++ + ++ +++ ++ +++

Binding intensity: +++, Very strong binding; ++, Strong binding; +, Moderate binding.
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HATNAE LO2 P RIKFEAR, 1M7E HepG2 H AA 3K
ik BT, g R R AR T4 1 GIeNAc
FINUR 2 N- FEBER 1) GBP FRIAHE 2 v] ig 5 i
KA.

Tn- $i J (GalNAca-Ser/Thr, Tn) #1 T- T i
(GalB1-3GalNAca-Ser/Thr, T)ZA7AE T NEPJw 40



2014; 41 (11)

PhIERI, % AEEBAERURENEESERNR

i

¥

* 1179 -

J E R AR R B, LRIA KT SR R
AEMCEACHH G, AEARETE R IL HepG2 41 i
H 500 T BTSN T U R 45 G 8 2k ]
Hon. PEaRkiE, EIEFIRESTS, To/T 55 il e i
T A A i R R I b A AR BE R B 11 GBP 1
PR AN GG 50530, IACSZEG 25 RAMEW, 76 A
TR Ty T R R T2 S 14 BB ke 5 288 8 25 2k 1
ZFEHok. FI, GalNAc 51 GBP EH Rk
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Altered Expression of Glycan-binding Protein in
Hepatocellular Carcinoma Cell Lines”
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Abstract Glycan-binding protein play important biological roles in biological processes. We use carbohydrate
microarray to study the alteration of GBP in hepatocellular carcinoma cell line HepG2 and L02. Carbohydrate
histochemistry was used to further validate the GBP and assess the distribution. As a result, 8 carbohydrate probes
(e. g. SL, LNT, and GalNAc) showed increased signal while 5 carbohydrate probes (e. g. Man, Man-9-Glycan, and
Xyl) showed decreased signal in HepG2 compared with LO2 cell line. Meanwhile, GalNAc staining showed
moderate binding to the cytoplasma membrane, central cytoplasm, and perinuclear cytoplasm in the L02, and the
binding intensified in the same regions of the HepG2. NeuAc staining showed moderate binding to the cytoplasma
membrane, and perinuclear cytoplasm in the HepG2, and the binding intensified in the same regions of the L02. In
conclusion, the precision alteration of GBP related to HepG2 may provide useful information to find new
molecular mechanism of hepatocellular carcinoma and antitumor therapeutic strategies.
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Fig. S1 The layout of carbohydrate microarray
Gray: carbohydrate. Green: Cy3-BSA; Yellow: negative control.
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Fig. S3 1 mg/L, 2 mg/L, 3 mg/L of Cy3-labelled total protein extracted from HepG2 diluted

with incubation buffer was applied to the carbohydrate microarrays respectively

Table S1 Differential Glycan-binding protein between HepG2 and L02 by Carbohydrate microarray

analysis based on data of 41 carbohydrates giving significant signals

Normalized fluorescent intensity (NFI)+SD?* H/L®
No. Common name Glycan structure .

L02 HepG2 Ratio

I Man ) 0.03120.0025 0.021:0.004 0.66
2 Man-9 Glycan 0.025:£0.003 0.01520.0009 0.60"
3 Man-3 Glycan P s 0.031:£0.003 0.0240.0007 0.75

5

4 6a-Mannobiose () 0.032:£0.001 0.027+0.0031 0.86
5 2a-Mannobiose -0 0.022+0.006 0.026+0.0043 1.18

6 3a, 6a-Mannopentaose 4 0.022+0.008 0.023+0.0042 1.10
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Continued
Normalized fluorescent intensity (NFI)+SD* H/L®
No. Common name Glycan structure .
L02 HepG2 Ratio
7 NeuAc ¢ 0.038+0.002 0.030:£0.0045 0.79"
8 3’-Sialyl-Lewis-a tetrasaccharide ot 0.022+0.008 0.025+0.004 1.11
o3 B3
9 3-(N-Acetyl-L-cystein-S-yl 073@3—4. 0.027+0.005 0.025+0.0008 0.96
10 3'-SL O @ 0.026+0.005 0.022:+0.0020 0.99
11 6'-SL *-O:7 @ 0.024+0.001 0.026:£0.0037 1.12
a3~ B4 B2 oy
12 NA2F 20l 0.028+0.002 0.0270.0023 0.94
o3 B4
13 SL 0@ 0.019+0.004 0.026+0.0026 139"
14 Fuc A 0.023+0.004 0.019:£0.0025 0.85
ad
15 LNDF I il O 0.023+0.002 0.027:0.0033 1.16"
o2
B33 p4 N
16 LNF-I o2 0.019+0.008 0.023£0.0039 1.26
17 B-Pentasaccharide il 0.019+0.007 0.0240.0031 125"
ad
18 Lewis-b tetrasaccharide o 0.026+0.002 0.024+0.0005 0.91
o2
B4
19 Lewis-Y tetrasaccharide o2 o3 0.020+0.003 ok ok
B4
20 2'-Fucosyl-D-lac I 0.021+0.006 0.025:£0.0005 1.15
B4
21 H-Trisaccharide @ 0.029+0.001 0.025:£0.0047 0.87
22 3a-Fucosyl-N-acetylglucosamine > 0.020+0.008 0.027+0.0035 136"
ad
23 LNDF II IR 0.022+0.009 0.026:£0.0074 1.19
a3
a4
24 iso-B-Pentasaccharide OB 0.028+0.001 0.025+0.0047 0.89
ad
25 iso-A-Pentasaccharide Op 0.022+0.005 0.026+0.0013 1.17
26 Gal O 0.020+0.001 0.021:£0.0043 1.03




2014; 41 (11) SHHENI, & FFERARAERMRIEINELESEAMSR *S1181.4¢
Continued
Normalized fluorescent intensity (NFI)+SD* H/L®
No. Common name Glycan structure .
L02 HepG2 Ratio
27 Lac O—@ 0.032+0.004 0.024+0.002 0.77"
B3 B3 p4
28 LNT @ 0.018+0.012 0.024:0.0027 1.57°
29 N-Acetyl-D-lactosamine OB_‘*- 0.018+0.0005 0.027+0.0023 1.53"
30 4p-Gal OO0 0.037:0.007 0.028:0.0007 0.76
31 GLNBP Ol 0.022+0.012 0.027+0.0018 1.23
32 3a, 4B, 3a-Galactotetraose O=0+070 0.01940.001 0.028+0.0033 148"
33 Globotriose = = 0.028+0.012 0.0310.001 1.13
34 GalNAc [] 0.020+0.001 0.0340.0034 1.64*
35 GlcNAc-O-Ser B ose 0.0270.007 0.0280.0016 1.04
36 Glu Qo 0.0370.013 0.022::0.0002 0.58"
37 Cellobiose e 0 0.0210.0002 0.029+0.0031 1.35°
38 GleNAc [ | 0.021+0.01 0.027£0.0029 127
2
39 NGA2 Glycan > il 0.0270.009 0.0270.002 1.01
n@
40 Xyl * 0.029:£0.0005 0.0180.0031 0.606°

* Signal intensities obtained from 9 repeated blocks in three repeated slides were normalized and averaged, and the ratios of HepG2 vs. L02(H/L)
were calculated. ® *P < 0.05; **P < 0.01; ***P < 0.001.



