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Preparation of Le('x)-OVA antigen targeting to DC-SIGN
WANG Jing-xue, ZHANG Xiao-ping, MOU Zhi-rong, WEI Jing, TANG Yan, LI Wan-ling, WU Yu-zhang (Institute of
Immunology, College of Medicine, Third Military Medical University, Chongqing 400038, China)

Abstract: Objective To make Le(x)-OVA antigen targeting to DC-SIGN mediated by Le(x) oligosac-
charide. Methods Utilizing Sulfo-SMCC as cross-linker, the streptavidin was conjugated to OVA, and the
SA-OVA were linked with Le(x) sugars through interaction of SA and biotin, thus Le(x)-OVA antigen was ob-
tained. Results SA was successfully conjugated to OVA by SDS-PAGE and Western blotting, and SA still
had the capacity to react with biotin after conjugated to OVA, as shown in ELISA assay. According to ratio of
saturated reaction between SA conjugated to OVA and biotin labeled to Le(x) sugars, the Le(x)-OVA antigen
were obtained. Conclusion The antigen targeting to DC-SIGN, Le(x)-OVA, was obtained, which prepared
the materials for further research of immune response induced by Le(x)-OVA.
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Traut’ s {7 F1 Suflo-SMCC {E{LAE OVA W § PIERCE
2yl Bl OVA Z4il § Rockland 23 5], 1L 2E 4T SA W B
Vector /4 7], {R{LH G LAY Sepharose 4B ) B Pharmacia %Y 7],
B ERLC M B Milipore 24 7], Western blot {7 &) B
Roche,Le(x)-PAA-bio ) {§ Glycotech 24 &), BLIEHL OVA 4
AT 55 BT 808, 118 - E
1.2 SA #= OVA % & 89 1b 5 3Bk Ao sh AL
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TFHEE % 85 DC-SIGN fi) Le(x)-OVA $iJ5 196 & 1743

SA 5 mg+68.8 pl Traut’s {7l + 10 xPBS 0.2 ml + 0.5 mol/L
i) EDTA 8 wl + 4k 723.2 ul iR 4,4 CUKAREEZ) 2 h; #
TEE.LOEBIESREL. 1 x PBS, 2 mmol/L EDTA - fiy i ik 5 B
JE Ak S e LG B Traut’ s 317, th L3RG 1B 1 5 /Y SA. BUE
{E#) OVA 3 2 mg/ 200 wl( PBS @i, % 2 mmol/L ED-
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LW BRI Y K562 40 i i 1 T T 56 25 28 6t b 3
B R, T8 A2 B A 4% % % H RS/ PBS [E %€ 30 min;0. 2%
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min; 10% 2 ({1 7% /PBS £ [4] 15 min,PE §5ic E4H0/M B 1gG 37 €
% H 30 min,PBS ¥k 2 U, EHLET .
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A: OVA conjugated and unconjugated SA ran by SDS-PAGE gel and
stained with Coomassie blue; B; Immunoblotting with anti-OVA anti-
body to detect OVA in the SA-OVA conjugates; C: Immunoblotting
with anti-SA antibody to detect SA in the SA-OVA conjugates;
1: OVA; 2: SA; 3: SA-OVA

1 SA-OVA S &M E A RABKM Western S5 [ i
Fig1 SDS-PAGE and Western blotting of SA-OVA conjugates
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i iz 17 B K A5 L 24 SA-OVA B &9 5 R f 8 A E 4. 25
pg Bf 5 1 pg Le(x)-PAA-bio Z5 &5 B, #R1E SA-OVA &
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Fig 2 Curve of specific binding of conjugates and biotin
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A: K562-ED ( Green); B: K562-ED stained by anti-DC-SIGN anti-
body ( Red)
B3 Le(x)-OVA # DC-SIGN k4 S AL
Fig 3 Specific capture of Le(x)-OVA by DC-SIGN
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