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Study on the Cell Toxicity of the Lectin-like Domain of RvvhA

Xu Ling, Xie Danli, Zhang Liuli, Lou Yongliang*
(School of Medical Lab Science, Wenzhou Medical College, Wenzhou 325035, China)

Abstract VVC amino acid sequence 313-445 (Gi No. M34670) is highly homologous to the B chain of
ricin. We obtained the purified rRicin B proteins by gene cloning, purification, renaturation and purification. Rabbit
polyclonal antibody against rRicin B was prepared by immunning rabbit and was purified by persulfate and Sepha-
dex G25 followed by analysis of Western blot hybridization and antibody titer. Observation of the effect of rRicin
B on cell apoptosis and rabbit polyclonal antibody (Endnotes) protection by flow cytometry, we found that rabbit
polyclonal antibody against rRicin B was purified successfully by methods of Persulfate and Sephadex G25. Poly-
clonal antibody showed high immuno-reactivity. The results of flow cytometry observation indicated that rRicin B
can inhibit the growth of Hela cells and the effect was depended on doses of rRicin B. Polyclonal antibody could
block up the damage of Hela cells acted by rRicin B. All the results showed that rabbit polyclonal antibody against
rRicin B was prepared successfully with cell toxicity, but the cell toxicity of rRicin B could be blocked by its poly-
clonal antibodies.
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1 A FHbRAE; 20 KRB 2R, 3 IPTGE 3o 25 4,5 B AR
PR 3 ORI 6: Yeik i ArRicin BELIEIA; 7: 3B 8-14: 200,
20, 40, 60, 80, 100, 200 mmol/LIbK e i -

1: protein marker; 2: bacteria not induced by IPTG; 3: bacteria induced
by IPTG; 4,5: supernatant and sediment of the total bacteria ultrasound-
ed; 6: washed inclusion body of rRicin B; 7: total bacteria protein after
penetrated through the column; 8-14: total bacteria protein eluted with 0,
20, 40, 60, 80, 100, 200 mmol/L imidazole.

E1 SDS-PAGE##fifh& & HrRicin BRRIL, 4k

Fig.1 Analysis of expression and purification of rRicin B
by SDS-PAGE
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1 1 F b 2: &S rRicin B[ .
1: protein marker; 2: renatured rRicin B protein.
E2 SDS-PAGE# & 14t/ErRicin BEHMALE
Fig.2 Analysis of purification of renatured rRicin B by
SDS-PAGE
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1: 4lifk J5 irRicin B; 2: YLk G FIPTHE; 3: Bx 4> T abrifks
1: purified rRicin B protein; 2: washed inclusion body of rRicin B; 3:
protein marker.
E3 rRicin B& HAJWestern blot53 4
Fig.3 Identification of expression of rRicin B by Western blot
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1 B AN bR 20 4k 5 10 2 ve e
1: protein marker; 2: purification of polyclonal antibody.
El4 SDS-PAGE##firRicin BEH % KR 41k
Fig.4 Analysis of purification of rRicin B polyclonal anti-
bodyby by SDS-PAGE
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L Yl JE DTTE; 2: 20405 rRicin By 3: H A 70 7~ fbnifl.

1: washed inclusion body of rRicin B; 2: purified rRicin B protein; 3:

protein marker.

[El5 Western blotié: il 6 1 &= 4H & HrRicin BRY 52 9% & N 1%

Fig.5 Analysis of rabbit anti-rRicin B immunoreactivity by
Western blot
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Value of absorbance(450 nm)
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Dilution degrees of serum(100x)

Elo RREIFRE L MFIAM RIEELISATE IR
Fig.6 ELISA results of different dilution degrees of serum
and negtive control
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A: 2% U0 L B: 35 pgll (1525 41; C: 70 pg® 1S5 86 4; D: rRicin BEE [ 7E FHS b/ 40 M 08 72 % E: rRicin B2 (1 4F A5 hJs 0% 40 i 4.
*#P<(.003, ***P<0.000 1.
A: blank control; B: cells treated with 35 pg rRicin B; C: cells treated with 70 pg rRicin B; D: apoptosis cells after rRicin B treatment for 5 h; E: live
cells after rRicin B treatment for 5 h. **P<0.003, ***P<0.000 1.
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Fig.7 Analysis of cell apoptosis by flow cytometry
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JH5 WS AR AN MIEL . *+*P<0.003, ***P<0.000 1,

A: blank control; B: antibody control; C: cells treated with 70 pg rRicin B; D: cell treated with 70 pg rRicin B+50 pL polyclonal antibody; E: apoptosis
cells after rRicin B treatment for 5 h; F: live cells after rRicin B treatment for 5 h. **P<0.003, ***P<0.000 1.

E8 rRicin BEA% seEiniA 3 4B fRIF1E A
Fig.8 Cell apoptosis after protected by polyclonal antibody of rRicin B
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