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[ Abstract]  Objective In order to prepare immunoglobulin G (IgG) secondary antibody of non-human primates
such as Macaca fascicularis and Macaca mulatta and establish a quick serological method to diagnose their diseases.
Methods Macaca fascicularis 1gG was isolated and purified from Macaca fascicularis serum by precipitated use saturated
ammonium sulfate and affinity chromatography technology with Agarose-Protein G. After identified by SDS-PAGE
electrophoresis murine monoclonal antibody ( McAb ) were produced by conventional immune method and hybridoma
technology. Monoclonal antibody was produced when C57BL/6 mice was immunized three times and its spleen cells were
fused with SP2/0-Agl4 myeloma cells. Indirect ELISA and Western blot methods were used for identification. Result 5
strains of myeloma cells acquired which were named 2B, 2B,, 3B,, 5E,, 2D,. The antibodies they secret can all react
well with both IgG and their serum of Macaca fascicularis and Macaca mulatta. There are no cross reaction with other
species such as east-northern tigers and dogs. Conclusion  The 5 strains of monoclonal antibodies can secrete antibody
chronically and steadily. The study can be valuable in establishing a quick serological method in diagnosing the infectious
disease.
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Y McAb By W2 A2 Wi ik fl & 4 SBA
Clonotyping™ System /HRP, SouthernBiotech , Cat. No.
5300-05; RPMI-1640 % # %, GIBCO, Cat. No.
3180022 ; HAT Media Supplement ( 50 x ) Hybri-
MaxTM, Sigma, Cat. No. H0262 ; HT Media Supplement
(50 x ) Hybri-MaxTM Sigma, Cat. No HO137; Anti-
Mouse IgG,Sigma, Cat. No A4416; Freund’ s complete
adjuvant ( FCA ) F5881; O-
Phenylenediamine dihydrochloride ( OPD ), Sigma,
Cat. No P9187,
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Sigma, Cat. No.

JEH Ay B alidl, # SCmk Y i 7 i, B 10 mL £ A
1fiL ¥ A1 40 mL ¥ 11 50 mmol/L PBS(pH7.2) 2% h ik ,
TEVK E A B R B A oK, 300 I 3 i, e 4 vk B A
22% B0 R BRUTVE , 105 WAk L A B R 4 4 oK 2%
WP 55% A4 CFRCE 4 h, B0 B IivE, I
fBAE 50 mmol/L BB Eh 28 vh ¥ , E HT7E 50 mmol/
L B FREh 22 vho v, v i) = R 40 WO i B T . IR
H BEISGE T, 850 bR 2R EW . LSO A B iR
BBy R BLVREE 33% 7% 4 C TR IEFEIF#IE 4 h, &
O WA DLTE , BN T 20 mmol/L BEER L , K 3 1K
IR, 1nl W A i, I 12000 rpm #5010 min, %
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FCA ZLALUIR, Je T 2 S 3t , Bt b H 4 2 250 ug/
H Tl 2 J&  #E 47 FIA s fe s 1R, 56 3 I 4k
1Y 1gG 1 1 A s 4 d 5 UL, 73 25 40l ,
BERANAE 1 x 10"~/ mL 5 2 A i/ B 40 1 x
10°4/mL {4, Fi 50% () PEG4000/RMPI-1640
1Rl 25 2 2808 o
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i i FLIA % ELISA J7 i, Rl 10 d f5, Bh 100
ng/fLALAL J5 (9 B B AR oG 1 A6 BT J 6 4 ELISA
Mz ,3% BSA Hf [ 1 h, WAl A 40 i b3 W i AT
Wy, JF-Lh SP2/0 $5 37 1 3E A A 5 /N BRI VA 40 9] Al
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HLJk 55 Western blot % & MAb 1y 4§ 5 1, J5 ¥4 [F]
McAb ) e 33 AR I
1.9 McAb TREE

WO B BT R A A %, & B/ SBA
Clonotyping™ System/HRP it B 45 fir #§ i J7 1 ik 47
BAE,

2 HR

2.1 SDS-PAGE £ 7%E IgG

2R RN B TR B 0 UE 19 ML R B R TG A £
Protein G-Agarose 3£ FlJZHT7 J5 £ 8 ik 1eG @ i SDS-
PAGE HLUK 5 , 45 RN 1 s, S8 1Y 43 1 52 24 55
x 107, 24 2 28 x 107, FF & W FL sh W 19 1gG 1 43
T,
2.2 McAb &% iE H &

K Western blot 35K 5 #k 5. 5 B T4 5 0L
& e e 1 Bk 1gG B S S T, a5 R R

2B \SE, 2B, 2D, 3B, ¥ HHBE IV, 5 PRAR AR 1Y
HA R R im 1k

B 1 SDS-PAGE IgG %5
Fig. 1 SDS-PAGE identify the IgG
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Tab.1 Result of ELISA evaluation
\ . B 156 R EWA 1gC E R ARALIR 186 AR AL IR i i . .
SR ¥ ! ¢ "’ e U S ¢ R
Macaca Macaca Macaca Macaca Siberian Siberian X k
McAb i K . K i . Canine IgG  Canine serum
Sfascicularis 1gG fascicularis serum  mulatta 1gG mulatta serum tiger IgG tiger serum
2D, >3 0.307 >3 0. 386 0. 047 0.018 0.073 0.018
3B, >3 0.484 >3 0.463 0.098 0.076 0. 054 0.076
2B, >3 0.482 >3 0.590 0.012 0.058 0.061 0. 049
2B >3 0.552 >3 0.451 0. 087 0.097 0.033 0. 098
SE, 1.703 0.209 1.658 0.295 0. 096 0. 086 0.075 0.075
Sp2/0 bk 0. 043 0. 041 0.074 0. 055 0. 049 0.063 0. 039 0. 066
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