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Preparation of Rabbit Anti-Human PBMC Antiserum
and Rabbit Anti-Rhesus Monkey ( Macaca mulatta )
Spleen Cell Antiserum and Their Application in
Isolating Human and Monkey Inner Cell Masses

ZHANG Xiu-zhen! 2, CAl Ke-jun', WANG Shu-fen!- 2,
HU Zhi-xing" 2, PEI Yi-jing", JI Wei-zhi' *
(1. Kunming Institute of Zoology, the Chinese Academy of Sciences, Kunming, Yunnan 650223, China;
2. Graduate School of the Chinese Academy of Sciences, Beijing 100039, China)

Abstract: Human peripheral blood mononuclear cells (PBMC) were separated from blood by ficoll-hypaque density
gradient centrifugation and rhesus monkey spleen cells were isolated from fresh spleens. To isolate inner cell masses
(ICMs) by immunosurgery from human or rhesus monkey embryos and establish embryonic stem cell (ES cell) lines, anti-
serums were prepared by injecting rabbits with human PBMC or rhesus monkey spleen cells, with 4 x 10° cells every time,
once a week and three times in all, respectively. Our results were listed as below: 1) Rabbit anti-human PBMC antiserum
has a titer around 1:320 and rabbit anti-rhesus spleen cell antiserum has a titer around 1:640; 2) The trophectoderm were
lysed by immunosurgery using the rabbit anti-human PBMC or anti-rhesus spleen cell antiserum followed by exposure to
guinea pig complement. ICMs were successfully isolated from 15 human blastocysts and 33 monkey blastocysts. These re-
sults indicated that our antiserums could be used for collecting human or monkey ICM cells and they would play important
roles in isolating new human or rhesus monkey ES cells in the future.
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Tab. 1

-+

The mortality of human or monkey peripheral blood mononuclear cells hPBMC or mPBMC in different

dilution of rabbit-anti-human or rabbit-anti-monkey antiserum and complement mean+ SE n =3

Mortality of hPBMC %

Mortality of mPBMC

%
13+£3.0 7.1+0.5
Control No antiserum
and complement
12.1+3.0 8.0+1.1
No antiserum
13+£1.2 7.5+0.7
No complement
1:10 1:20 1:30 1:40 1:20
Dilution of complement
1:10 100 100 95.9+3.2 86.2+1.9 100
Doubling dilution of rabbit ~ 1:20 100 100 95.2+1.0 87.3+£2.6 100
antiserum 1:40 100 98.2+0.7 91.6+2.2 77.1+4.8 100
1:80 98.4+1.6 95.3+0.6 75.5+2.6 63.6+2.3 100
1:160 84.3+0.4 84.3+1.2 58.4+1.7 57.9+1.4 93.4+0.2
1:320 37.2+3.8 68.8+3.8 46.7+2.0 57.3+6.8 90.3+0.9
1:640 28.8+6.0 40.5+4.5 37.3+2.3 58.3+3.9 68.5+4.7
1:1280 19.1+1.0 22.3+0.8 21.2+2.8 36.9+3.7 18.2+4.2
1:2560 16.5+£0.5 20.4+2.2 19.2+4.9 21.4+0.9 11.2+2.1
P>0.05
1:20 1:640
68.5+4.7 % - T7.1+0.5 % >50%
1:640
2.2
7d
1 A D
1 E
ICM ICM
DMEM + 10%NCS 3
3d Solter &
C F Knowles 1975 Handyside & Barton 1977
15 33
ICM ES
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1 A-C D-F
Fig. 1 Isolation inner cell masses by immunosurgery from human A - C and monkey D —F blastocysts
A D B E C F

A B CETF 5um D 200um

Human blastocysts A  and monkey blastocysts D cultured in vitro Trophoblast cells of human blastocysts B and monkey blastocysts E

undergoing complement lysis after antiserum treatment Isolated human ICMs C and monkey ICMs F post-lysis attached to mice embryonic fi-

broblast cells. Bar A B C E F 50pm D 200 pum.
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