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Effects of Bovine Retinal Extract on Production of Human
IgM in the Culture of Human— Mouse Hybridoma Cells
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(1 Tumor Hospital Sun Yat-sen University of Medical Sciences Guangzhouw 510060 2 Department of Medical

Microbiology, Sun Yat-sen University of Medical Sciences 3 Veterinary Station in Guangzhou Livestock Farm)

Abstract Objective: To study the effects of bovine retinal extract (BRE) on production of human IgM
(hIgM ) in the culture of human-mouse hybridoma cells named G12 . Methods: BRE-medium (BREM) was
prepared by supplementing 20 mg/ L protein from BRE to the complete RPMT 1640 medium (CM). The cell vi-
ability plating efficiency, the levels of hlgM in supernatant and the rate of human chromosome positive cells in
both culture were detecvied with MTT assay, clone technique, double antibody sandwich ELISA and chromo-
some analysis method respectively. Results: The viability of G12 cell; in BREM was higher than that in CM ( P
<C0. 05). In the growth at single cell level, 12/24 of clone secreting hIeM on BREM was obtained, by contrast
2/47 in CM . After generating the cells for 3 months hIgM levels ( 4 490 ) of both supernatant (BREM-G 12
and CM-G12) were 0.335+0. 050 and 0.070+0. 027 P < 0. 05). 20% of G12 cells in BREM and 25 % of
G12 cells in CM presented human chromosones ( P >> 0. 05). Conclusion: The G12 cells cultured in BRM E
showed higher cell viability and the ability of secreting hlgM than those in CM. Besides the stability of human
chromosome presented in G12 cells, there are some factors in BREM, which could be responsible to the produc-
tion of hlgM in culture of G12 human-mouse hybridoma cells.
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Table 1 The effects of BREM on the plating efficiency of

G 12 human-mouse hybridoma cells n (%)
Medium N ¥ Plating efficiency Clﬁﬂ:;ig}“g
cm? 9 49(47/ 96) 4.3(% 4D

BREM? 9% 25(24/ 96) 5012/ 24)

1)CM: RPMI 1640 medium supplemented with ¢ = 10% calf
serums 200X 3 U/ L of penicilline and streptomycina 0. 02 mol/ L T~
glutamine. 2) BREM: CM supplemented with 20 mg/ L of BRE. 3)
N: the number of pla-
ting G12 cells in 96 well plate

2.2 GI12
BREM G12 CM
G12 (P<<0.05 2,
2 BREM - GI12

Table 2 The effects of BREM on the growth of G12 hu-
man-

mouse hybridoma cells

Cell viability ( 4450 )’

Cells” 2 500 (cells/well) 1 250 (celk/well) 625 (cells/well)
CM-G12 0.353+0.021 0.256+0.038 0.178 +0.030
BREM-G12 0.4824+0.041 0.33840.078 0.235 40.019
P<C0.05 P<C0.05

t test P<0.05

1)CM-G12/ BREM-G12: G12 Cels cultured in CM. BREM with 6
welk plate after5 & 2) The growth of G 12 celk detected by MTT method
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2.3 GI12 3 BREM - G12 IgM
G12 3 ,BREM-G 12 Table 3 The effects of BREM on human IgM secreting by G12
IeM y humam—mouse hybndoma cells
490 ’
- The levels of human IgM( A49) 2
CM-G12 1M a 3, . - -
2.4 GI2 ells wee months
CM-G12 0. 6374-0.051 0.070+0.027
G12 BREM/CM 3 BREM-G 12 0. 77810.042 0.334+0.050
, (mode of chromosome) t test P> 0.05 P<0.5
X63—Ag 8°653 , 1) CM-G12 BREM-G12; G12 cells(2X 10mL) continualy
BREM — cultured in CM/ BREM with 24-well plate from 1 week to 3 months;
° 2) The levels of human IgM in cell cultured supernatant tested by dou-
G12 20%,CM—Gl12 25%, ble antibody sandwich E LISA
; 4,
4 -
Table 4 Analysis of the chromosome from G 12 human— mouse hybridoma cells
1 number of chomosome mode of chromosome the cells with human chromosome
cells n/ cell n/ cell (6Z9)
CM-G12 48~110 84~94 25
BREM-
39~ 96 68~78 20
G12
CM-653 50 ~ 54 50~54 0

1D CM-G12/ BREM-G 12;: G12 cells cultured in CM/ BREM ¢ test: P> 0.05; CM-653: mouse myoloma cells X 63-Ag 8°653 cultured in CM
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