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Fig.2 Delection of AFM1 McAbs by imm- 1Y, fhﬁﬁﬁ?ﬂf}(}{)@(% 2y, EET I

uno-double diffusion

2,4,6: BSA; 7. AFMi-BSA; 1:3* rat FATE R B AN 8 & T S AFMI i

serum; 3: 5* rat serum 5; 4* rat serum . 33 Ak J :
Teft: unblocked sera; Right: BSA blocked s B KRR IR SR b Bl B 12

sera }ﬂ'jl‘ta R Tﬁ@ﬁﬁﬁ%%ﬂ&ﬂ]%”ﬁ“ﬁﬁ

# 1 SEXRLEIRFERERHAFMIKRELS
Table 1 Comparison of anti- AFMI1 tlters in serial dilution of serum from different
immunized rats

Binding rate (%)

No,of
rats 500% 1000 2000 4000 8000 16040 32000 84000 128000 256400

1 76,4 T3.4 70,4 66,1 81,1 54,0 44,0 33,4 21,0 13,1
2 73,3 72,8 65,0 64,8 61,8 54,8 47,1 37,3 25,9 28,0
3 76,7 74,9 70,1 65,4 61,3 50,6 47,9 37.8 27.8 16,9
4 69,0 85,0 62,7 58,5 54,8 53.1 46,0 37.6 28,0 22,4
5 74,0 T8, 4 63,4 60,2 57.5 45,9 36,3 29,9 ig,9 14,3

Control 4,9

10% BSA in PBS
* Reciprocal of antiserum dilution

%2 S EEANR HAFMI-BSAS SR M6 3 ORIFE 4 AARB-/NR A E B
AFME#H _ o LA IS, $: Polsson 4+ #7 i

Table 2 Radioimmunoassay of antibodies ag-

ainst AFM1 in sera from mice im- m. EHEZRTRES, TEEHAT66Y

munized with aflatoxin M1-BSA TR B 22391009 32, Eﬂj@ﬁﬁﬁ[‘ﬁ )
No.of mouse - Binding rate 06 Fre M\ B3 BB 34 FL M i iy,
So¥ P09 SPAD  ooowe KRN, SEREET 5 M EFHATM
: e w me e bk A I Th B8 RO 4 B & &5 1C6 16,
3 29,1 24,5 17,8 9,4 2E4 3E25|21]4E1D Zﬁizﬂ’*EﬁS"‘a‘Lﬂﬁiﬁé‘%%

: e 1ML R SR T PR A5 S T B
Control 7.2 | : : (=) 2P AFM1 E4k80 4 B-/h

* Remprocal of antiserum dilution RACHmATEAREARNEY

R SR SR A ' 1. FATMURS Rtk ks
(=) S AFMT SEREX B-/d  BERIAMS A BRI R iR ok 7l 31
B B A S AR B FE R SR AL AFMI3itk, EY 7 #— B I 3678 2
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%3 MEABHEENAMMAFMI-BSASGEM AR RERNEES
Table 3 Results of cell fusion between spleen cells from & rat immunized with - ATM! BSA
and mouse myeloma cells (Line P3X4é3-Age,853)

Ratio of spleen cells Number of number of myeloma  Fusion  Ab positive
to myeloma cells total wells  cells per well rate(%) rate(%)

g1 376 2 x 104 26,8 24,1

% ¢ SBHAFMIRENAR -MREXARGER
Table 4 Cloning resulis of rat-mouse hybr:domas secreting antlbodles agamst
aflatoxin M1

1st cloning 2nd cloning ard cloning 41:11 cloning

Clone
Cloning Ab positive Cloning Ab positive Cloning " Ab positive Clomng Ab positive
rate(%) ratec¥) rate(%) rate(%) rate(%?) rate{%) rate(%) rate(%)

1B3 66,7 78,1 38.8 a

4B1  100,0 0

4Bto 69,1 [}

1Ce 51,2 100,0 46,4 100,80 42,1 100,0

2Ca 25,0 0

2C7 25,5 0

104 11,7 0

D4 56.3 0

1E6 85,7 88,9 26.2 100,0 58,3 100,0 18,5 100,0
2Fe 303 100,0 35.7 100.0 58,5 100,0

3E2 - 100.0 106.0 39,3 100,0 43,5 100,0 43,5 108,0
4EI 24,4 100,0 34,5 100,0 31,0 100,0

4Fio0 1o00.0

BRI R PR AR R, =8 IR H. ELISARERGESIERH S A
% AFMI-BSA, BSARIOVA Y i HiiR5 AFML-BSA R¥, MSRAE
B, 5Bl AR ELISABIIR R 6 M8 ABSALIKREREL OVA BT, X

%5 MELISAERSAFMI 0SS BB 8 MR GARR A AFML Y. [+,
Table 5 Identification of the specificity of EmEAFMIE N & 524D, 5
?;rchigrAal antibodies against AFM1 AFM1-BSA-! ”Iﬁzﬁ’—_’jﬁ'%%ﬁ&“ e
ODysosm ([ 3 )XW AFMIF R GH 5 85
Clone MiBSA* BSA*  OVA* AFM1-BSA-'*°1 jyi&, il BE 5
1C8 1,066 0.160 0.156 AFMIIE R X, H#H—FHiFH TiXERE
(0, 178)%% (0,008) (0,009 MR,
1T 1.228 0,138 0,144
(0,086) (0,006)  (0.010) 2, JLAFMIE 5 AFM] EI{JT?TJE%
2E4 1,226 0,144 0,156 AFB1 E@ =R ,ﬁ}f‘fi: Bl AFMl—BSA%ﬂ
(0.069) (0,007) (0,007) '
sE2 1,108 0,143 0.144 AFB1-BSAE L EELISA (& 6 ) Fii LA
(0,071) (0,010) {0,008) AFBIR &4 %%%E{]RIA (E3), £ 82
4f1 . 6,954 0,143 0,150 - .
(0.151) 0,005}  (0,00%) &R 5 MRS AFBL BIRERR, #%
Control 0,177 0.155  0.162 R AFMI g 3 5SAFBIG % MR R o
(0,011) €0.005) (0.009) 3. B AFMIE BB e
# Antigens coated on plate (o,&pg/welD). T $ 4 ,‘J ; 4 3 “ﬂj}
#2850 . Bl AFM1-BSA-' 251 Jy #1 JEy W 6
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% 6 HWAFMIMSERBRRES AFM1-BSAT
AFB1-BSAREZBY LY
Tahble 8. Comparison of the reactivity of
AFM1t McAbs with AFM1-BSA and
AFB1-BSA

'OD‘.!onm
AFMi1-BSA°  AFBI-BSA

108 1,549{0,028)% . 1,510(0,128)
1Es 1,618(0.068) 1,424(0,339)
2E4 0.531(0,006) ©0,520(0,018)
3E2 1.176(0,004) 1,183{0,006) .
4E1 1,251(0,004) 1,146(0,074)
Control o0,218(0,019) 0,215(0,016)

*3D

R EERP IR (ET),
5 AR 4000—8000 2 8], F
RIAWIERRMBEMACGER), BENMWE
R B 100 —10 I/ M Z 1], &

4, REEERMERELRBER: A 0 : - —
MM A KR (H 4R E, 545 APl concs
RRWEEASRE S —7 RAWBHES:  ms xensaeBsiMcAbsgil
A, BRI, B £ P Compeiive b ey bt dnt
A, WSS BRI, & * 0, ong/ml; 1, 1.5ng/ml; 2, 1sng/ml,
BODASER, SREAREORNE LI L

Clones

Binding rate( %)

# 7 WAFMISR REKOREE
Table r Titers of monoclonal antibodies against AFM1

Binding rate( y#*

Clones
SRR 50 500 1000 2000 40040 2000
1Cs 71,9 71,2 64,9 54,8 42,9 34,5 30,1
(2,4)% {1.5) (0.8) 2.B 3.0 (0,86 (1.5)
k6 66,9 58,3 £51,6 43,8 38.4 30,5 25,3
(0,1) (2.5) (3.9 (0.8) (4.7) (0.8 (2.8}
2E4 62,2 59,3 54,1 48,5 43,8 34.9 21,7
(2.3) 2.7 {0,8) (2,5 (0.6) (2,7
3E2 68,5 67,0 56,6 51,4 43,7 34,9 28,6
€0.7) (1,5) (0.3 (0,3) (5.8) (3.5) (3.5)
4t T4.7 66,7 55,8 43,5 33.3 27.7 23,0
(2.3 (2.8) (3.3) (6.1) . (2.4 (0.6) (0,6)
Control 31,7
(0,4)
*8D

#¥AFMi-BSA-125] used as Ag in RIA
steReciprocal of sample dilutiop
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&8 MAFMIH#&McAbsHETA
Table 8 Affinity of AFM1 McAbs

Clones K/

1Cs 8.04x10°

1Es 1,07x 1011

2E4 6,67x 1011

3E2 £.45x 1010

4E1 1.06% 1pi0

120~

o C
B 1001
!
W &ul-
: B
M i
M ? A
b D
o -'10.- T
= .
Q 20-

oo ]

[ 8

Days . .
B B~/ B A o0 N N B 2 B
¥ig.4 Growth pattern of rat-mouse hybri-
domas
A. iB1; B, zE4; C, 382; D. 1E6; E, 1cé

£9 AR-PRBLEAMTHRSDOEHBES
Tahle ¢ Stability of the secreting funciion
of rat-mouse hybridoma clones

Culture days of
Clones established clone Binding rate*(%)>

1Cs 87 65.5(1,9)%%
1Ez2 75 64,1(1,4)
24 87 58.7(0.8
aF2 gz §6.6¢1.5)
4FE1 a7 §1,2{0,1)
Control 14,6¢1,1)

* AFM1-BSA-125] used as antigen in RIA
*#*3D '

H10 A%EOANERYZLEE EEES Rk NNE
Table 10 Detection of AFMi1 McAb in super-

natant from hybridoma cultures af- .

ter frozen siorage

Clones Binding rate* (%)

1Ca 6B.3({4,5)%k

1Es 61,8(5.9)

2B4 ) 76,3(1.0)

3lL2 65,6(0.1)

4E1 78.0012,0)
Control 11,0¢1,4)

* AFMI-BSA-125[ uged as antigen in RIA
#% 5[
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Establishment of Rat-mouse Lymphocyte Hybridoma Clones
Secreting Anti-aflatoxin M1 Antibodies and the Properties
of the Secreted Antibodies

Ji Yongyong Lin Guomei Ye Ming
(Shanghai Institite of Cell Biology, Academia Sinica, Shonghai)

Through the comparison of antibody responses to AFM1-BSA bet-
ween rats and mice,raf spleen cells were chosen as a partner to fuse with
mouse myeloma cell line P3X63-Ag8,653 cells to construct hybridoma,
The radiocimmunoassay for the detection of specific anti-AFM] antibodies
designed in our lab was used to screen hybridoma cells, Five clones of
hybridomas secreting anti-AFM1 antibodies were obtained, named
as clone 1C6, 1E6, 2E4, 3E2 and 4E1, Their specificity against AFM1
was further characterized with other antibody assays different from
that used in screening, The results showed that in addition to their
specificity for A¥M1 the five monoclonal antibodies all cross-reacted
with AFB1 significantly, The equilibrium constant X of antibody affinity
of the five clones was 10°—10''{/M, It indicated the potentiality of their
application to produce aflatoxin immunocdeteciion kit,
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