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Table 1 Cross reaction awd I subclass of MAb

IgG
R i ||| = g w | 2 :
sy z (8] = |, 8|2 |& |2 ®S
< | F{x | Bl im G| a) ¥
Xk -
Method
SCSE4 e | — e | — - - - — |+ 1gGla
BAY K
Gel diffuse .
$A3HE - - =] = =1 =] =1 = [+ IgG3
' JCAE4 - wve [0.00] sae | 0.00]| 0,00 0.01( 0.00 | G.00 | sas
ELISA
6AIHG 0.00 | 0.00 | 0.00 | 0.00 | 0.00 | 0.00 | 0.00 | £.00 | man
*es; OD WS 2.8,
00 s over Rb.
() MAb AERRBRSTRY 1010240, BIAGLAMBRIE 121024000,
MAb pyEw PRI b O SCSE4 AR h W
WK 2. 3CIE4 LMMMEL X TRES-104%,
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MEIERFEBA g6 f& IG5
3C8E4 U &I B FE I AlgG MIE &
1gG HilERNT. mFEHA IgM (il
REESMT 3CSE4 FIA 1gG Myt o

(F) 3CSE4 Bk §ifk eyt R8s 45
iR

ME 4 9 I0,5m] BKEFH K 40% i
Mgk T e RO RSN IR G-200 &k 4l 1k /S
418 1gG 29.5ml, HFHFH 2 5.9mg
IgG/ml Ko RiCERFEN 25ml, H
¥ ELISA 5K JURLHEEE 3 1:409600, (&
BB ShH 1:1000 ,E OD KT 2.0,E
WRBERNMEDHEREG 200 SR
, fb, HEEBE AL E A S
- o JLEE 2o M 2-A T ODys 1 OD,e,
H1 BRUERSSE GG MAD SCSRIFIGASHS gk e B A, BUIRCET. K
Fig. 151;:tmcﬁf?:::il:lfiﬁjiﬂicsm %] 50—60ml A} (ODyy) X HBl—A/ME
and 6A3HG 1o cight snimals and human XENSES TR, RESE NS E
G by using el diffuse BB EEREM. ME 2-B A AREM

(m) HARER WA IEFR 1gG /Y 280nm LR

M 2 MADb 3C3E4, 6A3H6 maMeREREiEr 3CSE4 mEm (ELISA)
Table 2 Titers of MAb 3C8E4 6A3HG and effect of precipitation in ammonivm
sulfate on MAb-3C8E4 (ELISA)

1

TRE
» 1000 1 2 4 8 16 az 64 128 256 512 1024
Titer
¥ 3C8E4 akr | #hs | wex [ sss [ ses | axs | 1.56 | 1.06 | 0.63 0.36 0.20
=2
L4
* ey xkk san sse | 1.52 ] 0.86 | 0.48 | 0.23 0.11 0.06 0.03
6A3HG6 *an xs2 | aes | 1.48 | 1,21 | 0.99 | 0.46 | 0.27 0.10 0.04 0.00
THEE
w10 1 2 4 8 16 32 64 128 256 512 1024
a Titer
2
x
""]a 3C8E4 0.70 { 0.68 | 0.65 | 0.67 | 0.67 | 0.67 | 0.41 | 0.41 0.41 0.28 0.12
@
6A3H6E 0.66 | 0.60 | 0.52 | 0.41 | 0.38 | 0,32 { 0.31 { 0.25 | 0.06 0.06 0.02

*: 3CBE4 BHALBRRREIRE.

Two times precipitating 3C8E4 ascites in ammonium sulfate,
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x3 AXHNARNS lg oRHm 3CE4 5ANA le iR E (ELISA)

Table 3 Blocking human IgG and rabbit IgG by using sheep anti-human
IgG and rabbit IgG sera (ELISA)

]
HIB® R
Blocking 2480 400 800 1600 3200 6400 12800 25600 51200
dilution
e ?ﬂ ;ﬁgé};lgc ;
S cep o
= s buman IgG 0.12 0.05 .00 0.02 0.25 .68 0.94 1,09 1.08
E g serum
a: :
<= 1l %
%'S Sheep cerum 1,24 1.25 1.25 l1.16 L.1s 1.27 1.25 1.15 1.13
Ha
5]
FEHEA lgM
I
Sheep « 1.02 1.07 1.06 1.14 1.07 1.04 1.10 1.16 1.18
buman IgM
serum
HA®mE
Blocking [ 16 32 64 128 256 512 1024 2048
'_a' o dilution
%0
= FG 1gC
o G
N"f Sheep a« 0.00 0.00 0.00 0.06 0.16 0.41 0.64 0.97 1.03
%"‘ rabbic 1gG
- = serum
o
2 &
ge Sheep 1.02 | 1.07 | 1.06 | 1.14 | 1.07 1.04 | 1.30 | 1.16 | 1.18
serum
oD QD B
B 1.2 F
0.5
1.0 0.6k
0.3F
3 . 4 2 1 a
0 25 50 75 - 220 340: 460
Perit ik # Eluted Volamn (ml) # K Wavelength{nm)

B 2-A, Feindifk 3CRE4 py i mBEE G-200 & (Scm’X 25cm) BT
2-B. £310-35ml ¥ Ep#kHEE
Fig. 2 A. The chromatography of 3C8E4 conjugate on Sephadex G-200column (Scm’ X Z5cm)
B. A scanning drawing of the 10ml—=35m] mixture of conjugate under wavelength of
- 220om—4600m {Backman DU-70)

W B AR LE 4030m Wik B SWIRICEY 55.4% Rl /bilkEs T H
SeWE, TREAR SR, NEE % 1.98 BHERE, RICERS AN
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¥4 MADb 3CIE4 i HEEMEICHE
Table 4 The result of purification and
enzyme-MAb conjugation of 3CBE4

Af%iﬁs 5ml
Mazerials IgG 29.5mg
S5 | som
‘?':eiﬁd 25.0ml
HEvPRBgE

Concentration of HRP 0.23mg/ml

in conjugate

FHEYR MAb K

Concentration of MADb 0.47mg/m!
in conjugate
AR/ T I
Enzyme/MAb 1,98
in molarity
W aviRicH 55,405

Conjugatmn rate

ELISA &AL
Ending dilution of
ELISA

1:4096900

(X)) HRETHEBIRAGEYE O E
-

M 5 AILLEY, FRiZHEAnER
B A EEET E&E PBS ik F
EBFCHEBERR TR, 2B
BAWRF T Mg A T 5, REFM
R D N, ML B
FRINEFPFANEERF. %12 K2
A B AR IC UM 75 R TR /o

(&) MAbL-3CSE4 g #
PRERMIHER

ELISA ZMeiEREHE 6. FrAlE
EMEYRE,. 2L RELE K OD EHHE
Lol b, MR AR OD EHRN

T 05, sIRHENEHKERT,. fhERE
MR e SR IS . hE RSP i
AR 9T A R b i Rl R B 2R ST
FENRARRMR T,
it w

sENMENMFT AL R g6 B
DEAE ##% G-52 REF> =iy,
ML 1gG hEELREREA, HWHE
RIS Wb R 25 R 1gG By, BT
PEMRBTUTHEHRREA N T
tho (—)EHEMA L Z: (1)L ELISA
i it PO A R A TR B ST P B, S fa i
M7, Bl MAb, B N& bR — 5, BE R
Y, (DEEEENRE, RKREHKS
mwE. MAb, FHUE R 0. BREIE
Yo IR MAb B4 BAMN, ML
ROy BRI SRR TR, M B Ko
COIBE B xR ARAB L _ERES
FR o m g X E. M.
B A, BFIC T—8: ELISA KRi7
AL, a3 BN TR FERSRTT AVB R
CHRiiimiE, X EillE MAb iy
R, iz MAb M EMGRIMER
ARG R B, 10 %5 IL R UL A AR Rz 42 75
EEfR &, MIHAAZ MAb Exf @ 1gG 1,
HTLURH mxtin FEi & R EERER
LS R—EE, Rk, hAMVEER
% 1gG MEREHE MAb 54 1gG 1)
Hathikiifi MAb REXNHN& 1gG
Ko

EHHAREHE—HS: BEERA
IgG #f{fi 3C8E4 W A 193G W BZBT, 7
A 186G E T 1:200 &L, Fifd
AEZ A, 2 EBNAERE M
FWEL 1:400—1: 1600 B, Mia]524#
Fl,8id 1:1600 B B HE K Bl X7

HEEBRTFE 156 S5A G & BR
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x5 AHPZFHELE MAb-ICSE4 B¥w
Table 5 Effect of freezing and thawing and freezedrying oo MAb-3CBE4 conjugate

T L
\ Titer oD
472

Ttem L
BEX 100
y FpEax . 128 156 512 102¢ | 2048 | 4096 | 8192
E — -
B N
= A PRA
= No freezing 242 1.59 6.34 0.47 0.22 2.12 0.05
= and thawing
E
£5 =z
=i The B - 1.58 | 0.9¢ | 9.50 | 0.25 { ©.13 | 0.05
i e
- G - 1.60 | 0.87 | o.46 | .23 | 0.40 | 0.04
) 1X {imes
o |
g AT ave 1.59 | 0.86 | 0.4 | o0.21 | 0.10 | 0.04
&
Twelve:times snn 1.58 0.24 0.43 0.20 0.10 | 0.03
ﬂ?ﬁﬁ{?gn 128 156 512 1024 | 2048 | 4096 | 8192
!No A drying | 1.59 | 0.89 | 0.40 | 0.2 | 0.09 [ 0.05
0 R :
= 1 Frceze-drying 0.87 0.46 0.24 0.14 u.06 0,02 0.00
o
-
7
E: * . 1.36 | 0.6 | 0.4 | 0.19 | 0,09 | 0.04
o . _
-
o i -
No firere drying s 158 | 0.69 | 0.35 | 0.19 | 0.1 | 0.07
=T i
2 Fmez;:d’”ing xx 1.26 0.66 0.36 0.17 0.10 i 0.04
% . 1.44 | 071 | 0.46 | 0.21 | 0.13 ‘1 0.05

L. griLikfF PBS #8rhjicd Conjugate in PBS buffer
2. Rtk IR WA B AT 24 /N Conjugate was dialysed in dd water for 24 h
* 100u) FEFL+100u] 4B T Freeze-drying of 100l sample + 100ul cattle serum
% 6 RN 3C3E4 RNHEBRT"
Table 6 Detection of the viruses by using 3C8E4-Conjugate

AT PVX PVY TEV TuMY
Viruses and
‘healthy 1
ealt ¥ leave v ’ H V H V H v H
oD, 1.28 0.27 1.44 0.09 1.40 0.03 1.45 0.18
* PVX: LS HXPE Porato virus X TuMV: £ % 6K % Turnip mosaic virus
PVY, L4 Y #E Potato virus ¥ V8% Virus; HogkgiH R Healthy Leave

TEV: i 212153 Tobacco etch virus

© PERFRMENMARMATIKESHRIEL http://journals. im. ac. cn

&
=




5 4 FERS: MRRLEDAANBRTESS 186 SR iikNERE 363

ERFAIT L, REKRENF g6 £45L
FrzhPEdnxt 4 g6 % 7 R
BB

AT XS R ATl HENT, ZE A SRIAR
1gG ZialEEERRNRIFERERE. T
MAb S5H BRI 1gG FA 1gG HILEX
Rk, BIEgEEEihiTE PEG RERM
ST EMBREE, %A PEG fijn PEG
4000(1.5% ) WA EMRER, A EHEE
grhim PEG 6000 3% S & W BT &
£

FEHT MAb BIRbUER R R A
BAETRANMEPEOREREFET
B, ¥E5I B 7E PBS b, T RTAUEDE

REREES, REETOEEHEAR%R
BRI ESFE T,

£ ¥ X B
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ESTABLISHMENT OF HYBRIDOMA CELL LINES SECRETING
MONOCLONAL ANTYBODIES (MAB) AGAINST RABBIT
IgG AND ITS APPLICATION

Wang Yuancheng

Guo Jun

Cai Sachua

(Biotechnology Research Cenmter, Chines Acsdemy of Agricultural Sciences, Beijing)

BALB/c mouse was immunized three ti-
mes and cell fusion was performed berween
splenocytes of the mice and Sp2/0-Ag-14
myeloma cells after 72 hours of last immuni-
zation. Fusion rate was 100% and specific
positive rate of rabbir IgG was 4%, twenty-
seven specific positive clones of rabbit IgG
were obtained. Cell lines 3C8E4 and 6A3H6
were established in four cloning hybridomas.
The immunoglobulins of MAb-3C8E4 and
MAb-6A3H6 are 1gG2a and lgG3 respecri-
vely. Ascites titer of 3C8E4 was over I:
1024000,  Besides rabbit lgG, 3CS8E4 Thas
cross reactions with human lgG and horse
1gG in eight animals and human, 6A3HG6

can only react with rabbit IgG. MAb-3C3E4
was conjugared with horseradish peroxidase
(HRP) by using improved sodium periodate
method. The cnnjugate  titer was over I:
40000, the O.D. value was over 2.0 whep the
dilution was 1:10000. It gaves a good result
whes using ELISA methol to detect plant
viruses PVX, PVY, TEV, TuMV by using the
conjugate.

Key words

Hybridoma; Monoclonal antibodies; Ra-
bbit 1gG
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