M TR E IR 1 (4):34—41, 1985
Chinese Journal of Biotechnology

TMVerY a3 B fi bk B H XA 75 0
mEE N 5 R BB

BRXE BHZ FrE

CPE# RN ERTRE, LD

PR RS EBHR(TMVO AR B H4E BALB/c /bR, BUSRMR S/ NREHEE
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Nio, TMV-L: AT HEEENZXRKF. TARIGERE BN RIES BT z2CRE B 2ME

FRRE.
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EXE%: TMVe MR TTHRITA R BB S a R R R A%l 35

MZELBRENRSE) , HEABEEES
100ug TMVe (Bl 1:1 &H 5GIBCOKWT
TEEFRE), MAR SR ME®E T
MR & E5i50ug TMVe(H0.85% NaCli
®) . BEAEARE ELISA EELRFMm
HHRE. BEW=RXEHRKIE & 1008
TMVc,
() Tk BT 40 940 AR
s . SP2/0ZHNERRTERPMI, o ., (AZ) £
FHPER, BHEESI5UFAENDRE
(REELHSITE &) . 2mM -85
‘BEBE, 1Y% Antibiotic-Antimycotic(GI-
BCO) . B ¥ M MAEEBEITC, &
8. CO.-RBFPIEFH, :

/A R 1 s 4 i T e A B 3 T £
HFM. BEEMBO SKMBiI| &P fe%5
BEAR ™ K BEALMERRPMI, , ,
% BALB/c /NEBEEEWME, &F H
HAT % B35 08 /23 1 x10°Cells/
ml, SRS INA24 703554 (LINBRO) 43 4L
0.4ml 5 96 L 3% 3%4#% (LINBRO) &7
0.1ml, E37°C, RiE. CO,-FiRfhRE
#E&EH.

JE A M 2, BRR 4% BUIE B BALB/c
ANEEE, Fﬁ?ﬁ;fﬂ}_?\%'RPMI—“;o Bz
W, FRAWTIE. KHEL, BAlE
HAT ##H Mg 5508 2 3] 1 x10° Cells/
ml, 0 E RS R BI24 LR 6 T3 5%
W,

() BHRBARHTWIES

£ EGalfreiMilsteinfIHFE 2, B
# 1 X107 SP2/0 (EFX#AERR f
1 X10° Mpami R Toi i3 s He ik T
—iK), 1300rpmESLr 8 min, F LW,
MECHIRITIE. ZE1minAMMA0, 8ml 50%
PEG,,0; (Baker), ﬁ(ﬁibﬂﬂgﬁﬂﬁﬁﬁ
MHREH. BEITCKBRBERREEELE
1min, #EE 7 min N 587 mlXE M7 5%
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FA HGPRT™ #y ¥ £, &8 7 REH—K
HTH 3. o
() SHRAEkRETRANE
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AR E, HT BHERYEENE, .
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HRERIKE,
(E) H¢ _
KAERBEERMEL R EEE
HERELREERESRESRERE
MikZEEEt. GSREAFSEE)
() DREBOKE & B &
#¥:GalfrefMilstein B H: 17 3 100
—10" M R BHEEEES ERAeRESH
3t 0,5ml pristane (Sigma) RY12/5#H
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EBHLREE -T0C. JERRZBMILETHF
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(£) PRATMATES K g
BEE
# EMBO SKMB il 4 F & % 9 %
AT ST (A 4 ELISA W
ERTETNENIgER, FEMBELISAH
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FkH®E-RBERESE, & 0.075M pH
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2m BRI 1 SRR AR, HEREES
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e, FBREKED, BB E 2
smlfi7K., 10BUIHFI LR ENHEER
SEURIE o HoAi 2 208 - AR 11" BALB/c /B,
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Fig.1 Precipitation reaction of hybridoma
9G and standard rabbit antiserum.
against monse [gM

IgM.
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Table 1 Neutralization of TMVe jnfectivity by 8G ascitic {luid

Dilution of ssetic fluid i 2% 107! ‘ 2107t | 2><10‘3| 2x2071 | 2x1075
No ﬁleswns?n:uTralﬁ;hon): 2 t 3 | 17 : 11 |
|
No:?ai oiﬁlesiﬁ;n;xq;coﬁ:cl} 1 32 ' 31 ! 36 25 )
N'rutr?hzgmf( /ﬂ){ l 94 l 90 ! 53 |

1. SAEBELISARRBE, F%
M 9G. 7A. 12C. 1IAMIIHEANR K
SRMEMHHE (CMV), DRHEXR &
(PXV), KEXLIHHE BSMV) 1
R AR FBELXE N,

2. ERFETMYV BHME(ToMV) .
TMVE R A ER R U (ToMV -
N - BREEHHRFIES (YMV,5) .
TMV-L, CAEH LB EIAD. f1TMV -
B: (AREELSEEM 'YXAESH
HFHAZRENOFE RN 5TMV e £ 18
Kt 1 4 @B ELISAR k@ e

FHk 9G, TA, 12C 5 HmBNES

M, ZIREH TR RAXZTEEEHE
5YMV,:. TMV-B, BEEAREN (&
R, REEYMV, JITMV-B, Kk
EmkE20ug/ml, 40ug/ml, 80rg/mibd
WAL, 5 TMV-L, B4 & R K H A
B, HETMVe RIRMENKETRNERE
fELL R, &I oG, TASTOMV-N,, i
R %55, B 5TMVe RIBRTIRR
fi 12C 5 ToMV, ToMV-N,, R #R
58, KI5 TMVeAiERERN. 7TA 5
ToMV IR RZLh 9G S EFE N FH, G5
ToMV FMITMVe SR EAE R, AE
HERHD EERFITER 2.

%2 REBELISARERZ/REBRESIMVRRRAEN
AR -ERANSARRE

Table 2 Comparison of the binding sbility of monoclonal antibodies
to TMVec and related tobamoviruses by indirect ELISA

R S N !
Viruses | J
: ToMV-N,,| ToMV YMV s I TMV-B, | TMV-L,
B l .
“McAb w1 L D R
: j
TA 1:1,000 + l - l 0 -
3G 1:1,000 + ’ = 0 -
12C 113,000 - i - I 0 ‘ o | -
‘ A
= ZRETMVe g E4#% Equal binding to that ohserved with TMVe
- FEmis TMVe E¥ 5 Lower binding than that observed with TMVe
+ #xWS TMVc R %% Higher binding than that observed with TMVe
¢ FRERE No bindisg

FAEEIIA FIH 5 TMVe FAEEEIE M 55 35 S A0 X e B 12 fiﬁxﬁﬁ&“%ﬂ&%umo
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Ll RS TMVCI R R AR S AR NER %

I S
KRB FAEFIN TMVciS R IMH

SRS RE T FE R EBRE A EER
M@ 4H (Tobamovirus) & 5 YMV
MTMV-B, X X, fiskBERN
ToMV,ToMV-N,, . TMV-L, #3k H& &
HHTMVe B4 BBARANER, HES
| PR K 127 3R 0 B A5 2 41—
S sy BR R S TMVCR SR N CRER
BRERER) « BAXILMBAFE R

’ MG EERTEER TMV $—T 4

. FNABOTERS SHER M 8 bE
o —a e B, 5 YMV,, BELEEGEEER, B
! e 9P TMV cif) % #5119 /B B ELIS A
wsop et W YMV, . 58 B% XRR (SR E
o 4 g, BN FRERTHESHES

TR TR HEA cDNAZRZ

b t5 % B E EAITM Ve, ToMYRITOMY N,
R vinsose/mD) B RNA FHIERERRRE, SBET

TMV'UL%{_E%%_"JI‘\EE%EJ ﬁ YMVl 57
RNA S5EMKNFAEERIE, SEL4AE
FOU, EXFARHGHUENERS

1,08
l RNA FRIRIRH 04 SR — B, TR
) Pl % AR STILNY W 35 % B TMVe f1
0. 5GF

ot YMV, s AYMV, SR EERE LR AR
s S < SrHTs PR AR R G R 2
ééé?ij}~ﬁﬁ_ﬂbi Bl ERSEEAT AR
oy z-sﬁg\ﬁlrubfﬂi‘;iln 18 MERBNARER, WNTMBFEERT T

ST MRS, FHREPIERA

W4 BERBELISARME=REBRKS YMV,; WRTERE, TREELER

 RREHRRA-SRANRERR oo S /N U e 4 0 A
Fig,4 Comparison of the binding ability N
of monoclonal antibodies to related M4 RERHBRY TMVAG R
tobamoviruses by indirect ELISA M ERIATATIIG 5 ToMV-N, , BIE

A, 9G Mok 9G ascitic fluid (131,000 . . ;
B, 7A BUKHtk TA ascitic fluid (1:1,000) bb SEURE TMVCE B3, WA EHH,
C, 12C ki 12C ascitic fluid(1:3,000) = I SEer i % :
L TOMV-N., 2. TMVe 3. ToMV Eij([%%lﬂf@ﬁ o X SRR A
1, TMV-L, 5, TMV-B, &, YMV,; DEEMEES G IR R TR
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REAHSDEIEZERL ', KRB
HRA BRI # R FH (Hete-
rospecificity) WfF#HE. B TFREZNH
REMRESHENRES S NIHE—E
REEDRSHERZRENERRZ A,
TR SRMEHEZR, BHRERREER
. MHV VAN Regenmortet ¢'%7 A,
32X 0 B 9 2 B T B R A I 3 o A e
HRERBNTEARAUERET £ B HMm
Hh R ERERERIEA, MToMV-N,,
EAATHEHMNEBER ERAR
&, FHTHRIL ToMV RESEESR, # X
. AEBMHERE>—44T, HE
M. XREREZ-4F, REMRE
BAraT, BUBXEKEREASNEL
{EToMV-N, 4m%“ﬁﬁ&ﬁ§5]‘°mv
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HREMSSTEERETHERNEN, Hit
ToMV-N, HREH R EKEATHToMV
WHEH. S7A9GHRERBEITIER
B LR, B 12CEAMBEES
%, SIMVc &8 EmAkTS5HBRE
MU &, AR BFENE S ARE 12
BYIBOARIMRERE ST 5 7A, 9G
FrHBIMRET R A L, BXBEREL
BOEMEE RS, FEERLAK,
TASGHI2C X REEEHMZEY
—HRERH AN R A BE BB
UFE5TMVe BB, B Rk
FEATABH SIS SRER I LY
RERERLERTEEBSERIEALY
FhBE e E L .
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MONOCLONAL ANTIBODIES OF TMVc AND ITS
USE IN DIFFERENTIATION OF SOME
MEMBERS OF TOBAMOVIRUS

Cai Wenqi Zhao Shuzhen Mang Kediang

(Institute of Microbiclogy, Academia Sinica, Beijing>

Ten hybridomas stably producing monoclonal antibodies against TMVc
(common strain) have been derived from fusion the spleen cells of TMVc¢-
immunized BALB/¢ mice with SP2/0, Then were cloned by 2— 3 times of
limiting dilution, Hybridomas were of IgM class, Five of them were used
to make ascitic fluid with high titer and their specificities for TMVe were
determined by indirect ELISA, immunoelectronmicroscopy and neutraliza-
tion assay, They were used for serological differentiation of six members
of Tobamovirus group, not reacted at all with YMV,; and TMV-B, two
isolates from Crucifer, while ToMV, (Tomato mosaic virus) , ToMV-N, ,
(an artifical mutant, mild strain of ToMV) and TMV-L, (an isolate from
tomato) give reaction with different intensities. The monoclenal antibodies
from 7A or 9G show a quite strong heterdgpecificity while 12C a conspic—
uous homospecificity,

Key words

TMVc; monoclonal antibodiesy serologi¢al differetiation
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