.

£ OO0 http://www.cqvip.com|

5

= B ¥ ot W S 19BH 1713 ),238--345

Acta Botanica Yunnanica

MERREHF ARG EEAIR
EXRFEZTIERER S BB WE

K AR FRL BReX

(FERYFERBHESERN, B

ME EdTRRTIARRS, AERSHSBREATHRE CZR) RAREREFNBES
FHEF,Es. FoGfF By, HhFE i ic@leG,, FoGs. FiBy BRI R
IeM, KF,E¢. F Gty HEMELISARZR it 8 R 8B 20.05pmol(—18pg ), £
¥ 0 A R0, 05— 50pmol. BERE@ M, FEs, FabGe iR 5IPA, 6-BA, KTHRE
JUHZR DI LY A& T0.18%. MELISAMEF E R SZRE MW = mE HA
2.3620.99 %107 M, HICIEHIE T B8 K FRELISA 15 40 ) ¢ U5 45 3R 20 24 W & MR,
AR TR LELR (JTea mays L.) i RZRM S8,

XWiE MM RE, BREET, RCENAE: BBIRERHEHRERE

FRSBURVIRERLARS . AEMHELEAFIEEEREGER, FHAY
HRIRWERBHAEL, TRMNEAAF LEHAHNERET. TRAER &
HTEMNERS LKA, DENERDER. AHSHERSTEEHEN. B
Hi, HEHEKNREDBRAETLSESNE., BEAFAENRERE=REC .4
HUEAXARRETE. SREVRFRA EWRIEN. BIRETLEANES R
PRI RS AS A A R EE N RN E R, RBTENRS, Trionet 2fnEberlets)
FEEBHTIRM A RERESHERHS ML, BN N-6 Ui EHHXEXEEEHRH
BRI, HEFERROXXRZEBER, ES5RERBEE (HPLC) KA L
WMEZRHE R, RIIEGEEXBZHRMA, NHRIRMHMcAD fil & R 14T T H 5K,
HME T BBRFOELISAG ISR E iR,

BRI v

1. 9 fosh e
FREBER (Zea mays LoD #F, MEABAKREWEREN24AN, BE3

BRENHRAL, B3 CEREERIRE, WTHABEEHE. 2% ABALDB/c kA
B Sh 4 By R E # = B B
2. AR &
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JA 8 B Erlangert s I3 SRR AL IMZRBBF £ MW B E L (BSA) k., 2% :
TBSABEE 3 — 4 MZRAF,

L.RAMSSERE QKNS

WEIEFBALB/cRME, H45%EMENMBERIERRED, BRIEBEySE AL
By A L HProtein A-Sepharose CL-4BEMEARIBER, 2VPAGES Ik d ke, &\
MR EERFORER% HNEANRRFORME, OBEPHREQLS Hurnls:
FEHsbE, ok DEAE-Cellulose Ag, 84k,

AR kceimBE ks (HRP, L#md4iF, RZ>3) {8 1 3 4E
i RTRREANMA L, 2XBAMENCMHER LHRP, BEERORP [ IgG=27:
1000,

4. BRI ME (ELISA)

AP R . iR NE. FRERE, EXREEREDA ZR
FaMEMERE ELISA &%, KEFFITEHa, HEREWEE b, FERERE
MR o, M ZRFEAENERER, d. BEAREREA AN SREM K
s e, BARE. RTHIERBSATENYMEHTH®R, BNERT SSRHKFABRG
Fik, AMNERRE (Paris L) B hREREKEERERSEAR (parin) OOEHIEK,
H5ZR\EE (K 2) . EXEEAZESFZREE €8, EMARZRGIEZRE, &
FinAazoon /L PBS 500/ AL AR E RN X B St ZRACE, H P 81557,

5. BALB/cRLEy 555

4 H12Bi L FpBALB/cR B XS 0.4 mIR b (& 0.2 mg BSA-ZR) , ¥
WMEEEE1, 2, 7, 12, 23RS RKEARE, FEEN, ARREREATSE
MRFELEN. MR EASTB, BRESAKEIL, XN HRT1H, BE KR
ALERETT RIS, SREABEREREN0.3 me BSA-ZR/0.3 ml PBS, R#&TAA.

C.OMASnEMEEREL

BB Gallie faMilclein 2 AU BTRA, PRSP B N36% M
19% . A ELISA FigkfH¥ETL, FAMERERN20% f18%, X P =AEMELHETT
S—4RABRELEEL, BSEARELE - KAEENRL100%.

7. ATEMRSDBAHABER

BREHEAE A LHESEEL0—15F5, AeuRi#sE e ek,

8. AR B & 5 B b By B4k

FiBrodeur & A SR Jr IR B, FMBEyR SN FLE, BAKSET S 81k,
JECamphe IG5 3R B o K BT 81k, S AY AP JHSDS-PAGEC 4 R # H 43 F
B

9. H kIR 0N 869 M

HWIBFriquetss AUSIE FEE HELISAN Z 4 . E, A 57ZR RRAFENEHR. &
BITEENSZRAET, A1 MiEER&ESSIIEHARE L.

10. #¥ P MZREY IR

EXRGHLSHELGRHRE, SRMERMNA 3ml 80% FEg (& wmg/l BHT) @
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3 SRIBST e 0 YA T I 5 B 0 R 4 2R 1M R K 3 T I e 1 R zn

BUB, TE 4 CTREGIR OGN ZR IREERE) » BOoRE RSN, BEEmRE K,

R 1A, HHERE HA-LHZ—HEBERABE, 3Sep-ParKC, &, m@i%40
—50 CHIER ARk BRI K ERERY 2 /e E, FHo. LVHCI JHpHZE 3 — 4,
O 1e/e A MAPVE (R ZRULE 5K, XA WG T4, B.U, EHEZEZ0.52/ml
S E, FEpIIZE7.0, BFF J FELISAMZE GIAEKX) .

5 ®

1. 57X WRD BRI

REDD W ESERED, FoEq 53 abim IeG,, F,G,. F.B: 4 BEHRRE
IeM, SDS-PAGEZRBIEE TR (H1). kG, mEHNBENHA TR FH62KD
f24kD, IgMit) gk Frig 5 T 1 4y 5 8okDFn2skD,

BREBMBRT L. BARURSETHORNDEL , REHPRGBAELT
EHRTRE GRSk, HhrAik,

1 ELSARGEMTEIN
Table 1 The antibody titers measured by ELISA

JOHE Tt wok B Bk
Clone Culture supernatant Ascites fluid Purified antibody
FaGe 256/ml 1.0x 0%/ ml T 1%t/ mg
F:Eg 1600,/ ml 3% 106/ml x4/ mg
F 1By 400,/ ml 1,0k 105/ml —
2.tk ERE NN R

ENMEmRnEREREA, F.E AMEESHSNEEEEREEXE. R\
EREENE (SMNERER 40BRE) HEFRLH Scatchard B (H2) , ¥Hid
B (1. 0) AIHEZE (Y>0.988>FP0.001) , RE\FHFAMFEHEHNKo=2.36+0.99
x 107°M (I EHEESR) .

3.k M RN 2
ELISAMESEREM, F.G.. V. EJAHMNIRRFHM B H0.05pmol., LW

BB HN0.05—50pmol, 4 P WMEmMTRERE, FRIFHEEE (H3. 1),

4. AR RENR
RELISAMzE T HBIREUH S G Parin-ZRYY ,F,, [,G, EREPLEEEN

FOPRMEEN 2%, HARETHEHLIARBERUDHZXRKEHE, FHENHE2,

. . 24B/Bo=0.5k, BT B ZRE MK K
ERAREM = B Bo=0, 50, Fim B MR W AR

A, Bo—RiwH iR ER ML EEE; Bl RFEN 1L RHE

x L0424
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M1 Hifk i SDS—PAGE, Mz ZR5F:Eq#%1i K #Scatchard |
Fig. 1 SDS-PAGE of pirified McAh Fig. 2 Scatchard plot of the binding of ZR
1, FZES hriCAb{IgG1); to FzEa MI’.‘A]ZI.
2 _ Ao-A
2. FaGg McAb{IgMN . AoeA V. v
3, standard MW proteins V=T' 8 \ Ac—- A
Ag —tIp ™

Ao
Ac. EHREARFEReEEHEE: A, BNERATE
R D o TR A TN, a0 BT FERK

B oip BRI Mo =312 10710M, ERFNT Tt
ﬁﬂ

F?2 HERPFENENTIESE MR THD

Tuble 2 Cross-reaclivities of ZR-MeAb calculaled on molar basis
4 MR W% Cress-Renactant
HEE Cloge -
Zn 1-Z* c-£" IPA 6-BA Adenosine KT
Filis 100 32,11 4,63 T o172 0, 026 0. 004 0,018
FiEe 10 49,87 1,44 0,058 0,145 0. 004 0.017 -

L, ERERR. L EAERE

5.4 P ZR I M W ey M 52

BRABREIROEWE AARERNCTEARFRICGOESS 3 56 BicEy
62%, HPHPVPAE & aE KR FT0%,
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[T,
B3 HFEfimilyS@mELISAMZEN ERRENE, b (0) R4 EBTIFEEMBAFES,
Fig. & Typical standard curves for F:Eq mcAR ELISA for ZR, Bars(D)represent standard deviation
{rom n= 4 independent standard curves.
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Fig. 4 Trpical standard corves for F3Gg meAB ELISA for ZR. Barst{<) represent standard deviztion

from n= 4 independent standard curves.
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ELISARZOEIEE RSk Ir x84k ER S s IR B b 3R B 1 R it 47 7 N2,
MAEITERAERTFEEZEN2.3:1.1%, FHERRHMHA4.841.3% (n=9), {H

FAERMERRYRE, ATR7T.NEER.

i 30yl
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The dilution of extract )

BS  FRR BEHLHE O P R 4R

Fig. 5 Diloicn curve of planl exlracis

WIBEYIRTE 8T ARMEENE
mRBRECH Y LR ME R SHBESERREE
MR R (v >=0.995 HS5) , 7 —
RIVZRyaEfe s BE P inAzonl, 30uldg
B E, W ZR & BIR2 9 R e iR,

HMEMNZE, LIRS R (bR

MR Z B ERITE N TAXR (Fe) .,
XU B MR W P A BB T TR
kRN RS OEE, Mg ERn
BRI EEAY,

BAEERDEPEREBTELESE
BUF,E, B4 A HalELISA Mz T
ERFMTHERWY (BN, E, XX @
SEPERREEENESR (BT ., B
F;E, B HiS5EREEE—EMNERIR
B, Sl mEZRAIZ mEASR, BLZR
B R H .

ZR added (pmol}

Bls S#HRFEHSWIREEFRENBES R
Fig. 6 Dilulion analysis of ZR conlaining
fraclion of extracis
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Fig. 7 Relationship between lhe cumlenl of ZR in
eticlaled maize seedling and days since
seed germination
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SIS

FICHRIB I =AHZREH, HpegEm FaE, F.G, WRAPFRESHRIER
EEATRENHEEZEBIECORREESE L 50, IR N-6 LG
XEMEAMRME (20.18%) , MHEXREHRBVEOEINKBI -8, Ft-ZHEX
R R (V.1 h32.11%. FoGohd0.87%) , X elfety il & S se R ud sk i B
FAH R0, M RRE L EEIRMSEE S T L BEEBER BSAK  -NH, |,
XHEEN-6 fu B TR AT, REMSRIES, BRWTAYE—1] &%
PR PGE B, HRHBEHNEERERSE, BTIRE—I/NFo&E&Y, G BSA B
JE, 3 ZREPURDCE R, LR ) B REEDIHZER t - Z R X R Bk SR
f£l, MAXMN-6 uAFEHHEIREL, BEP I —wBHNEMNERLGNS 5 IR
poe Pk, EmEXREERE, Bl e E IR B A LR e B 0 i
i, TEEBBERENRIRAKRARRESE.

UF.G,. I E.BH 2RI EBHIRELISAY ZR MR ARHEEKIREiIE
RE AP R HR BT ER M B BB EC L5081 BB PAER B % %R
FECS 1T, BE G T EberlefE ACSMEEM B AR ERIMNEE ELISA , RfIETER
FEMELISAZS, HMEMXFME (0.05—50 pmol) , @WHMHIRHYELISA, HHET
A SRR R E BN, UET HREC R RO R R R ] B T
#Ho

RATH G FGLRARIN- 6 AT ESIE LR, BEERKIEEEMN X X
B, PUbWEi2ERFEEEMERKHEATRE. ZilE ZR nansg, T4
BAMSEEAR, HPLCREhE. Sk~ ERRNSEFE,

&R AERNEEERL R, LHBED, ZRAITRP D AEHEED
B R sifh 88 T et RHTEHESBERT R HEARNREY, CIRETEHE,
ER O T R ol b, R T ROE R FslfbC s, ME i R B b oo
EPHT, BB ER N SELEIRTEEY KD PO Ak mEx—4
Bl

Bl AT, SR PEEREEEPEWHBNE, SR SEENS A DFR B g
PETRE BN NS ETAAGRE, FREERFHEREEESP2/ 0288 R,

s ¥ x B
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THE PREPARATION OF MONOCLONAL ANTIBODIES AGAINST ZEATIN
RIBOSIDE AND THE DETECTION OF ENDOGENOQUS CYTOKININS
BY ENZYME-LINKED IMMUNQOABSORBENT ASSAY (ELISA)

Zhang Long, Ii Beoren, Duan Jinyu
(unming Instituic of Boreny, Acodemic Sinice, Kusming)

Abstract Three hybridomas, F,E., F;By, F G4, which scercted monoclonal
anti-zeatin riboside antibodies, werc produced from two  successtve fusions of
BALB/c spleen celis with S5p2/0 myeloma cells. The mice had been hyperimmuni-
zed with zeatin riboside=bovine serum albumin conjugate for about 6 months and
the positive hybridomas were screened by indirect enzyme-linked immunoabsorbent
assay. Among {hese hybridomas, F,E, secrctes anmtibody of the ItG,,both F G, and
FyB, secrete the [pM, Twe of the monoclonal antibodies, [F,E;, .G, were
characterized by ELISA and {ound that the detcction limils were 0,05 pmol(~18pg)
of zcatin riboside and the measuring ranges cxiended from 0.05—50 pmol, Compc—
titive binding trials against tram—Zeatin, cis—Zeatin, JIsopcnlenyladenosine, 6 -
Benzylaminopurine, 6 -Furfurylaminopurinc, and Adenasime chowed that except
Zeating the crose—reaclivitics lowards these structurally related eytokinin, wore neg—
ligible (less than 0.18%). So thesc monoclonal antibodics have high spreificity,
The affinity consint of F,E, monoclanal antibedy, measured by ELISA, was 2,36
x107%#M, which indicates that this manoclonal antibody has high affinity for zealin
riboside, The uee of immobilie d aatigenr ELISA in plant cyvtokinin detection was
discussed and the content of cytokinins (calculated as zeatin ribeside) in clislatcd
Zea mays L, scediing extracts was apalysed with a little handlement, The method
reported here nol only has high seusitivily and specificity, hut alse has the
advantages of being simpler safer, time-saving (3 hours), requiring less expensive
cquipment and handling a lot of samples simultancously, so which is worth bejng

spread widely,
Key words Monaoclonal antibody; Zeatin riboside; Cytokininsgy ELISA
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