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RS HEMN (MAP) & B HI& A S B R AL T

Kt EBRE

(WéEks L 100084)

HRiP & RN RNAMEO R T ERAAE RGN XREAE SR ER XS, It
FEBRBRAHERBR, ERBMALESREAN R EARESNEE, CREEATEEZRF T
B, ATHERULFRR EEERBEAAREMENRERN S BLBEREY, I MERYESR
AARFEREIAFREREIWEZRBERRTL RN REANFHC ), 54 K8 584 5 8 v
T—#8 N S H R (Multiple antigenic peptide, MAPY I BERFE ST, TRE—+HEIEMREMNE
T - RS TFRRNATRERENEST. RIS THERRSAR TSR L ENED
ETHRNEREE, THERERY AEEZEERNEN, EEFBFRERY, SRIEHLHFK
HEMESFERAAIIEAM RN RERN %,

A XA BMRM Calpain (EC 3.4.22.17] 28kDa /DT % _F#E R M — B S M E 5| AAQYNPEPPP-
PRTH(EZEE M 73 B 86) SR EMB BB 8 8 W FHORH & 2 RR I, Calpsio ¥IKREOESE
KM TEETRE, CH R RWEE. T mol/L S T K THSIEAF A 1 colpain, T mmol/L
EETFHRETHRIENH Y mcalpain, XAEFRAETaR I EEAL. HATENH TR 80
kDa, EREBMNFEENSENTESE, MABHATESERFA& 8RR HAVEMD TR
B2 KDa, XA RSHAM S TEEEEBFEF . &% Calpain A IEM PR T 2 TRA[8].

1 HEEF %

AREHERFREKBENORAKR, KA Sopg SHFERMESEFES 4 FS BALB/c #
R BRESER 3 E, EHE 7d OB ILN X RERNMA G ERENFFHES. MHBER
H ELISA(ODos AHATRERZ B AR AEE, RXBWARS SR ARE R MR K, R RR
BARNOFREN R EH & (Western blotting) B W 2. HEMHEXEM BioRad 27 H R BRAKEE
HA WA W E

2 HRRITR

2.1 EREHKGH/NEER

RT3 H 4 A BALB/c BEHGTT &, 20GENEHESHBM G NS . Hll@mEan
E1.28x10' Lk, 3 HARMEPERETRN T LSBT THE, HERFITFR L

MEIAR SWKEHRE, EPEME S 16 TREHEFERS, ©I1EE 70% M . B
R S BE AR 2 ‘

CATREADABRLEFORER TS KRE p-calpain F mocalpain, P37 7 S FEENR, LRk
RHE L FER.

HFEBRBFELFEERIER, WE RS 29476241,
AXF 199 F 4 H 15 HigEl,
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%1 ASWERESNRELRNPHETRNE L

AEHIEAR ZERIRDR EriehR FEHDE
kTR

ODyqs % ODys % ODygs % ODyos

IgG1 1.547 16.5 1.329 15.9 1.386 16.8 0.004
18G2a 1.549 16.2 1.518 18.2 1.302 15.7 0.008
1gG2b 1.949 20.4 1.891 22.6 1.897 2.7 0.012
1gG3 1.828 19.1 1.658 19.8 1.657 20.0 0.001
IeM 1.812 19.0 1.468 17.6 1.460 17.7 0.015
IgA 0.870 9.1 0.493 5.9 0.583 7.1 0.000
x chain 1.262 60.8 1.335 73.3 1.250 72.5 0.002
A chain 0.812 39.2 0.487 26.7 0.474 27.5 0.001

1 Hf/hBILE P REN SR
R.LfI N. #B|ZREE . EEMLIFITDR;
1 #12. [ Naphthol blue black Fef5FRSEBRFTHEXEK, 1 27 p-calpain I, 2 2 m-calpain #F 1 ;
3~8. fi 4.chloro-1-naphthol {8 RN RS 48 M, FOR & /D EUILR P H R RIS
p-calpain 1 m-calpain # 28 kDa /L& ;
9. FHEXREESLEESESE).
2.2 ARBEERNSHERSKR&IET

FHATT 2RAMBE. TRESH 4d 3 DRBEBIKES S0pg BHIFARK. BELZBMABHY
RS HEKAOMY ELISA 3. HHEET 44 BAE. X 14 1B+ 4 ERK
SMFEET 106 W, X 4 MHEKET T ERARERRI SRR R k.

FSX 4 PR AY 3% 35 L WM BT ARy S AFER B L e R 0, P AR (2C1 F0 7TB) W4 RS p-Cal-
pain 1 m-calpain 8 28 kDa /HEEE ., 2 FH TiX 4 MK L HERSPIH Calpain /hEEERXIR
RIS,

2 RRHAETIFEA R BB SRR TR YS pcalpain M m-calpain 28 kDa I B: 7 ¥ () 5 £ 6
AR,

HAEREZBRENMRFER AU LFRTE-MBHSEFE., ALY, —AOHCERES
A& R - EABEK L (W BSA 3 KLH), BREFET, 1§ EH SR EMAEEE N, BAE
THEOSSEY, BERFRRAREBERTHRERYE, 50 REBRRES KA HREA T IKE. £
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K3 DABEFA S Bl 2 B (MAP) G %0 75 0 SRR F iRt BE T 35

B2 SNBSS/ R SR B
1~2. F} Naphthol blue black 3t E#] p-calpain(u) 1
m-calpain{m) A /NI ;
3~10.8A6.2C1,7B2 § 8E3 4Rk 69 S ir e n B .

- 3B Calpain 58, XREFHAZHRFERHMESRAZOEFRERNA R TERERTEN. RIKF
HEXBEERFR LT Calpain AEEPTEE NRYER. BEXBRSIHFITEHXR LR
F¥ 58 3 7K {5 (Hydrophilicity index) % 2.2, B F R KA T SED K. EHEBRZIK EE &R (P
—AHE I RS EM(E), BT Calpain HAER FHXBEERBERETHTHE
WA XESNRRE S RN EEaR. SRAALAASREGEORERET XKL
FRRREMLEREF. RERINATR, EHEG 4 b @G LR H W b3 M FLAE R
ELISA9 AL EFrEENXAE A, WA IRMNAEMNB A 4 X W LD Calpain BA#. W55 # B
(2C1 1 7B2) B 5 W B9 F Ak B BB &5 X 4R Calpain HMEAETE 96 AL LR A, RESEEMMASEER LT
s

%2 FAWBRESDRBHTERS p-calpain B m-calpain 3F X5

ELISA SEEN s
o0 Bk T % p-calpain m-calpain p-calpain m-calpain
28 kDa 80 kbDa 28 kDa 80 kDa
2C1 igGt 3.079 3,250 X - X -
7B2 1gG1 0.997 1.818 X - x -
8A6 1gG1 1.281 1.363 - - - -
8E3 1gG1 0.876 0.934 - - - -

ERREEEE EFER(), XEE(-).

P ELRIRY, B ERER LSS &L RERAERTITN. INFENHEEHERAN
MRREAZHFRAMHEREINARET — M HNBE, B We SR,

& ¥ X B
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Making Monoclonal Antibodies Specific for Native Proteins
by Synthetic Multiple Antigenic Peptide

Cong Jinyang Gat Xiaodong
( Tsinghua University, Beijing 100084)

Abstract A method for making hybridoma cell lines producing monoclonal antibodies specific for
native protein by immunization of mice with synthetic multiple antigenic peptides {MAP) has been
introduced. Fourteen amino acid sequence AAQYNPEPPPPRTH was selected from the small sub-
_units of calpains according to its hydrophilicity index, and linked to lysine core with 8-branching sites
to form a MAP. The MAP was used as an antigen for immunization of BALB/c¢ mice. The mice
strongly responded in two months after 3 injections. The antisera taken from the mice showed spe-
cific reaction with 28 kDa small subunits of calpains in Western blotting assay. Two fusions were
made. As a result, four cell iines belonging to IgG subclasses were obtained. The investigation of
these 4 cell lines by ELISA and Western blotting indicated that two cell lines (2C1 and 7B2) had
specific reactions with 28 kDa subunits of both p-ecalpain and m-calpain. Making monoclonal antibod-
ies against pative proteins by immunization of mice with synthetic MAP has showed usefulness of this
method. The principles for selection of peptides suitable for making monocional antibodies against the

native protein from which the peptide was selected, and the advantages of MAP were discussed
briefly.

Key words Monoclona! antibodies, multiple antigenic peptides, calpains

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



