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Abstract The functions of bngmyosin light chan k nase (MLCK) and the mulipk danansw ihin the molecule were
poorly undersbod To our know ledge ther is no specific antibody againstL.— MLCK so far which is essential for the
study ofL— MLCK. In this report the 4 Ig fragn entof chicken L- MLCK (MLCK4lg) was expressed by using ofE. coli
BL21 systen, the purified proten was used as antigen to induce antbody Specific antbody was detected n the sera of
mouse njected with chickenM LCK41g W e furher estab lished wo hybridoma cell lines producingm onoc bnal an tibody,
which specifically reacted with chicken MLCK4lg or chicken L—- MLCK. The characterstic and usefuless of the anti-
body were also discussed The resulis shoved that ourwoik partially solved the problem of L- MLCK antbody deficien-
cy which proovides an i portant tool ©r the functbnal nvestigaton of L-M LCK andM LCK4lg fragn ent
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1 MEATTE

1.1
L1 1 EM55RE
BL21(DE3) pET28a( + ) Novagen , XL1- bhe
, MDI18T  Takara
1.1.2 XAl
BanH 1Nde 1 T4 DNA TaKaRa , Invitrogen
, H b= tag Ni—- NTA N ovagen , HAT  PEG4000 Sgna
, BCA P erce , ECL Perkin E mer R Inv itrogen
1.1.3 &4
8- 12 Bab/c , SPF
1.1.4 mie
SP2/0 10% (GBICO ) RPM 11640 ,Hela 10%
DM EM
1.2
1.2.1 MLCK 4Igh Bokis &k ey 432
L- MLCK pEGFP- M LCK 210" MLCK 4 Iz . Pl
5" — CATATGGGAATTCCTCCCCAGTTITGAG - 3°, 5 Nde 1 ; P2 57 - GGATCCT-
TACAGA GA CACCTGGCAGCTG- 37, 5 BamH 1 . PCR M D18T, XL1-
B lue s ,Banl 1 Nde'l s
MLCK 4lg .
Nde I BanH 1 , pET28a , XL1- B heNde 1
BamH 1 MILCK 4lg pET28a- M LCK 4lg
1.2.2 MLCK 4Igh Bhy &k B skl
pET28a— MLCK 4lg BL21 , IPTG( 0. 2mmol/L) 20C 24 h (6000 r/
min 4C, 8min), , 20mL  0.5mg/mL ( : 0. 5mol/L
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N« ] 20mmol/L Tris* HC)] Smmol/L. inidazole fH7.9), R s N i- NTA ,
SDS- PAGE .
1.2.3 MLCK 4lgHu/R 69 4] & 2o B89 %%
Ni- NTA MLCK 4l ( : 20mmol/LTris* HC1HS8.3, 1
mmol/L EDTA ), BCA . (65C 15m i), SDS- PAGE o
10mn, 0.25mol/L KCI , MLCK 4lg .
, 2, 3min s 5 Balb/c s
S0 PMICK 4lg .2 , .1 ,
.2~3 , ,3d
1.2.4 #38 mie ke 32 5 B MLCK 41g % 52 & Suiked 4] &
SP2/0 , PEG4000 1~ 2 , ELBA
MLCK 41Ig ,  HAT 3 ,
ELBA
: 10 /ml  0.5mL
1 Babl/c , 7~ 10d . ELMA W estern Bbitng
1.2.5 ELBA®%
100ngMLCK 4Ig 96 , 4C . , 37C 2 h PBS
3, 0.5h PBS , 490 nm
1.2.6 A RE Helafm o A &G 63
, M LCK (Adv-MI1CK)
MLCK4lIg (Adv- 41e) Hela , 48h , (0. % NP
- 40 50mmol/L Tris 0. Immol/LEDTA, 150mmol/LNaC] 100 Bmol/L Na;VO, 1mmol/L ,
0. 4mmol/L , 3Hg/mL , 2HBg/ml pepstan, 1 Hg/mL leupeptn),
30min 4C, 12000 r/m n, 10mn W estern B lot
1.2.7 W estern B bto #7
SDS- PAGE , PVDF MILCK4lg W estern B lot
, ECL , ,
D 4k \ D T N e T e IR < [
C )
2.1 MICK 4lg B Ncol Ndel EcoR I BamH I Hindll : X .

P1 P2 , pEGFP- MLCK210

MCS
T7 prnmulvr\’ / ”.e -
, PCR 1197bp Nde] — BamH I[ prag, bp
. 09326
MICK 41g , pET 28 a— MEGK 4 T : ' 7743
Nde am 6 223
MLCK 4lg BanH 1 Nde | Sl — ;

] 882

T7 promoter,” o 3 472
prom ul . - ) 600
( 1) pET28a
w1489
SDS— PAGE MLCK 4lg — ] - .
. pET28a- ML(K 4Ig BL21 7 promolT oS MLCK 4lg 2
ET28a~
(BL21pET4k) PTG , MLCK 4lg
45 000 ., BL2I o,
MLCK 4Ig . pET28a-MLCK 4lg %3k ffi R & 32, C: B V) % 5%E pET28a-MLCK 4lg i
MLCK 41 7,1: pET28a-MLCK 4lg, 2.:BamH I il Nde I A V) Y | Bt,3: Marker
g >
Hi M1 pET28a MLCK 4Ig RE MR £F
-lag ’ Fig.1 Construction and identification of pET28a MLCK 4Ig
1 ( 2) expression plasmid
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2.2 ML(K 4lg
MICK 4l , ,
1 ,3d 3 , MLCK 4lg
, 2 B3 E9 ELISA
>10° B3 , , > 10 BL21 MLCK 4Ig
BL21 MICK 41 SDS- PAGE s PVDF R MLCK 4lg
, BL21 . MLCK 4% (
3).
2
v 5 &
AT & & <
116 000 W ¥
66 000 W V *év &
45 000 HAXF 5 Ak
116 000
35 000 ww
66 000
25 000 e
45 000 4lg
18 000 = w 35 000
i 3k Bf 7R ) MLCK 4lg & - T —
2 % MLCK 4lg BAE A HRE MK 3 ‘Western Blotting i
. ) ) A . Fig.3 Monoclonal antibody detected by Western
Fig.2 Expression and purification of chicken MLCK 4Ig
" . . blotting analysis
recombinant protein. Arrows show the MLCK 4Ig protein
2.3 ML(K 4lg
L A » B Anti-4lg  C e
: winr & F & &
MLCK ML(K4k Hela it § §
, Westem bbttng Hela ol m;(%‘g% g R § 3
MLCK4 g L- MLCK soo— B g _—
, Hela (CTL) 175 000 =
( 4A), MLCK4l ke 5 000
R L-MICK
25 000 —
Hela L- MLCK, M 4. MLCKA4lg 5 k%% 51412 %)78 L-MLCK 1 MLCK4Ig & &
MLCK4 ]g ( 4B )’ Fig4 Anti-MLCK 4Ig antibody specifically recognized chicken
K36 Hela MLCK L-MLCK and MLCK 4Ig
( 4C). ,
ML(K4 I L-MLCK MICK4Ig
3 Wik
MICK 4lg , % I
, , MLCK 4l
5 ( ). ,
L-MLCK ( Swl]l Jr , )s L- MLCK 4
Babl/c s L-MICK MICK4Ig

B
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