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Prokaryocyte Expression and Antibody Preparation of Madl Gene Came form
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Abstract: Madl gene was ubiquitously exist in Metarhizium anisopliae, and responsible for adhering to insect

surface. To obtain high purity protein of MAD1 and its polyclonal antibody for studying the function of Madl gene, it

was cloned from M. anisopliae by RT-PCR, and then connected into the prokaryotic expression vector for the expres-

sion. The protein was induced by IPTG and purified by metal chelate affinity, and then rabbits were immunized for

antibody preparation. The specificity of polyclonal antibody were detected by Western—blot and indirect ELISA. The

results indicated that high specificity antibody was obtained. The antibody titer was 1:12800, which will give good

experimental materials for Madl gene function research and detection.
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1.1 ##

A S Fi 5 1Y FEEE R 15 T E.coli BL21
(DE3) At 5t 420 4 7 i, 3K W pET-28a 2y L ifg
AT 7R 4 R B A SR RUZ AT BT Ni?-NTA
Promega 7\ #] .

1.2 PCR3|#1& K

MR8 4 fo T S A5 T 1) 3 5 35 11 Madl (Gen-
Bank : DQ338437.1) 4 X )7 51| 43 #7 , F| ] primer5.0
AT — X R S 51, [ B 5] A NCol | Hin-
dIT WA DI 5 CRRIZR ) |, 1E 17 514 MAD1FP:
5'-TCCCCCATGGATGAAGTCTGCTCTTTCTGTTGTT
=3', K654 MADIRP : 5'-TGCAAGCTTTTACAGA
GCGGCGACGAA-3,
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U AR A 1) B AR - 422 R0 T PDA Pl , 26°CH%
FE 3 d; WU 22 7 W& R A7 #& B3 o7 BV 4 B
RNA. & RNA B $E B /R4 B (Chomezynski ) 45
J5 ¥k, $RBUS A AL RNA 28 1% B85 B e,y A6
DL 1wg 5 RNA AR, #2252 A2 4 W) 3 2 Sk 5
UL ETT cDNA 5 1 8E A . LASRHE R
B 2219 cDNA AR, 34T PCR ™48, 2 7 45 1 -
95°C 3 min, 94°C 30 s, 60°C 30 s, 72°C 60 s, 72°C 10
min , PCRAGFIECK 30 ; 18 IR 45 5 SR W R 1 FE Uk
HEATRIN , FEUIRE [ H (14 R B, -20°CH-A7 45 H o
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VIS e o F %0 1E 1 1) S0RE Rl 25 2044 pET-28a
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BL21(DE3), BE B o™ R85 57, ik b Lifg 2 T
T 560 5 37
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W 56U IE 5 Y T A SR 4 R T S A R bE
1) LB 35 72 F v | 37°CE G R, DA 1: 100 1Y
%558 TF 10 mL LB 1, 37°CH5 3% 3 ~ 4 h, 1 ODgo=
0.6 I, FITA 1%0 % IPTG , 37°CiE 5 3 ~4 h, B0k

SR, EAT SDS-PAGE i Uk A6 , 2 5 o ks
FIkIEOL .
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0.45 nm JE 2% T L 98, SR )5 1 A A4 1) Ni-NTA-
BAIE SR AZMTAE o 2858 10 5 R BL Y Ni-Dena-
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W, 845 1 mL, BB 10 L 1T SDS-PAGE %%
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A 8.0, ¥ FE 1 mmol/L /Y 100 Tris—HC1 % % )5 ,
FE i 122 60 5 7 88 20 A5 A e i, At Ak s bt
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M : 25 15 marker ; 1: AR 2805 5 10 B (R 24 I 7= 26 DT TE
2 RS 3R 35 5 S AR I DLTE

3 ARG T I IR 2% 5 R BT L

4 RIS 3208 5 24 e A W T i
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DA T AR TE 20 22 35 1 MAD1 25 [ 488 58 135
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4 fb 15 2] 1) MAD1 2 (/R PR, S R
ST Z s BE BT I A, T DU e AL . R 4%
ELISA J7 345 /1N B L 75 R A 2954 1212 800 L
F(ER D ¥ LB 286 MADL Bt i35 16~
E IR IR N VS TRA U =1 AN W LS Byt K N |
JH Western—blot J7 1 % € MAD1 $T 1L 15 35 15 19 4F
e, UK 4 BT 7R, Western—blot Ji5 [ 45 8, 45 51 3%
B, MAD1 2 (A2 76 T IE8f 9 4y 5 19 2%k b, Tfi
Xl B 2 A A T 34 A 25

x1 HUMFRHUE

BRSPS DAE(P) PR DA(N) P/N

400 3.868 1.652 2.341

800 2.107 0.886 2378

1600 1.432 0.667 2.147

3200 1.134 0.329 3.447

6400 0.792 0.187 4.235

12 800 0.599 0.157 3.815

25 600 0.224 0.129 1.736
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FH 2 3 AT, AR B 2R I — S UL 414U H Fe
Zn I & E A 3 = IR LAY e K AL (P<0.01),
K B8 2 0 25 TIERAL(P<0.05) 3 15 fe K AL Mg
(82 ik B 2 v TR SR IL(P<0.05) s IR L e =3k
WL B K WU 45 B4 0B B 25 5 (P>0.05) .

R3 BMERFINATFBLITHTREE

JLHE JEER AL e =S ML AL
Mg(pg/g)  670.38+88.75"  641.28+112.31" 702.17+111.12"
Fe(wglg)  82.83x20.70"  160.08463.20"  96.54+29.17"
K(wg/g)  432.46+86.18"  485.33+39.16%  466.75+35.45"
Zn(nglg)  49.21%5.31° 81.96+28.57"  57.96x19.66"
Ca(pg/g) 862.21x126.84  846.83x163.92  881.71x170.71
P(%) 0.099+0.019 0.110£0.012 0.123+0.007
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