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AR 3 B E A AR BT IR AD 25 X B coli SHURRR K25 MR BT RIME T . R SEANERPUR IR AD 28 8 755t
B2 T2k 5 A 21 1551 98.40% , 43T 24 4068.15Da, 5 TR T A B A FE BT AN AD R/MHIE . Rkl iy &
HFEEPTRIK AD X E.coli W HUBNR ATCC25922 F17™ B— N B IE B 25 MRk ATCC35218 IHTIRVE Y MIC 8 pg/mL,
11T Sk AL fUE RN VUM T 2458k ATCC35218 ) MIC {134 8 pg/ml FI>32ug/ml. &5 2L S HA A
F AU E AN AR K AD , HX E.coli SUBRRANT 25 MR A H R OB BRAECR
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Purification and identification of recombinant Cecropin AD
GENG Yi-jie',ZHANG Qian, WANG Xing—shun, LI Hao, YANG Xiao—ke, LI Ying—hui, Huang Zi—ran, DENG Ping—jian
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Corresponding author: DENG Ping—jian, E — mail : 1124064573@qq.com

Abstract: Objective  To separate and purify Cecropin AD from fermentation broth and to identify its purity, molecular
weight and antibacterial action. Methods The ion exchange method and thin layer chromatography were adopted to purify
cecropin AD from Pichia pastoris fermentation broth. The purity of purified products were analyzed by HPLC. Then the
molecular weight of Cecropin AD was measured by MALDI-TOF/MS. The broth microdilution method and flow cytometry
(FCM) were used to identify the antibacterial action of purified Cecropin AD. Results The purity of Cecropin AD that
purified from Pichia pastoris fermentation broth reached 98.40%. The molecular weight was 4068.15Da and approached the
designed size. MIC of Cecropin AD to ATCC25922 of E.coli strain sensitive to beta—lactamase and ATCC35218 of F.coli strain
to beta—lactamase were both 8ug/ml, while MIC of CAZ and AMP to ATCC35218 were 8png/ml and more than 32pg/ml.
Conclusion  Cecropin AD with the independent intellectual property rights was separated and purified successfully. It has
the same antibacterial action sensitive quality control stand and resistant E.coli strain .

Key words: Cecropin AD; HPLC; MALDI-TOF/MS; FCM
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Table 1 Purity of Cecropin AD determined by HPLC

Fisf ] 15 % mm M mm* afijiy
U4 Peak

Time Height Area Purity%
1 12.963 10 349.930 67428.359  1.4035
2 13.368 295520.719 4727 537.500 98.4031
3 20.263 1298.718 9292701  0.1934
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Fig.1 Molecular weight of Cecropin AD measured by

MALDI-TOF/MS
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CLS 25y A0z i) S W b v I 72 T 4H A 2 PT i Ik AD
%t E.coli U RR ATCC25922 FilTit 245 #% ATCC35218 14
MICAH, W3&2,

w2 RE RGBT AT A MICH (pg/mL)
Table 2 MIC determined by broth microdilution method

BLH 254 (Drug) ATCC25922 ATCC35218
EANEAPRR K( Cecropin AD) 8.0 8.0
KAEABIE(CAZ) 0.5 8.0
ZURPEAR(AMP) 4.0 >32.0
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Fig. 3 Scatter histogram of ATCC35218 treated with 32p.g/mL
AMP for 3hrs
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Fig. 5 Histogram of ATCC35218 treated with Cecropin AD for 3hrs
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