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Abstract: IFT25 is one of the important components of IFT-B complexes, which are necessary to
maintain cilia movement and perception. To explore IFT25 mechanism especially in the model
organism Chlamydomonas reinhardtii plays an important role. This experiment adopts economic and
simple method to prepare the rabbit polyclonal antibody of the Chlamydomonas reinhardiii 1IFT25.
The target gene ifi25 was cloned into vectors of pMAL-c2X- and pET-28a (+)-,respectively. Then
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the plasmids were transformed into E. coli BL21 (DE3) to induce highly expressedby IPTG. After
purified by affinity adsorption purification,the purity of fusion protein is both higher than 90% .

Through the back of the neck skin repeatedly immune eight weeks of the New Zealand white rabbit

to prepare polyclonal antibody. After the fifth immune antiserum titer was determined by ELISA,

which titer more than 12 800. Polyclonal antibodies were then successively prepared by Protein A

affinity adsorption purification and nitrocellulose membrane purification. And the specificity of

polyclonal antibodies was detected by Western blotting. Results showed that the polyclonal antibody

prepared could specifically and precisely bind IFT25 in Chlamydomonas reinhardtii ,which could

provide important theoretical and methodological supports to clarify mechanisms of the action of

IFT25 and diagnose diseases associated with cilia.
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Table 1 Sequences of the PCR primers for the gene of

ifi25
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NaCl,pH 7.4), 43 5 H &4 60,100, 300 mmol/L Pk
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125 % afeantke sl & B 8 A Key#H v
2R, 7RSI %00 N — S HEA g . Wk
o2 I E H U5 Dk BN, 3 0 7R IS 2 e AR
kg B I3 5 40 IR A, B 2 mg MBP-IFT25 5 %5 {4k
FRUY 52 42 3 [AA 70 58 40 FLAK , 76 S B0 FFE 22 05
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1.2.6 ELISA o 4t de i 24 Wbtk B LA #E 1
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C (12 mmol/L. Na,HPO,,8 mmol/L. NaH,PO,,pH 7.0),
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ml/min . WSCHE W WSO 6T 07 A 56 JI 9%, 1 1 mol/LL Tris—
HCl (pH 9.0) % Y& W ¥ pH {E 8 2 ¥ . Protein A

LHSEHRAZIL 2018 FE 7 HEE O




RESEARCH ARTICLE

WANG Zhen,et al: Prokaryotic Expression and Purification of

Chlamydomonas reinhardtii IFT25 in Escherichia
coli and Preparation of Polyclonal Antibody

Sepharose™ 4fi £t 5¢ 19470 14 FH i 2 2T 4 3= Ik Ak
E— 44k B 6xHis-IFT25 433 SDS-PAGE FlH
Bl 5 B8 B IS FR 4T 4 R S (PVDF) I i B L )5
8N H B, 5% g Wik B 41 )5 5 443 Protein A
SepharoseTM [UHLIA 4 CE5G %, HIBELZZ vl ik C
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A BE ccl125 2 Fh # Tris —Acetate —Phosphate
(TAP)P2RE F5 Fe 2 iR G IR 3% 3 d, B 1 mL A
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Fig. 1 Double enzyme verification of recombinant plasmid
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Fig. 2 SDS -PAGE analyzed the expression of recom —
binant vector pMAL-c2X-ift25 and pET-28a(+)-
ift25 in E.coli BL21 (DE3) and the solubility of
fusion protein
R oy SOk v T B A 3 AT LUOR 35 2 H JB0RY
KRR G 35 9 BUAAR T DU R S e 456 H i 2R

IElAl JOURNAL OF FOOD SCIENCE AND BIOTECHNOLOGY Vol.37 No.9 2018



B3

i

ot

I OEF. EHREIFT2S ¢ R Rk ShAb R H % 5k H ke 4l &

L, B TR AT AR RV i O PR R IS RT LR A R
I R AR G AR R AR i B PEROR AR AR i 2 M
FEFNPREL, M HORREA B e 2 B 1k, Itk VR & it #
IR E R MBP-IFT25 1k S5 sh ) B i ; 6 0
A 6xHis—1FT25 T FH T oA i) B afi fk 20,
23 BMAEAMAgK

fill A 2 11 MBP-IFT25 1 6xHis—IFT25 £t id 3%
Maife)s , H SDS-PAGE #4550, WL 3, 255 5%
PR A Rl B AR G 40 7 I E R, 2RO 8 Sy
Hr (SAGECREATION ¢ it U A ) 2= B, PR # 41 E
¥k 90% LA L

1 M

—17000 100,000

—100 000
—70 000
—55000
—40 000
—35000

—25000

60 300 —>

21300

15000—

10 000— =

—15 000
(a) MBP-IFT25(W 5 F4ifk  (b) 6xHis-IFT25/Y K A4lifL

B 3 MBP-IFT25 1 6xHis—IFT25 3= fn i1k

Fig. 3 Affinity purification of MBP-IFT25 and 6 xHis—
IFT25
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Fig. 4 Results of ELISA test of anti —IFT25 polyclonal
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Fig. 5 Anti-IFT25 was purified by protein A
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Fig. 6 Western blotting analysis of the specificity of
IFT25polyclonal antibody
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