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Preparation of the polyclonal antibodies of CDPK5 gene from toxoplasma gondii and the identification of its functions’
Zhong Liangyin ,Liu Simin ,Zeng Zhihua s Xu Xiaosong ,Lu Hanwei , Zhou Wenchao s Huang Yanting ,Lu Jinghui ,Chen Sicong
(Department of Clinical Laboratory sthe First Af filiated Hospital of Guangdong
Pharmaceutical University ,Guangzhou,Guangdong 510080, China)

[Abstract] Objective Screening the immune polypeptide sequence of toxoplasma (Tg) CDPK5 gene, which were synthesized
and then immunized the New Zealand white rabbit to prepare antiserum,and identification its function. Methods Bioinformatics a-
nalysis was used to determine the immune peptide of Tg CDPK5 sequence, which were artificially synthesized to immune white rab-
bit to prepare antiserum. The titers of antibodies were determined by ELISA and the polyclonal antibodies were verified with CD-
KP5 antigen by Western blot. The sub-cellular localization of Tg CDPK5 were obtained by immunofluorescence assay. Results 17
bp peptide sequence from the Tg CDPK5 N-terminal were chosen as immune polypeptide by bioinformatics analysis. Synthetic pep-

tide were used to immune rabbit to obtain polyclonal antiserum. The result showed that the titer of the obtained ployantibody were

1: 640 000; Western blot demonstrated that the antiserum could specifically recognize Tg CDPK5 (75. 4 X 10*) ; Immunofluores-

cence assay revealed this antibody could specifically recognize the endogenous Tg CDPKS5 of Toxoplasma gondii. Conclusion  Ac-

cording to the analysis of Tg CDPK5 sequence information, this study successful obtained Tg CDPK5 polyclonal antibody.
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1.1.1 TgHigk Teg kNN Te MEA9 R CIL BB K
RN, 52955 N8 He RN BAZ AR .

112 FEEG0 SR 2 iRl ) M il A= W Bt 4 A BR A
£ 1 TR T W e T K 19 BSAVKLH B3k 7] & (MBKD) | 1
ZhEHEE AR R 4 (SDS) | B R £k . U P 4 £ — ik (TEMED) | fid
NEWIHY Ky Sigma 23 F 7™ i 22 B HE L 30 0 T M 15 i ) ) O 7
AW G oE A IO S8 24 M) VW B Roche 24 ], AR
i AL i (HRP)Y AR B £ B e 1eG $Uik M B Santa Curz, 2
A i Marker I [ Fermentas 2Y @) ; PVDF [l g § BioRad 2
&l . TMB JE ¥ 49 . Alexa Fluor488 4712 19 2£ 41 Bl 1eG i ik
5 B Invitrogen. 2 [ 6 & E 75 1 (Western blot) IS4 &t {4, & 14
H Thermo fisher Scientific, BSA. TritonX-100 g B 2 = K 4=
WAL AR T BT, Ho AR50 24 8 [ 7 43

1.2 hik

1.2.1 Tg CDPK5 ¥ £ ki #148  HBHE NCBI # TgCD-
PK5 £31| (NCBI J¥%1 5 : XM _002366128. 1), {fi i TMHMM
# 44 F1 BCPREDS Server 1. 0 # % TgCDPK5 f) 15 i [X #1 B
20 2 P B S A AT T . 0k RO A R B P Al B IR
DCORSE TP 51, I Z2 45 M B 1 B8 A= M BL B IR W) B R K
1.2.2 ZwPEPUERME& 54 A 2 A0 & e
BSA 8 KLH. ¥ 2 ik T JC i 0 R £ 22 vh il (PBS)
DL AE R FR 1 L 481 43 30l 55 o 1 58 4 700 A o TG A 5 4 4 R0 i AT
FEIr FACAE g e St B SR A 10 0 5 Dt 6 8 T 1 22 R Ay e
.15 kg) . WA T 2 000 4,55 3 WAk 3 d 5. H & #
JARHR I - DU BT o 5 ML R 35 B — (BT, H 0 IR L
i W L3 T — 80 CARAF# . TS & G2 v iR i B 2 Bt 1l v
J5 T 0.45 pm YE B U8 AR R 1eG R FZ AR, i 1 mL/
min & 32k, Pk 2% v i (100 mmol/L H 24 #&-HCl, pH 2. 5)
VEBLT - WAV B0 A AL 1K) 2 ek PR . B S L 34T T 2k
J- 3B TR 05 T Je V€ e Fia 7k (SDS-PAGED) WL 4l b I 485

1.2.3 ZwBEHUMTE RN % R I S 0% W B 2
(ELISA) & i Ht i 7 20« B L 100 ng % i F 4 Ca
W58 2 KA 1% BSA-PBS B[] 1 h; PeiiJa » I ABE B2 A6 BE 1Y
Z st SIS FEE 2 b, DUIE 3 Sl 7E o BT B, Sk s .
A1 = 10 000 #i By HRP FRiC ¥ Hi % 1gG B F 1 h, TMB
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J&i o USRS 1 IE 5 S i v Sy B M kT B 45 9 Tg CDPKS $i i
9 —9t. Fhise HRP—1gG h — 41 . ECL B A5 R .
1.2.5 He9eesim oA Te CDPKS B IE 40 M E 2 DL &
P HITIE 5 O LV Sy B VX B B aifb iy Te ik THOGILRE %
ARSI =R T, WA 4% 2R EFEE 10 min, PBST
Ve 3 MK 5 min, HIA 0.1% Triton-X-100, %4k 15 min,
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# 1 Tg CDPKS HLIfiLiEfEy—Ht 1+ 100 F ke M F 1 h. PBS
Ped 3 WL AFW 5 min, 1+ 1 000 B HL A A —#i (Alexa Flu-
ord88 FRIC M FEHL B 1eG) . JFF 1 h, ok, ik . PBS %% 3
o MA DAPTZ¢ 5 10 min, PBST PE¥# 1 1k, EALIEAA.
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H1 1) Bepipred Linear Epitope Prediction # {4} Chttp://tools.
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W Te.Te AL R AT 4E 40 i (HFF-1D 85 3% 1 3 pm JE 5 4
1. R SR RS BB R A 12 SDS-PAGE il 314
*1 Tg CDPK5 3 N in iR DT IES BRSNS HKET
A2 RANAE R E EZNdl KB (bp)
1 6 22 AATKTSPVTAVVPGDSV 17
2 32 38 NGDATGA 7
3 44 59 STPRTEKASATRCSTP 16
4 67 111 GRNTDVPEDGKDAAAVGEGNTKRGLDDFDADYGCRGGDCCDTSTK 45
5 123 139 N121EGKDKSQHDRREP 17
6 151 159 MNASEASRW 9
7 164 200 QCNSTCPGDGFDGASGTTAADGI181 PASPQPEAPVFEF 37
8 215 238 QQITDIYDTPNGTSLGKGSYGSVV 24
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