+ 3094 - BREFHEKR2014F 11 AF 11 E% 22

Lab Med Clin, November 2014, Vol. 11,No. 22

it
EANBHREAEEFBERINSURERGN

ArELa omLa /e &L EELLE W LERLRL. AR ik BT AE,
PR BRI (L F R =ZARR/ AR EL LT/ Ao EAR
T F LA 31400652 Y EF A FA AR T 10001353, #it i T KA A
F i 310018)

[(FHZE] BHM AEFSEFGSIS RARERANT FAARTBEGAFP) ¥ M L%+ RS KEL,
FOBAFAIBERERLERMSY SHHE AFP, FiE @B REEHE RS (PCR)MEHF 4 pReceiver-AFP 4
¥3| B AR A B MR E M AT pPICZaA-AFP, 20 3L 31 5 GenBank 2 FF 44 AFP 55 — % ., ¥ E4 R
42 pPICZoA-AFP # N M B4 GS115, @it ¥ B 5 AKX B 9% & AFP, KE K G 6 A ABR 4% 5 BRI & 5
AFP 47 4h 4k, G 80k A0 &3k (HPLO AN A E A A EREL ELF L LESTHEOSETEM, FFR R
K I AFP £ GS115 $ 2 VB F R A T 2o b 3| I sM3e A kL iF o mip X b se 454 ml 3) AFP & & &4,
BB AR BRI .8TY AFP B0 & & K8 T 55% Ak 4e it 3 4 HPLC 4] 2 2k B 24 98. 844 %, v L 52 & 5k
HEHM AR A 3473 ng/mL., RELSBANEEF LA ARS . BT SFRER DS, AW A BEEL
KEERARFAMEG, Eid BIRFABFTTEFFALRZAATRAHESLEG LA LD FRSG TR TG
A 85 AFP 47 4 R A 2 7T A3 R 0 B B LR35 Fa A A8 £ 34 W7 XA

(k@R FHEG;: HFrBE; Fakid; okt

DOI:10. 3969/j. issn. 1672-9455. 2014.22. 003 CHk#REM:A X E4HS:1672-9455(2014)22-3094-03

High-efficiency expression and purification of recombination human-source AFP in Pichia® YAN Zi-gin' ,LIU Li',
LIU Jun',SHI Si', LI Hai-long"', JIANG Zhe' , MENG Fan-guo', ZHOU Hai-meng', XU Bei*? , DING Xian-
feng®, HU Wei-jiang' ,OU Wen-bin'" (1. Yangtze Delta Region Institute of Tsinghua University/Zhejiang Pro-
vincial Key Laboratory of Applied Enzymology/Laboratoryof Bioanalytics,Jiaxing,Zhe]iang 314006 ,China;2.
National Institute of Metrology ,Beijing 100013,China;3. College of Life Science ,Zhejiang Sci-Tech University ,
Hangzhou,Zhejiang 310018 ,China)

[Abstract] Objective To realize the recombination clone, heterologic high-efficiency expression and protein
purification of human-source alpha-fetoprotein(AFP)and to obtain the high purity of AFP with clinical bioactivity by
the pPICZaA pichia expression systems. Methods The human recombinant expression plasmid pPICZaA-AFP was
generated by PCR from pReceiver-AFP, which AFP sequence was in accordance with GenBank. The AFP protein was
expressed by methanol induction in pichia GS115,and purified by ammonium sulfate precipitation. The expression and
purification of AFP was evaluated by SDS-PAGE, western blotting and HPLC,and the value of AFP was quantified
by chemiluminescence immunoassay in clinical hospital. Results Recombinant human AFP expressed in the pichia
GS115 was mainly secreted into the extracellular medium supernatant,and also contained the immunogenicity. 87 % of
AFP was in 55% ammonium sulfate precipitate after ammonium sulfate fractionation, which purity was 98. 844 % and
value was 3. 473 ng/mL. Recombinant human AFP showed the same size of the protein molecular weight as the clini-
cal hepatocellular carcinoma( HCC) serum samples, indicating that the glycosylation level of recombinant AFP was
comparable with clinical samples. Conclusion The high purified recombinant human-resouce AFP with biological ac-
tivity could be used to prepare AFP reference materials, traceable calibrator, controls and related diagnostic reagents
by Pichia expression system, which could be used for clinical tumor diagnosis and therapeutic detection.
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