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Cloning and prokaryotic expression of preprochymosin
cDNA of Xinong Saanen Goat
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Abstract: [Objective] The research was done to clone and prokaryotic express the preprochymosin c¢D-
NA of Xinong Saanen Goat,and test the activity of recombinant protein after renaturation. [Method]) Pre-
prochymosin ¢cDNA was obtained from total RNA isolated from the abomasum of Xinong Saanen Goat by
RT-PCR method. The purified RT-PCR procucts and pMD-18T vector were ligated and transformed into
host strain E. coli JM109. The full length of Chymosin gene and pET-30a vector were ligated and the re-
combinant plasmid pET-30a/Chymosin was constructed successfully. The recombinant was identificatied,
expressed in vitro, then purificated and the activity performed. [Result] Preprochymosin ¢cDNA was ob-
tained by RT-PCR method and the recombinant plasmid pET-30a/Chymosin was contructed. Recombinant
protein preprochymosin of Xinong Saanen was obtained by Prokaryotic expression in vitro ,the enzyme ac-
tivity tested after renaturation was 93. 2 U/mL. [Conclusion) Preprochymosin gene can be obtained by
constructing recombinant plasmid and expressing in vitro. Activity tests showed that the enzyme which was
obtained according to purification and renaturation of preprochymosin had milk-clotting activities.
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YT 10 g/ 1L Byt i W6 g A7 R Dk Aar 0, 3K 70 6 1
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pMD 18-T/chymosin 1 uL.,10 X EX-Taq Buffer 2. 5
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Flow, e/r IR ZEMEEMIYE 1 W47, Z 5%
H W8 A i 2 456 200 7 b f AR R B
EMAE . RIFRINA 20,50 F1 300 mmol/L Bk mk
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Fl1 Vi R FBEFLAG I cDNA 19 PCR #3445
M. DL2000 # & ArifE ;1,2 PCR 473 45 3
Fig. 1 Result of RT-PCR Xinong Saanen Goat
preprochymosin ¢cDNA amplification
M. DL2000 DNA Marker;
1,2. The products of objective gene by PCR

h J5 B0 (5 000 r/min. 10 min) B I3 . B k45 3% 14
25

FH 2% 5 $7 2 3 0 D 5 2 P v B DA o 2R 1 1Y
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Fig. 2 Cloning of Xinong Saanen Goat
preprochymosin ¢cDNA
M. x-Hind T digest;1,2. pMD 18-T/chymosin plasmid
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Nde T fl Xho T WEEYI4EE &5 R (E D FET K
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Fig.5 Effect of IPTG on recombinant protein
preprochymosin expression by different time
1. Rotein MW Marker(Low) ;2. Lank control;3— 6. Supernatant
for 2,4,6,8 h,respectively; 7—10. Deposit for 2,4,6,8 h,espectively
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Fig. 4 Expression of recombinant
protein preprochymosin
1—4. Expression products induced by IPTG;

5. Expression products without IPTG
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1. E41%E 1 SDS-PAGE 3k ;2. AL [ Western 4438
Fig. 6 Recombinant protein preprochymosin
by Western blot analysis
1. Recombinant protein by SDS-PAGE;

2. Recombinant protein by Western blot analysis

LanlE 8 FraR o BE IR I T RE S Ases (EHAR A 8
(5 B b, TR A2 M S FLRE B 0 R R E
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Fig. 7 Purification result of recombinant
protein preprochymosin
1. Protein MW Marker(Low) ;2—4. The products being cleaned
up by 50,300,20 mmol/L imidazole elution,respectively
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