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Fig. 1 Identification of PCR product
M: DNA ladder: I: cTnf PCR product:
2: TnC PCR product.

2.2 PCR T cTnl-C X
PA pPICO-IC A 4 BEAR, 47 38 Hi 49 1 200 bp
Bl eTnl-C ER R B, STH—2 (E2).

1200 bp

Fig. 2 Identification of ¢7rl-C PCR product
M: DNA ladder; f: cTrhi-C PCR product.

2.3 Inl-C £ RBHHEAF NS SFRE

2 PTG WS )5. B EREA R EIE#HAT SDs-
PAGE % (E3), 45ku HIET] WANEE R FE
. BARERME R LERPL Tl EHiTER
TR (B 4), BRAR R, GHEAR
W, WAEREHETES T oTl-C B HEER
i, HREBRGERESEPRETTER.

Fig. 3 Overexpression of ¢Tnl-C in the host bacteria of
E. coli BI21(DE3) pLysS
M: Low protein molecular mass marker; I ~7: Cell lysate supernatant
of the host bacteria containing recombinant plasmids I ~7 h of IPTG
induction ( the arrowhead pointed the target protein ); &: Cell lysate
supernatant of the host bactesia containing plasmids pET-15b without
IPTG induction; ¥: Cell lysate supernatant of the host bacteria containing
plasmids pET-15b with IPTG induction.
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Fig.4 Result of Western blot

M: Low protein molecular mass marker:

1: cell lysate supernatant.
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Fig.5 Optimized induced condition
o—e: Induced at 37°C: o——a: Induced at 25°C.
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Fig. 6 Purification of the fusion protein ¢Tnl-C
M: Low protein molecular mass marker; f: flowthrough fraction;

2: ¢Tnl-€ with His tag eluted from nickel-Sepharose column.

Table 1 Score table of ¢Tnl-C purification

Step V/ml m (¢Tnl) /mg p (¢Tnl) / (mg+L-1) Recovery rate/ %

Original fluid 8 4.4 550
Affinity chromatography 21 3.6 171 82
Desalting 30 3.1 103.3 85
Total recovery rate 70
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Fig. 7 Stability study of ¢TnI-C in serum matrix at 37°C
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Fig. 8 Stability study of ¢Tnl-C in different preserve systems
(a) 4%C, (b) —20C. e—e: 10% BSA 50% glycercd; o—0: 10% BSA.
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Expression of Human Cardiac Troponin I-C in E. coli and Its Purification

YAN Cun-Ling, XU Guo-Bin™, XIA Tie-An
( Department of Laboratory Medical Science, Peking University Firss Hospital, Beijing 100034, China)

Abstract In order to clone and express human cardiac troponin I-C fusion protein in application to the quality
control for ¢Tnl detection system, human cardiac troponin | and troponin € ¢DNAs were amplified from human
cardiac using gene-specific primers designed from the published cDNA sequences by the polymerase chain reaction.
The full-length of ¢Tnf was linked with TrC by a short DNA sequence coding for 19 neutral amino acid residues. An
expression construct for ¢T'nf-C was engineered by inserting the corresponding ¢cDNA into a pET15b plasmid. Then
recombinant plasmid was transformed into E. coli BL21{DE3 ) pLysS cells, and protein expression was induced by
isopropyl-B-D-thiogalactopyranoside (IPTG). Soluable expression of ¢Tnl-C in prokaryotic system was successfully
obtained. Fusion protein had an N-terminal His-tag sequence which could be purified by affinity chromatography on
a Ni**-Sepharose column. After one step affinity chromatography the fusion protein shows homogeneity as judged by
SDS-PAGE. The fusion protein was stable and easy to be purified, could be used as candidate reference material

for ¢Tnl detection systems.
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