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Prokaryotic expression of S100A16 and preparation of its polyclonal antibody
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[Abstract] Objective:To construct the prokaryotic plasmid expressing the SI00A16 and prepare the rabbit polyclonal antibody
against S100A16. Methods:S100A16 gene was amplified by RT-PCR and cloned into the expression vector pET-28a,then the
recombinant plasmid was transformed into E. coli BL.21 (DE3) and induced to express recombinant protein with TPTG. The fusion
protein was further purified by affinity chromatography and identified by SDS-PAGE. The rabbit was immunized with fusion protein to
produce polyclonal antibody,and the sensitivity and specificity of the antibody was evaluated by enzymelinked immunosorbent assay
(ELISA) and Western blot. Results:The recombinant expression plasmid has been successfully constructed, which was confirmed by
the restriction enzyme digestion and DNA sequencing analysis. The recombinant protein could be expressed effectively,and the
antibody was specific and effective. Conclusion:The S100A16 prokaryotic expression plasmid was constructed,and polyclonal
antibody directed against this protein has been successfully prepared,which will provide a useful tool for the further research of
S100A16.
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pET-28a JiUkr (Invitrogen 2\ H] | 3 [H) ; KIGFTF B
DH5a, PrimeScript™ RT reagent Kit \DNA Marker
(TaKaRa 23], HZA);RNA $2HUH] TRIzol (Invit-
rogen N Al L), FRHIPEN DI &R . T4 DNA
LM\ Tag DNA RETW (New England Biolabs 2
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M4 GenBank "' S100A16 %: K ¢DNA JF 41l
(67860), WitA M 1 X514, LiiF514 5'-CGGG-
ATCCATGGCTGACTGCTATACAGAG-3'; T84
5"-AATGCGGCCGCCTAGCTGCTGCCCTGCTGGC-3
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YA 5, y 5¥h i Invitrogen INEIE
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B4 )5 PCR P29l pET-28a ik 2K 43 5]
F BamH 1 F1 Not T B i1 P VTG XSURGDT , 19% 35
BEEEIE HL UK 5 PR 2tk . FH T4 DNA SRR
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95 B alifb A5 3 His-S100A16 525 F1 1 9 [T 5%
RN G, JEe iR S SRR IR G
AR s, Rzl 2 6, s 4
W, fea 1 RIS 19 10 d FighicR i, 732
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Figure 1 The amplification of SI00A16 by RT-PCR
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Figure 2 The identification of recombinant plasmid pET-28a-
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Figure 3 The expression of fusion proteins His-S100A 16
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Figure 4 The purification of fusion protein His-SI00A16
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Figure 5 The titer of polyclonal antibody detected by ELISA
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Figure 6 Western blot analysis of anti-serum to fusion protein
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Figure 7 Western blot showing expression of S100A16 in

mouse adipose tissue
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T7 SE S FAEEPE T7 RNA G, R4l H Ay %L
R R, X SE B B A S EUANME
S100A16 HE MU mMERL, 2ifbry) S100A16
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