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Fig. 1 Tandem tags design of NTAP and CTAP construction map of expression vectors pNTAP and pCTAP.

1
Table 1  Primer sequence and restriction site
Gene Size /bp Oriteiation Primer Sequence(5°—3") Restriction site
pCTAP synthesized Sequence 1410 + ACATGTATGCATTTGACAATTAATCATCG Aft 1M
- CTAGGGGGCGCCGTTGTATTATTATTAT Nar 1
pNTAP synthesized Sequence 1410 + ACATGTATGCATTTGACAATTAATCATCGG Aft T
- TCATGGGGCGCCTCATCATCAGCATGCCTG Nar 1
“+ 7 indicated the upstream primers “ — ” indicated the downstream primers letters with underlined indicated the restriction site
1.2.4 BI21 (DE3) . EHEC (0157: H7) . pCTAP
Shigella flexneri : DH5«a o
pCTAP  pNTAP CaCl, 1.4 Western
BL21 (DE3) a 1.4.1 : 1:100
(EHEC) 0157:H7 M9OT ( 5 mL LB ( ) 379 .200 r/min .
: BioRad Bacteria 1 1.8 kV I mL (WC whole cell
5 ms) . lysate) » ( 2s 2s 30%
1.3 5 min) (SN
supernatant) (P pellet) .
o 1.4.2 Western ’ GFPuv
GFPuv 395 nm

509 nmo IgG o
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Fig.2 Detection of green fluorescence of GFPuv in pNTAP/BL21(DE3) and pCTAP/BL21(DE3) by fluorescence confocal microscopy.
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Fig.3 Detection of green fluorescence of GFPuv in pNTAP/ 0157 :H7 and pCTAP/0157 :H7 by fluorescence microscope.
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Fig. 4 Western blotting of expressed GFPuv tag proteins from
pNTAP and pCTAP in different bacterias. ‘WC” represents whole cell
lysat¢ ‘SN’ represents supernatanf ‘P’ represents precipitate;

Anti-GFPuv were used for detection of GFPuv tag.
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Construction of prokaryotic expression vectors for tandem
affinity purification
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Abstract: Objective To construct prokaryotic expression vectors suitable for tandem affinity purification to study protein—
protein interactions in bacteria. Methods Two tandem affinity tag sequences including the coding sequences of Protein G and
streptavidin binding protein (SBP) as the N- and C- terminus of fusion proteins were designed and de novo synthesized.
Constitutive expression vectors pNTAP and pCTAP were constructed using pUCIS8 as the backbone deleted of the lacl gene.

Results Two expression vectors pNTAP and pCTAP were successfully constructed. pNTAP showed substantial expression of the
built-in tag protein GFPuv not only in Escherichia coli BL21 (DE3) but also in enterohemorrhagic Escherichia coli 0157 :H7 and
Shigella flexneri 5a. Conclusion Of the two recombinant expression vectors successfully constructed pNTAP can express the
model protein for tandem affinity purification and could be used for studies of protein—protein interactions in some gram-negative
pathogenic bacteria such as Escherichia coli and Shigella flexner:.
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