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Abstract: Objective To construct prokaryotic expression plasmid pCold - TF - Der 1 for the dust mite allergen Der f 1.
Methods The Der f 1 gene in full length was amplified from pET-28a(+)-Der { 1 plasmid and cloned to the vector pCold-TF-
DNA, with the recombinants then transferred into Escherichia coli BL21. The genetically engineered bacteria with pCold-TF-Der f 1
plasmids were induced by IPTG and the expressed products were analyzed by SDS-PAGE and Western blotting. Results The
Der f 1 gene was acquired by PCR, with pCold-TF-Der f 1 successfully constructed, and expressed in E. coli. which was indicated
SDS-PAGE and western blotting. Conclusion The prokaryotic expression plasmid pCold-TF-Der f 1, which contain Der f 1 gene

fragment of Dermatophagoides farinae, can be successfully constructed with its expression in E. coli BL21 accomplished.
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Polymerase (Code No. DRO10S) . pCold - TF DNA #§ {&
(TaKaRa Code No. D3365) In-Fusion™ Advantage PCR
Cloning Kit (Clontech Code No. 639619) | Escherichia
coli Competent Cell JM109 (Code No. D9052) . DNA
Ligation Kit (Mighty Mix) (Code No. D6023) . protein
Marker, 210 7 5242 ) TR (R ) A7 FR A 7] 5 E. coli
BL21(DE3) Stratagene INTEIHEFE ; Perfect Protein Marker
FH Novagen 2 F] 4= 77 ; Precision Plus Protein Standards
4 H BIO-RAD /A &] ; True blue PEROXIDASE Substrate
i Kirkegaard & Perry Laboratories (KPL, Gaithersburg,
MD) #2141t ; Isopropyl - B - D - thiogalactopyranoside (IPTG)
(Code No. D9030A ) .PVDF fi& . Western blotting(WB) I
B CBB-R250 G i, Wy F KRR AR (650
A BN ], Penta-His Antibody A Qiagen 23 7] 4= 77, B
it 48 Ak W) i A 12 S 0 /) B IgG (HRP - Rabbit Anti -
mouse IgG) A Zymed Laboratories /& 7= , HoAth {k 221 71
B0 [ P o Al B
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Der £ 1 MY 3 Der £ 1 24 HED, PCR K2 EAAFH
H 50 w1, F4E kL pET-28a (+) -Der f 1 (100 1% i B
) 1 wl.5 X PrimeSTAR buffer (Mg®* plus) 10 1,
dNTP Mixture(£%2.5 mmol/L)4 wl, I FF5 #9145 0.5 .
PrimeSTAR HS DNA Polymerase(2.5 U/w10.5 wl.dH,0
33.5 wl, BPCRAX I,98 °C 10 5.55 °C 55.72 °C 1 min 5%
T FIBAT 25 AMEER, 72 CIEM 5 min. 195 IEHEREI
ML Kk J5 , H TaKaRa Agarose Gel DNA Purification Kit
Ver. 2.0(Code No. DV805A) YIS AR 4 H Y HERA
1.3 A4 pCold-TF-Der f 1 #1350 5342
BamH I/ Xho I f#§ 4] pCold-TF DNA # {& (TaKaRa
Code No. D3365) , {#i il TaKaRa Agarose Gel DNA
Purification Kit Ver. 2.0(Code No. DV805A ) Y] Jit [F it B
o H Ry 8A R B, 50l D] SO 14 22 41245 pCold-TF
DNA 2 pl .10 XK buffer 5 pl .BamH I (10 U/pl) 1.5 pl.,
Xho I (10 U/l) 1.5 wl . dH,0 40 1,37 C/R i 4 h, fifi
A In - Fusion™ Advantage PCR Cloning Kit (Clontech
Code No. 639619 H I [N 5 88 A BUZe b2, J i {4
ZM 1 pl HIFEH (2980 ng/pl) 1 pl H A A B
(#950 ng/pl) .2 pl 5 X In-Fusion Reaction buffer,1 pl
In - Fusion Enzyme . 5 wl dH,0 , 2 W & 7 37 C /K%
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FoE A TR R ) A RRA /T . W3 s
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Fig. 1 Agarose gel electrophoresis of PCR product of the group 1

allergen of Dermatophagoides farinae
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Fig.2 Restriction enzyme analysis of the recombinant

plasmids pCold-TF-Der f 1
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Fig.3 Expression and verification of pCold-TF-Der f 1 in BL21 cells
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