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, - . , Lm-PHB2 His
PHB pET-32a
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1R
L1 BHAmE

pET-32a Rosetta Blue
, Rosetta Blue ,
pMDI18-T-Lm-PHB?2

1.2 XA B

Taq Hind 111 EcoR1 T4-DNA
Ligase DNA Marker DNA
TaKaRa ;
; His'Bind Column
IPTG PVDF
Anti-PHB2 ;
Marker ;
Tris, SDS, , , s
, Tween 20, s s s
IgG(H+L)
1.3 3|98t Ba AR
Ensembl PHB2
pET-32a , primer
6.0 PCR Hind IIT ,
EcoR 1 ) :
Forward( ): 5'- GGAATTCCATGGCT-
CAGCAGCTCAAGGA-3’
Reverse( ): 5’- CCCAAGCTTGGGC-

TTCTTTTTCACCGAC-3’
1.4 BHEBYY ¥
pMD18-T-Lm-PHB2 ,
Lm-PHB2 (CDS ) PCR
1 94°C 5 min; 94°C 30 s, 56°C
30s, 72°C 1 min, 30 ; 72°C
PCR 1% ,

10 min
DNA

15 REABRGHE

PCR pET-32a
EcoR 1 , PCR
DNA , 16 6 h,

Hind 111

38 /2015

Rosetta Blue, R
PCR ,

1.6 EHEAHFFERELRLL

50 mg/L
(Amp) LB , 37
(12~16 h), 1:100 1 000 mL
LB (50 mg/L Amp), 37C ODg¢po=
0.4~0.6, 1.0 mmol/L  IPTG, 37
5 h, rLm-PHB2  12%SDS-PAGE
s Western blotting
SDS-PAGE
PVDF s Marker
, PVDF ( 5%
TBST) 37°C , PHB2
(1 7 1000) IgG(H+L) (1 :
5000) , ECL

His-Bind Column

, SDS-PAGE rLm-
PHB2
2 EREXR
2.1 Lm-PHB2 AR &4 3%
Lm-PHB2
CDS , PCR 1% ,
PCR 900 bp, Lm-PHB?2
CDS ( D, PCR
Lm-PHB?2 CDS
M 1
2000 bp
1000 bp 900 bp .
750 bp [e—y Lm-
500 bp
1 Lm-PHB2 CDS PCR
Fig. 1 PCR products of Lm-PHB2 gene CDS region
M.DNA Marker DL2000;1.PCR
M.DNA Marker DL2000;1.PCR products
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2.2 EHFA pET32a-Lm-PHB2 49 % Z

2.2.1 PCR
Lm-PHB?2 CDS PCR ,
pET-32a s Rosetta blue,
, 1~3 ,
PCR s 900 bp ( 2),
pET-32a
Lm-PHB2
2 pET32a-Lm-PHB2 PCR

Fig. 2 Identification of pET32a-Lm-PHB2 by PCR

M.Marker DL2000;1.pET32a-Lm-PHB2
M.Marker DL2000;1.Positive clone with pET32a-Lm-PHB2

2.2.2
PCR )
, Hind 1II  EcoR 1
« 3 ) ,
, 900 bp,
Lm-PHB?2 CDS ;
5900 bp, pET-32a ,
2.2.3
PCR pET-32a-Lm-
PHB?2 , Ensembl
PHB?2
, Lm-PHB?2

B B

2.3 FHEE rLm-PHB2 #) & ik & 440

2.3.1 rLm-PHB2 SDS-PAGE
IPTG ,
SDS-PAGE , 47 ku
( 4 )
R rLm-PHB2

Mg
19329 bp vy

6223 bp Y
5900 bp

4254 bp

900 bp
Lm-PHB2

3 EcoR1 Hind Il
Identification of pET-32a-Lm-PHB2 by restriction
enzyme digestion

MI1.Marker DL2000; M2.A-EcoT14 1 digest DNA Marker; 1.pET-32a-
Lm-PHB2; 2.pET-32a-Lm-PHB2/Hind llI+EcoR 1

Fig. 3

118 ku
90 ku
50 ku ‘

| rLm-PHB2

|

34ku

26 ku
19 ku

4 SDS-PAGE rLm-PHB2 Rosetta Blue

Fig. 4 Expression of rLm-PHB2 in Rosetta Blue tested by

SDS-PAGE
M. Protein Marker; 1. ;2. 3,
4. IPTG Rosetta blue/pET-32a-Lm-PHB2 ;5. IPTG
Rosetta blue/pET-32a-Lm-PHB2 ;6. IPTG

Rosetta blue/pET-32a-Lm-PHB2

M. Protein Marker; 1. Supernatant of uninduced control; 2. Deposit
of wuninduced control; 3, 4. .Bacteria liquid of Rosetta
blue/pET-32a-Lm-PHB?2 induced by IPTG; 5. Supernatant of Rosetta
blue/pET-32a-Lm-PHB2 induced by IPTG; 6. Deposit of Rosetta
blue/pET-32a-Lm-PHB?2 induced by IPTG

2.3.2 rLm-PHB2
rLm-PHB2 His'Bind
Column s
SDS-PAGE , 47 ku
« 3, )
rLm-PHB2
s 210 mg/L

2.4 E41& 4 rLm-PHB2 #) Western Blotting
AHT
PHB2
Western blotting ,

( 0,

(1: 1000)
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A M1 2 3 4 5 6 7 89 1011 1213 B
972 ku 97.2 ku
66.4 ku
66.4 ku *+— rLm-PHB2
443 ku
4.3 ku 29.03 ku
29.03 ku
5 rLm-PHB2
Fig. 5 Elution and purification of rLm-PHB2 by His system
A. rLm-PHB2 ;M.protein marker;1-4. 250, 200, 150, 125 mmol/L :5,6. 100 mmol/L
;7, 8. 80 mmol/L ;9. 60 mmol/L ;10-12. 40 mmol/L ;13. 20 mmol/L ; B. rLm-PHB2
M.protein marker;1. rLm-PHB2 ;2. rLm-PHB2 ;3. rLm-PHB2

A. Elution with different concentrations of imidazole M.protein marker; 1-4. 250, 200, 150 and 125 mmol/L imidazole elution; 5, 6. 100
mmol/L imidazole elution; 7, 8. 80 mmol/L imidazole elution; 9. 60 mmol/L imidazole elution; 10-12. 40 mmol/L imidazole elution; 13. 20
mmol/L imidazole elution; B. purification of rLm-PHB2 M. protein marker; 1.rLm-PHB2 proteins before induced; 2. r(Lm-PHB2 proteins
after induced; 3. Purified r(Lm-PHB2 protein

[18]

M 1 2
' PHB PHB

6 rLm-PHB2  Western blotting

Fig. 6 Identification of rLm-PHB2 by Western blotting A PHB
M. marker;1. rLm-PHB2 5 2.
rLm-PHB2 ’ ’
M.low molecular weight protein marker;1.non-induced expression [19_20]:

of Rosetta blue/pET-32a-Lm-PHB2;2.induced expression of Rosetta _
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3 wtwE5E&#
PHB Sripathi 1*
> PHB
Jang 1Y
PHB Gamble ") PHB
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rLm-PHB2
PHB R PHB2
) ) , rLm-PHB2
, PHB
, (i PHB PHB
[12-13] [13] PHB
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Abstract: To study the in vivo biological activities of lamprey PHB2 protein and prepare the antibody of PHB2
protein, herein, we aimed to construct the soluble prokaryotic expression vector of Lm-PHB2, and obtain adequate
amount of purified rLm-PHB2 protein. The Lm-PHB2 gene was amplified from the previously constructed
pMD18-T-Lm-PHB2 plasmid template . The PCR products were subjected to Hind III and EcoR 1 digestion and then
linked to a soluble expression vector pET-32a. The identified recombinant plasmid pET-32a-Lm-PHB2 was transformed
into Rosetta Blue, and IPTG induced expression of rLm-PHB2 was confirmed by SDS-PAGE and Western blotting
assay. The rLm-PHB2 fusion protein was purified using His affinity chromatography purification system to get
highly purified protein. The correct construction of recombinant plasmid pET-32a-Lm-PHB2 was confirmed by PCR,
restriction enzyme digestion and gene sequencing identification. Expression products were verified to present in the
supernatant of bacteria lysis, indicting the successful soluble expression of rLm-PHB2. The SDS-PAGE and West-
ern blotting results showed that the molecular weight of rLm-PHB2 protein was about 47 ku, corresponding with the
anticipant size. The pET-32a-Lm-PHB2 prokaryotic expression vector was constructed correctly, and the soluble
rLm-PHB2 protein was successfully expressedsucceeded. Ultimately, the rLm-PHB2 protein with high purity was

obtained after purification.
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