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Construction and prokaryotic expression of fusion gene IL3-PE38KDEL
CHEN Yu,et dl
(Department of Hematology ,the Second Affiliated Hospital , Chongqing Medical University)
[ Abstract JObjective: To construct a prokaryotic expression plasmid of PQE30-IL3-Linker~PE38KDEL and identify its recombinant
protein expression. Methods: The IL3 and PE38KDEL gene were amplified by polymerase chain reaction (PCR ) and cloned into the
prokaryotic expression plasmid PQE30-Linker constructed after being sequenced. The recombinant vector confirmed by restriction
endonucleases digestion, coenobium PCR,and DNA sequence analysis was transformed into E. coli SG13009. The expression of the
protein was induced by IPTG. Relative molecular weight of the expression product was detected by SDS-PAGE . Finally, the fusion protein
was examined by Western blot. Results: The results of restriction endonuclease digestion, coenobium PCR and DNA sequence analysis
showed that the prokaryotic expression vector PQE30-IL3-Linker—-PE38KDEL was constructed successfully. With induction of IPTG,the
relative molecular weight of the expression product was identical to the expected value. The expressed 6 x His-IL3-PE38KDEL fusion
protein were identified at relative molecular mass of 57KD by Western blot with anti-His monoclonal antibody , showing the fusion protein
expressed correctly. Conclusion: The fusion protein IL3-PE38KDEL is successfully constructed, which lays a solid foundation for the

further research of protein purification and function.
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111 SRS & PE3SKDEL F Bt i i 20 4 4% 5 B g
B /M Z F A Bk pGEXAT-1-PE38KDEL g P01 24678
B AR Y BT R B R, A L3 B EE
GM-CSF-IL3 ft R # R E M = B K e BB g, £k
ik PQE30, KIAFTH E.coli DHS o ,SG13009 ¥ i 5 E AR IR
REATRERT.

2 Ff [ ) 4 P9 U1 8 , TagDNA 285 % , PrimeSTAR™ HS
DNA Polymerase /i, DNA 43 &5/ DL2000Marker, 500 bp—
Marker, 2 I Jift Marker, T4 #5324 , JUR/ N iR &, B i
KA ME T Takara 22 8], 5190 & B H FE IR A H 5%
Mo PTG, B L5 R250 T Sigma A, & THRMZ
HrAE (Ni#*—NTA) M T Novagen A Flo
1.1.2 519kt B EEERAFEEM.

W EEE BB Linker F (IEJ8) ):5 -CGGAGGTG-
GAGGTTCAGGAGGTGGACTGCA-3 ; 4% H R Linker R(JX
) :5 ~GTCCACCTCCTGAACCTCCACCTCCGGTAC-3

W Genbank A ZS40MH T 1L-3 25 4 F 5] (75 2
NM000588 ) £ B 5 = Ak i+ 54 : IL3-F(1E[M] ) : 5” —~ACAG
GCATGOGCTCCCATGACCCAGACAA-3" (& Sph T HE VI {3
A IL3-R(OL i ): 5" -CGGGGTACCAAAGATCGCGAGGCT-
CAAAG 3" (& Kpn T BEUIGI A,

L 20 R S R B M T A B 3 R 1K R pGEXAT-1-
PE38KDEL J¥% (% PE38KDEL J Bt )i% it 5[4 : PE3S8KDEL
~F(IE1 ):5 —~ATCCTGCAGGAGGGCCGCAGCCTGGCCG-3"
(& Pt 1 ESYI{7 5 ) ; PE3SKDEL-R ( JZ ] ) : 57 —ACA
AAGCTTTTAGAGCTCGTCTTTCGGCG-3" (& Hind 1 § Y1 i1
o
1.2 F#&

1.2.1 EHFK PQE30-Linker B8 HEBIAEALGR
HRIZ RIS B B R RS A A EE. Zith
DAL R R HK Z A (GSG)EN Linker ETE
IL3 5 PE38KDEL Z A, - TG IA Kpn 1 K Pst 1 Y]
fr, AR KRTE R 34 bp K/NEIEE DNA, 2 551
$9:95CAAE 5 min, 75°C 30 s, A 75CE 30°CE R k=D
1 h, ] 2% 35 RE MR R IS it 1 AT Linker A WU USSR
Kpn 1 B Pst 1 XEFVIFR A FkL POE30, ¥ & B Linker 5
A& PQE30 LABE/RH N 1001 B9 BIR & , 76 T4 EIEEEH1E
T, 14CHEE 16 h,

122 A& POE30-TL3-Linker M9 B DIEHH F b
GM-CSF-1L3 A #iAR , ] PrimeSTARTM HS DNA Polymerase
B4 H H R BE TL3, PCR I 4514 : 98 CHUAEHE: 5 min,
SRS 98°CAF 10s,63CIR K 105, 72°CERE S HEM LAY 30 s, 4%
FEEE 30 K BET T2 CE BRI 5 min, PCR P

RA5 LN Sph 1 /Kpn T #EATIUERY), IF i 2 HA MR B 40
£ SRR POE30 — Linker 71,

1.2.3  PQE30-IL-3-Linker—-PE38KDEL Bt & 5 I #y 18 Jr %
E LU 4 A SR B B B AN K K K UKD pGEX4T-
1-PE38KDEL A#4 , F PrimeSTAR™ HS DNA Polymerase f
P18 H W9 B PE3BKDEL, S SR - 98 CHIAEM: 5 min,
98°CAEM: 10 5,65°CIB K 105, 72°C RS LML 1 min, TH1E
30 K. B5 T2°CRAEMRL 5 min, PCR F=H Ui 4l
JE L Pst U /Hind W3R4T B EI A0 38, 3F 7o b 22 B A R B 1)
{7 £ A 2 R PQE30—IL3-Linker 1, FALIRZ 5 KA FT
M E.coliDH5 o ; B FHER(100p g/ml) ik, Y%
R TS Amp B9 LB fPEE 3R 37°CIRIB %, RN MEAR
Fr BB U S R TR K A S AT RS E o

1.24 W4 PQE30-IL3-Linker-PE38KDEL Ff-& % HAYEE S
FiX K EHREIBRA pQE30-1L3-Linker-PE38KDEL # 4k
ARG SG13009, BB IE AR A LB B3R (&
100 mg/L EEEHEE,50 myL FIPE ), 37 CIEEAKFE
TREEIT T, K H BB RIS IR 4% 1:50 B2FPF 20 ml i #f LB
(7100 mg/L B FHER,50 mg/l, RIMBREFRW A, 575
B, LIRS 37 CHRIEREFEKEY 2 h, ff ODgy=0.6 B, X BB
AN IPTG, By 4 450 IPTG BIRIEHKIK A 0.1.0.5.1.0,
2.0 mmol/L, 4k&EHESE 05T 2.5.4 .6 F1 8 h B 1 ml B, 25
LU EETTIE, A 1 x SDS-PAGE _FHESE il , 2 38 10 min,
12 000 r/min Bf.0> 5 min, L _EiE#1T SDS-PAGE 43#7. LI8A
TR FRAXKE, BAAEEIL.

125 MEFEARBIERST KREBBSREIANTER
4%C,12000 r/min Z.0> 10 min, & 100 ml BN 5 ml 1 x Bind-
ing Buffer(NaCl 500 mmol/L, Tris—cl 20 mmol/L,pH7.9 ) & , #
FEREEE 20 min, 12 400 W, 7875 55,12 55, 4°CF 12 000 r/min
B30 10 min, 2 HIEL_E 75 FIT5E SDS-PAGE 4r#T B H iZRiE
1.2.6 FAEN IL3-PE3SKDEL HIREEIC At  AESR
S THEE 1 ml, 12 000 /min B> 10 min, JIIA 1 x SDS F#
Buffer 75+ 1E &, 100°C & B 10 min, 1000 r/min %[> 1min %
FLBC 15%5 BB, lmm J& 10 FLT, 9L HAE 10w 1. H 3% 90
min JEYIE 44 B B R BETF B TR i iR 30 min,
ek BT, BB S RS m AR /MR AL 8 5K BT TN S EAE R
1 PVDF B B IR 15 s, T IEAR b R,
FRIEHRIR TR LL 5 V BESE 15 min, RUFEEEEUH
JEAE TBS HE YL, B TR RS TY AL 2 min, Bl B5F
WA BURAERGEAK e T, LA (PBS,pH7.4, &
5% B RE U 1 0.5%HY Tween—20) A 1 h, LA LLE AR
i BR(1:200) B FRIT 6 x His B3 BT 4°C & 137K , TBST
PRI 4 ¥R, AR 10 min, 2EHFAY H1(1:3 000)37°CIRF 1 h,
TBST ¥R 4 5, PbE= " Hi/E 1 ECL 26N a T,
X AR HT B ER,
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RE, B RAX — TIN5 A vt R, R
FAESE T Bl T4 e, FEE AR T4
JiEL AR X643 SR BT CD123(T1-3 248 o 85 )R R BL,
4 CD123 1E R ¥ S 4 R AR IEBR LSC B BF 78 B ok
ZEAATHI R4, 4 LA 207 14 4 75 & (Pseu-
domonas aeruginosa exotoxin , PE )42 i 4 £# 5 2 ffd &
Gy b, %920 66 000 1 1 ZREEEZ K, B 163 & FE
PRM A, BEPE SR ZL K T e 4y T ARG T LUK 1
FIR B9 7% K . PE3SKDEL 24 PE 2 T By Z 4k
iR TalX, &4 Tb X & 5 M & (R H 5 g I
PR AR S MR IR B ¥R B vl REDLK B #t 8
B R PR SF P 50 KDEL, K K2 @ 8 £ 4 F B IR
R, o FL TS PR K 6~10 135, DA T 38 56 BT 4 G0 02 B
FEWRMGAY, ERE AKX (Ia X)) PE H 415
R 2Bk TR RS, Hitbdefe it
R AR, I RIE T S AR .
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A A YRR A M T 4R R AR A
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H w1 [ A 40 % G 1L3-PE3SKDEL 4 % % 1
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