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: c¢DNA Mpl pl
pET-28 (b) -xp1, pBV220-p1  pBAD/gIIA -xpl . IPTG.
. BI21 /pET 28 (b) -xp1 XPI
; BL21/pBV220-p1 . . ;
BI21/pET28 (b) -xp1 ; TOPIO/pBAD /g ITIA «xpl

: cMpk XPI; 3 ; ;
. Q812 . A . 0529-6579 (2003) 05-0059-05
(Thrombopoietin, TPO), c- cDNA,
Mpl . cDNA ; pET 28b (+)
pBAD /g TTA Invitrogene ; pBV220
[12]
) . BL.21
- TPO (¢ Mpl) (DE3) . TOP10 XL1 Blue
B4 TPO N , L2
i C ’ MBI Fementas ;
[3 cM 1 . .. .
° p (E Z.N. A. Plasmid Minipreps Kit [ )
g ’ ’ (E.Z.N. A. Gel Extraction Kit)
G gp lk B 7! )Tf}z(l) TRO Omega Sigma
eneban ast . , 13 PCR
’ XP1 vl .
? , 3
XP1 L:
! !
, T — 5 CEGGAZCCGATI’GCCGGAAGAAGCAGGAGGA 3,
7 ' 6 ' 5" CCGCTCGAGCTAGGATGTAATTAGCCTTGGA 3
<Pl ’ pET28b (+) BamH |
XP1 ¢ Mpl Xho 1 °
3.
5" CCGCTCGAGATTGCCGGAAGAAGCAGGAGGA 3';
1 4.
11 5" GCTCTAGAATTGCCGGAAGAAGCAGGAGGA 3,
pB42AD p 1 ¢ Mpl pBAD /g ITA Xhol — Xba 1
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) 4

5:
5'0GGGATCCGATGATTG CCGGAAGAAGCAGGAGGA 3';
6:
5" ACGCGTCGACATTGCCGGAAGAAGCAGGAGGA 3,
pBV220 BamHI1  Sall
. PCR .95 C 5min, 5 C 1
min, 50 C Il mn, 2 C 1 min, 30
; 72 °C 10 min.
1.4
20ml. Kan Amp LB
, 1
Kan (50

, 37 C .
1100 1LIB . InL
mgmml)  Amp (50mgmL), 37 C 3~5h
(BL21pBV20p1 30 C ), Adg=05~
0.6. . BL21pET28b
(+) 2pl 010 mL, 0.50 mL, 1 mL
IPTG (1 mghl), 30 C 4 h. BI21 pBV220-

wl 39, 4, 45 C 4 h, TOP10/
pBAD g TTA 2p1  2ml, 0.2ml, 0.002 mL
(1 mgml), 37 C, 4h.
1.5
BI21 pET 28b (+) =pl. BL21/
pBV220p1  TOP10/pBAD & ITA «p1 ,
5 000 rin 20 min, 50 mL,
20 mol L. Tris HCl (pH 7. 4) 2,
5 000 1 in 20 min, .
100 mL, 20 mol /L. Tris HC1 (pH 7. 4) (
1 mL 10 mol . PMSF 100 “L BME) ,
(Imgml), 37 C 30 min.
3, 3
5 min s )
. 9000 rmin 30 min,

. TOP10/pBAD /g ITA -xp1
: (20 mol . TrisHCl, pH
8.0, 2.5 mol /. EDTA, w=20%

), 4C 15
min , 9 000 rmin 10 min, ,
4 C (20 mol L.
TrisHCL, pH 8.0, 2.5 mol /. EDTA) ,
30 min, 13 000 r/min 10 min,
CS 930 ., SDS PAGE
1.6
9 000 r/min 10 min,

¢=0. 5% Triton X 100

1 gk 50 mol L. PBS, pH 8.0 2
s ° 10 mL
10 mol 1. dithiothreitol, 6 mol I 50 mol /1, PBS,

pH 8.0 , 25 C 2 h, 13 000 rfnin
20 min,
2 mol . . w=15% Sucrose. 1 mmol I,
50 mol /L PBS, pH 8. 0 , 150
; 50 Mg fnl
, 4°C 41 50 moll.
PBS, pH 8.0 2 , 24h

1.7 XP1

EDTA

(mghml) =
(1. 46 Aoy — 0. TAArg) X
0.1 mg ml,
. XP1 0.5 mg/mL (50 mol L
PBS, pH 8 0) 2%4h , 751

Lowty $

)

= X 100%

18
18~22g BAIBl ,

, MDM

5% 10° L .
2 [7] ° o

XP1

2

21 cMpl XP1
pB42AD p 1 ,
pET28 (b) .pBAD £ 1[IA  pBV 220

wl )
.3

2.2 cMpl XP1

2, BL21 TOP10

44 000 ,
, ¢ Mpl

pET 28b( +) apl

pBAD Je ITIA p 1

pl ,
, pBV220 -l
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5 c-Mpl
0 . TOP10pBAD k ITIA «p1
‘‘‘‘‘‘‘‘ . 0.2%. 0.02%. 0.02% 3
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A"‘F pBA2AD- 1
: 7950 bp TADH‘IA

b 2
" TRP’] ofi
BamH]1 Xhol Xhol Xba 1 BamHI Sal T

e g N Ps;éb\
i fiorigin o pl W

xpl wl nNETrrzz ‘

PRPL ‘, ’ araC term |
{ pBV220- vl i oBAD/gHIA- 1
4698 bp . 5092 bp

pET28(b)- vpl
{Kan  6392bp

i 7
AN Laet/ 7 4y
- \\‘\ [ ;- pUC ori

T e T

1 pET-28(b) -1, pB220-xpl
pBAD /g ITIA -xp1
Fg 1 Constuction of recombinant plasmid
pET28(b) -xp1, pBV220xp 1 and pBAD/g TITA -xpl

! 3 4 5
- - - e
97 400 _
66200 o J
43000 (S

2 apl
Fig 2 SDS-PAGE anaysis of pET28(b) -w1, pBV220 -xp 1
and pBAD/gIIIA =xpl expressed in E. coli BL21 and TOP10
I:

2 H
3 BI21 hET28( b) -xp1 ;
4, BL21/pBV220-3p 1 ;

5: Topl O/pBADg M-xp1

2.3 XP1
3 . BL21pET28b (+) w1
0. 50 mol IL IPTG XPI 0. 10 mol /L
1.00mol.  IPTG , ,
21.8%.  BI21 jpBV220-
pl , T 42 C 457C
XP1 ,

15.0%,, , .

2 2
8.5%.
c(IPTG)
8/ ¢ (AraC )%
(mmolL ")
{010 050 100 {V] 42 45 020 0,02 0002
23 - ST
20
= S {_‘
a1 A—

|
10

3 XP1
Fig 3 Effect of different inducer on XP1 expression

2.4 XP1
XP1 .
, 4, pET28(b) =pl
BI21 .
, pBV220 -pl BI21 :
. pBAD /g ITIA 2l
TOP10 ,
Colning region Solution  Stability  Activty
T7promoter His-Tag xp1 T7terminotor
++ 92% 14
xpl rmBT\T,
> + 54% 5
- 10% 0
4 XP1

Fig 4 Effect of expression systems on
g P! sy

XP1 protein characteristic
“« +” “___»
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. TPO N,

TPO
) 3 )
pEl 28 (+) ap1 N 6
XP1
, XP1
. BL21/pBV220 pl .

?

, XPl1 , .
XPI , . TOP10/pBAD & III
Aapl XP1 .

t BL.21

TOP10  XPI ,

cMpl )
" c Mpl
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Extraction of Maize Seed DNA and RAPD Analysis

XU Qifang1 , ZHU Su wen”, G—IANGHong1
(1. School of Life Sciences, Sun Yat sen University, Guangzhou 510275, China;
2. School of Life Sciences, Anhui Agricultural University, Hefei 230036, China)

Abstract: The genome of Zea mays seeds was respectively extracted from embryo or endosperm by two different kinds of
methods ( normal method and improving method) . The results showed that the genome made of improving method had
purer DNA, less RNA, bigger DNA fragments than that of nomal method. The genome from embryo or endosperm can
meet for RAPD ( Random Amplifiedploymorphic DNA). This experiment provides the RAPD of maize, molecular
marker, quality identification with the useful pathway.

Key words: maize; embiyo; endosperm; genome; RAPD
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Different Construction for Human ¢ Mpl Ligand Expressed Plasmid and
Their Optimizing Strategy for Expressation in Escherichia coli

ZHANG Qing, GE Yi dhen, PAN Rui min, XU Pei {in
(School of Life Sceinces //The Key Laboratory of Gene Engineering of Ministiyof Education,
Sun Yatsen University, Guangzhou 510275, China)

Abstract. Thrombopoietin (TPO), the major cytokine affecting the poliferation and differentiation of megakaryocytes
through its interaction with the ¢ Mpl receptors, is believed to be the major physiological regulator of circulating platelet
levels. ¢ Mpl was used as the bait protein to screen human liver ¢cDNA library using a yeast two hybird system. A clone,
x 1 gene, was obtamed. The constructions of expression plasmid pET 28(b) w1, pBV220-p1 and pBAD é ITA »p1
were selected by using different promote controlling xp1 gene expression, then by inducing with IPTG, temperature,
arabinose. The biological activity of XP1 protein was measured by culturing colony foming units of murine megakaryocyte
(CFUMK) . Comparison of these expressions indicates that the solution and the stability of pET 28( b) p1 expression
were higher than the others, The solution and the stability of pBV 220 «xp1 expression were enhanced after induced a litlle
time in the low temperature, but its expression capacity was weaker than that of pET 28(b) -1, and its activity was
decreased. The expression pwteins of pBADé [IA xp1 were not secreted to the periplasmic space, which existed in
inclusion body and presented no activity.

Key words: ¢ mpl; XP1; expression; solution; stability; activity



