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PBST = il Je i, I A BRI A AL B AR I =E P e —
Fi(1:500), ZUFE 1 h, PBSTZ VLML, K/ DAB
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2.2 EHFFipBV220-IL1-RhoAE ;HZPCREE K
plNES

A JIORLZ R PCRAT I, 15 2] — 45 244500 bp
147 (E2A), 5 H R RN —3, &AM E
Y1 UKL 28 AU V1 A P 4 431 5 53 i 20 49500 bp Al
4 000 bpf) 4%t (K12B), 1X 5 H # 3 K Rhod 7 Bt K%

M: 2 000 bp DNA Marker; P: PCR/*#.

M: 2 000 bp DNA Marker; P: PCR product.

E1 PCRISE| & EXho 11 Xba 1EGL 25 BIRhoAEF F B

Fig.1 PCR amplification of the RhoA gene from planarian
include Xho I and Xba I RE sites

M: dz A Marker; 0: 5% FEALTORLRIR 5 S5, RIDAEIE 1-4: 20500 15 52 he
4h, 6h, 8hFHIIEFE.

M: protein Marker; 0: total cellular extracts from E.coli DH5a contain-
ing pBV220-IL1-RhoA without induction; 1-4: total cellular extracts
from E.coli DH5a containing pBV220-IL1-RhoA induced after 2 h, 4 h,
6h,8hat42°C.

El3 E4EBAISDS-PAGES 1
Fig.3 SDS-PAGE analysis the expression of RhoA protein
(5% concentration gel, 15% separation gel)

Fe A mBEATIN Py, FORLIN P45 R U e, LT 815¢
HELOER. U H BRI RhoA v B C R 3 % F)
RIABHAE b, TR AR 8T o
2.3 EEEFEAWMRIA

HALR (42 °CTFHFRIL, 201532 h 4hy 6h
L8 bR HURE, BORZET S I A A, AE552 h

A: M, 2 000 bp DNA Marker; 1, PCRj*#; B: M, 15 000 bp DNA Marker;
1, FELTOROUEF IS H 3L R RhoARpBV220-IL Uk B .
A: M, 2 000 bp DNA Marker; 1, PCR product; B: M, 15 000 bp DNA
Marker; 1, digested RhoA gene and plasmid fragment.
B2 =4HEHpBV220-IL1-RhoAHIPCREE(A) K
EigtJ] &£ % (B)
Fig.2 Electrophoretic analysis of recombinant pBV220-
IL1-RhoA digested by Xho I, Xba I and amplified by PCR
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VZE 2 TR MRk, A RELEA
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2.4 BEHEERRGIL K WesternZ2 X £ F
X5 T TR TR 0, R R, 4
S UTE (A B IR A4 BE 1T SDS-PAGE HL K AL, 45
K Ll R, Rk R iRk, H
DI alidb (745 20 T B R (1, gl s &
HEAT WesternZ448, 45 Je#lZR W14 H (108 11 (El4).
2.5 KX GREHLNFEN
AT B FIRhoAFL 1A, Krill T RhoAZE A7F
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WA N A SO, 5 AL BT E g, 4R &
], RhoAZR [ 1E 43 WV = £ i H A 28 B Ao 6 A5 (11 5),
5 RE 5 10 A28 R S Al B Hanti-SYNORF 145
A — 5,

M: # F{Marker; 0: 35 FZL ORI R V5 15 10 B8 B0 I Coe B
LA ARG, 20 B P R i L LA 30 5 T ALSORL 5 34 hiK
B 4 VIIRAEAL I B 1 W Western 8 A2 &5 24 C: Western 2200 [ .
M: protein Marker; 0: total cellular extracts from E.coli DH5a contain-
ing pBV220-IL1-RhoA before induction; 1: the inclusion body of ultra-
sonic disintegrated cellular extracts; 2: the supernatant of ultrasonic dis-
integrated cellular extracts; 3: total cellular extracts from E.coli DH5a
containing pBV220-IL1-RhoA induced after 4h in 42 °C; 4: the purified
RhoA protein; W: Western blot of RhoA; C: control.

&4 SDS-PAGE#&IRhoAZE H BYFRIE K WesternZk 3%
Fig.4 SDS-PAGE analysis the expression of RhoA protein
and Western blot analysis (5% concentration gel, 15% sepa-
ration gel)

3 e

ARSI B P R 4 T 21 3R A 3 A pBV220-1L1-
RhoA, 7£42 °C'F, LA SN () Ay bfi B2, %of 45 S 20 oo
(R AT B EAT 75 3 30, RIS SN2 hinf C 28
HHMEARE HREERZ, AN EK 8 h
I RIS BB BRI, ARSEEGIE R4 h
N A FRILI ], KR FRIL G B0 BT
PR, 3 A E B AT TE, 4SDS-PAGE HE bk A% il
Ji, Si AR, BT H R ARA R, 2N
WRERIS, AR TE ERIA M A AR TE M & 52 B 5
i), fH LR A T AELE (1 H I B Al R oA s
B IR G038 S5 iE P, % Western 248 VAT 5407 . HI T3
IR 11 R R BRI )5 A 65%, TR e F e Btk il
RhoA % 5 FEHUAAE—PUREAT T WesternZ A8 F15¢ 6 47
P b 225 07, [RGB 34T L e T LR IR, 1% 2R
FITER A R G RIE

A: RhoAZR FI7E M P2 RETAE L TE; B: X Hit. 5 /X=100 pm.
A: RhoA is located in the nervous system of planarian; B: control. Scale
bars=100 pm.
BlS RHREFHALUFENRAZEFERBENB DT
Fig.5 Expression pattern of RhoA protein, analyzed by

whole-mount immunofluorescence
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Prokaruotic Expression of RhoA Gene and Its Tissue Location in Planarian

Dugesia japonica

Nie Min, Zhao Bosheng*
(Laboratory of Developmental and Evolutionary Biology, School of Life Sciences,
Shandong University of Technology, Zibo 255049, China)

Abstract To investigate the certain function of RhoA in planarian Dugesia japonica, the DjRhoA gene
was cloned into prokaryotic expression vector pBV220-IL1 using the methods of PCR, restriction digest and
sequencing. The recombinant vector was then transferred into E.coli DH5a. The fusion protein RhoA expression
was induced by 42 °C and purified to detect with SDS-PAGE. The results indicated that the DjRhoA gene expressed
as inclusion bodies in E.coli DH5q, and its molecular weight was estimated to be approximately 18 kDa. Western
blot showed that the antibody reacted with the protein. Based on immunofluorescence analyses, RhoA was mainly
expressed in the nervous system of planarian.

Key words Dugesia japonica; RhoA; gene expression; Western blot; immunofluorescence analysis
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