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[Abstract]  Objective To construct Giardia canis virus (GCV) transfection vector. ~ Methods According to
transcriptional start site, replication origin and packaging site of GCV genome (DQ238861), a system was developed for
the expression of a foreign gene in this organism by flanking the green fluorescent protein (GFP) gene with the fragments
of GCV positive-strand RNA. The transcript of the construct was synthesized in vitro with T7 RNA polymerase and used
to transfect GCV-infected trophozoites by electroporation. Results The recombinant plasmid pGCV634/GFP/GCV2174 was
constructed. The expression of green fluorescent protein mediated by GCV transfection vector in Giardia canis peaked at
1 d after electroporation(44=1.8), and slowly decreased until 14 d post-transfection. Conclusion The engineered GCV
vector can be successfully used to introduce and efficiently express a heterologous gene in the eukaryotic microorganism.
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Fig.1 Construction of Giardia canis virus transfection vector
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M: DNA #R:&EH(DL2000),  1,2,3: 43314 GCV [ 53 634 bp, GFP
FGCV 4 3% 2174 bp FrBEAY PCR 14724

M: DNA marker(D1.2000), 1,2,3: PCR products—5'terminus 634 bp
fragment of GCV, GFP and 3'terminus 2 174 bp fragment of GCV
repectively.

2 GCV 5'#%5 634 B, GFPHGCV 352174 K&
PCR ¥ &R
Fig.2 The PCR product of 5'terminus 634 bp fragment of GCV
GFP, 3'terminus 2 174 bp fragment of GCV
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M: DNA FREMI(DL2000), 1: pGCV634 [ Sac 1 Fl Pst 1 SUAHHI 4 5E,

2: pGFP FH Pst 1T Hl Xba I XUEPISEE, 3: pGCV2174 F Xba 1 HI

Not I 3R %E

M: DNA marker(DL2000),  1: Identification of pGCV634 digested by

Sac I and Pst I, 2: Identification of pGFP digested by Pst I and

Xbal, 3: Identification of pGCV2174 digested by Xbal and Not I .
3 EARHK pGCV634, pGFP 71 pGCV2174 BB L E LR
Fig.3 Enzyme-digestion profile of the recombinant plasmids

pGCV634 pGFP and pGCV2174
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M: DNA marker(DL2000), 1: Identification of pGCV634/GFP digested
by Sac 1 and Xbal .
4 EHRN pGCV634/GFP MIEFTIETELE R
Fig.4 Enzyme-digestion profile of pGCV634/GFP
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Not I 3URFIISGE
M: NDNA/EcoT14 marker, 1: Identification of pGCV634/GFP digested
by Sac I and Not |
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Fig.5 Enzyme-digestion profile of pGCV634/GFP/GCV2174
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1: JiikL pGCV634/GFP/GCV2174 A% 53k RNA,  2: JBi ki pGCV634/
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1: In vitro transcription of pGCV634/GFP/GCV2174, 2: Negative con-
trol of pGCV634/GFP/GCV2174.
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Fig.6 In vitro transcription of pGCV634/GFP/GCV2174

6 HRAFARFREFER
UL QR B AR 1d,  RREETTH
A ARt &, TR BT AF TR 43%,

7 GFP ERRZ=

R B AR 2x106 A4S, B TTTE S B ik
PAE]3E ELISA el g ¥4 YL J5 GFP JEIH ik, FEYL
JE5 1K GFP BYFRIA A= (A w=1.8), FXTH4 22 5%
HAG 242 L (P<0.01)(K 8), UG Btk [a] AY 4E K
MR FRE, 14 d 9O L5k,

W’

P I RS, el R AEY)
BALTOR R SF B, T2 LA T
BT, ALY T AR B AR AR (0
ZHA TS, R 2SR A N
SRR ARl A, BB R B, FNEIER TS A,
ANy re A AR S BRI 29 T 5156 st & 2= ko
X LA M 25 K A~ HE i R IROERE R, 2 AE 1 S
o BE I R IR IR A BT 268 HUFRE TR i& 42 . GLV
BT A TUUE RN A dsSRNA K5, LTk
PREFARIIAZIN . T, AT RE B RE R E, %
I UL T B SRS SR AT EE B i OBk . KR R
YU DR G FRIA, XPAipE K IC B E, B0
HUA AR A AR GLV JBRYLi 32, X Al fig 5%
U AR IR R AR G (A 2 R LR G GLV
J& , TE R B0 B 8 R B RNA Y 8 0R
BRI | AR GLV SUny BT iy, Rk
GLV #E:—F RNA SRR ARG HA W A,

Wang S5 T IR 4 FC BT 20 HUHE (WB #R) 4
K cDNA JEFE, #1457 GLV FI7G R BRI 1A



. 40

A A7 A o 5 2k dUg 2k 2007 4F 2 A5 25 445 1 ] Chin J Parasitol Parasit Dis Feb. 2007, Vol. 25, No.l

B7 SKEBRARAERRFRENBHRIE
Fig.7 GFP expressed in Giardia canis
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