BB 2, 2003, 34(6) , 597-599

Acta Veterinaria et Zootechnica Sinica

BECH B HGPRT £ & cDNA I R[ERE
£ E. coli RRYFRIA

X4, EAEAE

(@) CHE N S

PERIFFC AT, KA

130062)

O WSS B A S0, 25 O G HE L HOPRT JE PR B B 17 165 %1 B2 01— %1 5148, PCR 4™ 1 F [X
HEdt HGPRT 5P cDNA . (R4 AU B (I PCR 74, JF 3038 42 pGEM = T Easy b, 228 Y] PCR ¢
RT3 43 B, ARAF AL ) FOkL pGEM/HGPRT oS4 ) BTk pGEM/HGPRT 28 Neo | Fl Sal 1 W), [2]i H
()7 B HGPRT, LLAR & B 2036 A S50 4238 JTORE pBV 220 #4 #4215 Wi ki pBV/ HGPRT, # 46 K% #F  DHSa, 42 °C
s S A0k, B AT I T S R RORIUE I R G 43 BT, A HGPRT (141 hb 202 23 kD, Y5 BB HE S AN 7T, ik
b RE RS 19% , 28 [0)4% ELISA Ky, Sk = 4 it O G #l s B ot 7 i )

8297 fHCHE D HGPRT; vi i 6k
h[E S %S:5852.7 CHRARIRED: A

PP G AHE U — P A7 Y0 T 32 AR v R e, e
TIHEG P ARG YER PR AL S, H AT o 22
FIERAR L O PCHE AN G A Sk B UG BE, {HLfig
FIFE A A I A7 (R MEE Gy g VS Wy X% W 0 3 8 A%
PEH B B HGPRT) & 7 [CHE HL AN 42 5 1 DNA
PR T T L, JF7E AR AR R R b e 4 T A
FI, HGPRT % & 11 by Bt 4t 19 245 4 s sl B2
HGPRT 2504 28 HGPRT (130 i 77 v LA BH Wy
G AE H AN R AR A 1 DN A, AT I 21 B ¥4 £+ G 4
B H P AR S R CHE R HGPRT JEK
A% TR 9 B & e xF 514, 32 ] RT-PCR §”
WA T CHE B HGPRT JE[A DNA, 375 K
At B rh 2k, LU B FE 41 HGPRT, 4y O FCHE
TR TT RAALE &1 .

1 MRE5AZE

1.1 #H
L1 HUBR S Ak U BCHE dul ALK 2= Bk KT

I# DH5a ¥ g A S8 R A7

1.1.2 iR 5 a4 pBV220 A % {3 47; pGEM - T
Easy Vector JJj Promega 2w/ fifi; RT-PCR i 71
& BREIPE N DI EcoRT Sall Neol FKJEFF B4
DNA A 1 Klenow JyBHH TaKaRa /A7) .

L 1.3 518t 54 iR FCHE dL HGPRT

¥ B H#A: 2002-09-06
TEZ B A A4 (1973 ), B, WUNGEE BN, (et L, mhwf, LA
G325 A B T T AT .

X EHS: 0366- 6964(2003)06- 0597- 03

SEDR B R R A B — X s Y, ok T T R
Y6, 51910 5 4> B LR VI 15 Neo I Al Sal T,
TSP 54 BER 630 bp, 514 1 KE AW TREA
A .

P1:5 = CCATGGAACCAGCTTGCAAATACG- 3
P2: 5 - GTCGACTTACCGCTTGGCTTCTCCAG- 3
1.2 7%

1.2.1 P RHE U &2 05 5 4lidh: 2 STk T .
1.2.2 A G4HER HGPRT ZE[R ¢DNA 947 14 &
RNA [#2H RT- PCR 2 AR & it AT .
1.2.3 S ik pGEM/HGPRT [ #) 2 4 4 4
PCR )5 pGEM - T ARl ik TADNA & H:f %
JEE A0k pGEM/HGPRT, 16 Kl #F % DH5a,
PREUTORIEAT PCR JEEYI) %5 5 B e 510 5

1.2.4 Rk gk pBV/HGPRT M # &l 5 it hi
pGEM/HGPRT H Neol iV, KWaHF & DNA &
i 1 Klenow J B Sy #81-, £ H] Sall B, K4 A1
BENERE D HGPRT J B K 4544 pBV 220 H EcoRI
i), XA DNA 240 1 Klenow Jr BER i b
V-, 3R Sall B), [P H 8 K R Be, 55 HGPRT fr
BOEPZNFG IR JFORL pBV/ HGPRT

1.2.5 ZFRikJiki pBV/HGPRT (1) ¥4k J2 i S %
ik B IE IR pBV/HGPRT #:4k KT 1 DH5a,
2 PCR R V) %5 5, BRECRRAN W% H2 R 3 ml %
AMP (1) LB 857855 h, 30 'CH&3% 15 95 4 ODgoolk 0. 6
~ 0.8 Jik N 42 CiF g ik .

1.2.6 KIEFWI) SDS- PAGE Hiik: T 12% 1)



598 OB OB KB ¥ W 34 %

SDS- PAGE " #E 47 B UK 43 #r, FH F 28 41 41 4300 5
TR E CRIA N

1.2.7  ZRIE =)0 G B35 PE O 5€: H W] 2 ELISA
VDN 3k 1) 5 AP DA e R P 3 R 92 B N
2 R

2.1 {RICHESR HGPRT E [ cDNA BI{ 1845 R
FIFH RT - PCR £ AR 3K 45 {7 [CHE i HGPRT % X
cDNA, § #7791 1% BENRsEREIR ik B 1), A
el LU, 7ERRHESY T 5L 500 bp 1750 bp Z [H]
7 — K% 630 bp M5&at, St —5.

lx[.' 1 2

2 000

B 1 REPCR 3707 #09du ik sy B
1.DL2000 bRAE5H T it: 2.RUPCR ™8
Fig. 1 The result of RTPCR product
2.2 E4YAE FH pGEM/ HGPRT £ E & R
PCR /=¥ 5 T- 8 A& # 5, 3K A3 T 41 b ) JiOke
pGEM/HGPRT, £ PCR Wi 1) % 5 (1 2) K& 513
5, 75 5 5 9L 5 Sk i — B804

1 2 3 bp

1 000
750
500

B2 MW pGEM/HGPRT %52 85 #

1. Fi® pGEM/ HGPRT Neol/ Sal 1 WEYI; 2. Bl
pGEM/HGPRT & PCR #1558 : 3.DL2000 #MESr T It
Fig.2 The result of identification of recombinant
plasmid pGEM/HGPRT

2.3 FEFRIARA pBVHGPRT L EHER &
HRIEFR pBV/HGPRT £/ ] fil PCR %52 45 3
il 3 prow . A RIE TR pBV/HGPRT £ Sall
it 1) i Ho oy 7R ( 4. 2 kb) L JFURL pBV 220 £ Sall fif§
DG 4> 7( 3. 6 kb) K, 1 B 1% 5kL b 5 47 #h 6
FEA, PCR %55 g2 630 bp KA H B, #E—25
UFSE kL pBV/HGPRT 7 4 {1t G HE Ht HGPRT it
(Kl ¢cDNA .

1 2 3 4
bp

4 973
4 268

3

2000 3 350

1 000
2 207

3 R pBV/HGPRT RS 4k 3
1.DL2000 $rdEsr 8 2. LMK pBYV/ HGPRT PCR
BESE; 3. Y pBV/HGPRT Sal [ BI#5 % 4. K
B pBV220Sal | BHIZEE; 5.ADNA(EcoR 1+ Hand ()

Fig.3 The result of identification of recombinam
plasmid pBV/HGPRT

2.4 pBV/HGPRT fE E. coli PHIRIES5EE
kD I 2 35 4

31.0 (B

21.1 e

144‘

B4 AP H SOSPAGE sk 45 &
1 .Markers; 2.DHS5a«(pBYV/ HGPRT) #% % 4h: 3.DH5«
(pBV/HGPRT)i%& % 4h; 4.DHSa(pBV220)i% % Sh
Fig.4 The expression products of the plasmids pBV/
HGPRT in E.coli DHS a analysed by SDSpolyacrlamide
gel electrophoresis
pBV/HGPRT [{FH PEF L T 2215 3 RiEJ5, SDS-
PAGE HL¥K, 7 23 kD Ak 30 W] 2 14 S B 11 4%
(Kl 4) . R A5 R W] 0k B O e e v] o A



6 A P CAHE R HGPRT JER eDNA 105 B8 S L AE E. coli TP IL 599

BEAR 19% . S5 3k
2.5 ﬁﬁ?%m%ﬁiﬁ.ﬁ}muiﬁ% % ELISA 5 [1]  Ullman B, Carter D. Hypoxanthine- guanine phosphori-
;Hjm, Fe ik TE [ e Bl B EC A ol PHAYE I35 T R bosyltransferase as a therapeutic target in protozoal infec

tions| J] . Infect Agents Dis, 1995,4(1):29~ 40.
[2] Somoza] R, Skillman A G Jr, Munagala N R, Oshiro C

3 it R

D ECHE UL B G S R ) oK Sk R M, et al. Rational design of novel antimicrobials: blocking
SEAESNIIG — Bl i S e . I ARk, R E A K A purine salvage in a parasitic protozoan| J]. Biochemistry,
et 1L A BE T OB, TR S 1998, 215 37(16): 5344~ 5348.

R N RS e AT BGHE cRs R, Dl 3R [3] Amnn\j AM, [\'T unagala N f], Ortiz ]:)1-. Ml)l'ltl'.l}al'l(jr P R, (?II
FZ % ENEEEANME | T FCHE 2 ;] ‘Ra‘u :(mal ll(?ﬁl?ﬂ of S(I?ll'.(lll\-'(? ﬁuh|7m I('mmnlafr |nh|hltn||‘s‘(>l

o P e [ A - g . . . ritrichomonas loetus hypoxanthine— guanine— xanthine
5 fl?LmﬁRm%EﬁTfo nljgdﬁﬁ—}”’ i it phosphoribosyltransferase[ J| . Biochemistry, 2000, 25; 39
?A;} [‘F[ﬂ )LJIEIII)%UQIF?‘[' 6~ 8] N (16) : 4684~ 4691.

PICHE R ST & AR 00 AR VEW Y (4 x4, TR R, %, OYCHE B HGPRT JEA i
AR U 47 ) S5 10 22 5, 1 5 S T 04 1 R RT— PCR 41 15 50 F [ J]. b [ 94 I 41, 2000, 20
AR L, O ECHE R RSk A SENS BF, 24208 (3): 254~ 256.

- e o . L L FCHE D). 9B k227 4, 1987, 7(4) : 376~ 381.
PHECHE R AN R IR 12 4 DNA (1 B2 T 1Ly, & 7 . . S
[6] Barry J D, McCulloch R. Antigenic variation in try

HERU A AR R b R AR, R S P panosomes: enhanced phenotypic variation in a eukaryotic
i1} \*U’”‘E’.Eﬁl‘ﬂfﬂ ‘.‘U‘] %?’Tﬂﬂﬂiﬂl"] Fl‘l'ft LFJH?)(,' % ,HG- parasite] J]. Adv Parasitol, 2001, 49: 1~ 70.

PRT O AE b BIF 97 % v 80 B9 B ekt 24 1) B AR & [7] ReiS A. Trypanosoma evansi control and containment in
HGPRT 2254k HGPRT (1300830 vy LB Kt Australasial J] . Trends Parasitol, 2002, 18(5):219~ 224.

PG 4 e A U8 4 12 A R DNA. M i ik %] 55 38 H [ 8] ]?uyuh [‘E. Kaminsky R, Schmid C, Mulikl K H. Drug re-
2. RGeS I Bk T B CHE e e o028, S0 e g e e
HGPRT JEK cDNA, LM WO RHE I o) Huane 1 Y. Ul '

Hwang H Y, Ullman B. Genetic analysis of purine

J.[U{JH~F91" EH?J]J B Alti_*ﬁé'”. HGPRT G’Ji}t?«%ﬁ& H—ﬁm metabolism in Leishmania donovani| J|. ] Biol Chem,
HGPRT A S 57 8550 1 S . 1997, 1:272(31) : 19488~ 19496.

Cloning and Expression of HGPRT ¢DNA of Trypanosoma evansi

LIU Quan, WANG Xiang sheng
( The Military Veterinary Institute, Quartermaster University of PLA, Changchun 130062, China)

Abstract: A pair of PCR primer was designed referring to the HGPRT gene of Trypanosoma evansi and PCR
was proceeded to get the HGPRT gene of T. evansi. The result that there was a bright band between 500bp
and 750bp of DL 2000 M arker conformed to theoretical value. The PCR product was regained by the low melting
point agarose and cloned into pGEM-T Easy vector. T he plasmid, pGEM/HGPRT was constructed by inserting
the HGPRT ¢DNA into pGEM-T Easy vector. By analysis of restriction endonucleases, PCR and nucleotide se-
quencing, the plasmid contained HGPRT ¢DNA. The target gene was recovered from the recombinant of pGEM/
HGPRT and subcloned into expression vector pBV 220, resulting in recombinant pBV/HGPRT, and transformed
E. coli DH5a. It was verified that the HGPRT ¢DNA have integrated in the proper position and correct orienta
tion with the methods of restriction endonucleases digestion and PCR. The host cells, containing pBV/HGPRT
were induced by 42 C for 4h. Analysed by SDS-PAGE, the target protein was shown to be about 23kD, similar to
the putative MW, SDS-PAGE intense scanning showed that the target protein accounted for 19% of the total
amount of the bacterial protein, and could be recognized by the T. evansi positive serum by indirect ELISA.
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