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A PCR REFARE L EFREEOBER
EE *ﬁﬁ‘zf{]( ER-Es

(EMEEXREALSHE, BE 710032)

. K373

fEEEHHERT R FPCRERM S HHIV-1 Pry mHIV-1Pr3, 5 Al#H
SR TEAMNRE R EREREEFEFEcoRI, HindTIMTAAF 5, FHIV- Pr
FEpE R EEMEE. FHIV-1 PrimHIV-1 Pr2{E318y, REPCRY BHIHIVARXR
SEDNAqi- M T —1360bp WDNAK-Z, Ff EcoRl fn Hindw R TEEM
S ApUC19F i, MEEEFAGEAMIInpIsdiTDNAE w4, HRER, E£ B F
FiRyEAEs 2Ly, MWAHIV-1 PriEFEeodk i RS s Brar 20E T Al

*EBA: %)&.Eﬁﬂﬁﬁﬁﬁi g%ﬁﬁ}iﬁ ZEWE EH=EE i \ﬁé \ E’LE
EEE R ST Acqui';e immunodeficiency syndrome, AID3S 3y FEH A

F G pEpi# (Human immunodefiency virws, HIV) Fj000 ZmERE LN,
HmRNA EB#d] 3 54 R BEE B EPr55gag-pol, Prl60geg /1 gpl60, H HRIm%
HEARE IV XARLDHSERESE ( Protease, Pr) WEHAT, & FFEBHIVEH

Fratgigy 4 A L EARA 4 fEet, MR HIV PrifRd, SR PREEERE,
HIV MRgRIER R BB, HESEREMHACY, FEmE HIV Prig 24, B
BEABRORWERD HIV 5 F AW 2R SRR X —# 8, RAMER # #
B X -3, B HIV Pr g B ERLEE, MZRAMHIV ER + #F&E

BB LA SR A, MR BIA PCR REBAREST MIF 30 HIV-1 Pr L1,

T SRS

—. wH

1, BENEMFpUCIOF R 2686bp. SF —54bp MERENSEYL, P2 BFRER
AN, RESSE (Aup) fiff, MI3mpI3BE&DNA; 7250bp, SH/ — 1 54bpHIZ HHEM
HEd, PR THEERBALTE, IMI034#: A (lae pro), thi, strA, supE, endA,
sbcB, hsdR—-, F ( tra D34, FrDAB, Jacl 8§, ZAMIS) o

2. {¥% PCRAxEMN: BXBUMATFAR-ENEEA¥HT™H, DNA FF4#FH):
%E LKB 251 &

AIrTFiee24e11 A9 B de FitE 1093 £1 5 A M,
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3., #EW X-gal(5-R-E-35%-B-D-FREHFH): SR T__FEERE, IPTC ( RHER-
DR EAMSERF ) 100mmol/L ki, EXEWMIR/LFLEF. Sequenase DNA Sequencing
kit; REIUBSAFr, a-32P-dATP, REH#O. EETEGRR. EREHIE & 5 R Tag
DNARS®E: HEEXRE>E,

=. A%

1, EEFEsIMSRMmaAasft REHITM/BREEAB Applied Biosystemrw] DNA S Ak
#3814 B FAEk, ALG AT F R TTH BB 8 B i B gk 47 #ik,

2. PCRER FREEIEHIV-1 g2g B X FirpolZE 1 pIG423 4 DNAUYT, EFH5Hp
HIV-1 PrifnHIV-{ Pr &25pmol, PCR &3 4&#%: 72°C, 605, 92°C, 308, 55°C, 308, 3if
fi30—35PIE 3, JIRETZCE HSmin,

1, mhEsgt, B, 2EREtaRBIR!Y),

4, DNAFm4 g REREUBSLHE Sequenase DNA FF 3|45 3738 £ Frid L0 2 B0,
FSangerzy IR &k, BWUBSLA G BREMERERFRIT.

% R

—, HIV-1 Pr B[Eggsp 14

A ik it PCR 5|4, HIV-1 Pr1 g HIV-1 Pr2 550722 ¥ 50 24 3%, HE
@Sl HIV-1 Prl UEH 7 ABE SHEMR DNA 05, HRAEA —- EcoRI iR BIFF
. GAATTC, pIEF M B EEMEE, RS HIV-1 P2 i F EFHFH A
Feokfr i, Bl —-> Hind M R8I FAGCTT fn — 428 1R 18 TTA, LIPIG423 5 hr i
¥, £33304PCR @3, F3—/Kk/NA360bp fDNA FFE (ERE 1),

=, HIV-1 Pr £ H ¥ A pUC1Y

HIV-1 Pr £ H& R PCR R8Ty M5 54 (kg pUC19 [Fikr DNA H{EcoRI
Hind IT 3% 8§tY, 14~ 16°CiERE12hr, i IM103 35 = &, BAKEMHAEE, BE
PEEL s NHOE T TIHE, RUWA 3T EMFN DNA LS EPUCIO 3 3718, BB
ERARBHTHBEE, R T HREBETT -~ RKNSFEAFER -BWDNAF R
(360bp) (ERRLY 2 ), ¥BilsZEAMM f JAT HIV Pr X8, HibEHARN
f7 &9 pUPR-1 fn pUPR-2

=, HIV-1 Pr 3 T EA M13mpls

M PUPR-1 i EcoR I fp Hind T gty T HIV-1 Pr 2R, S5HBERANTELE
A M13mpl18 g EFE 4 IM103, SR WA-EH M13mp18 (ARI 3D,

PO, HIV-1 Pr BHFF 417

REE L M13mpls # 5 DNA 45 DNA SR E 4 RER, S FRER LM
BERE T LA HIV-1 Pr A 4 g9 207bp, MEERM T 57 F13/ 45/ B FH
MEEEATD (ERF 4 ). ATES pUPRI thagscif A § PCRY 39 gy HIV-
Pr %@,
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MEFEELREMERNTHARER - EORSEBNZEE AR TEERNE
ik, A LIME mRNA Ly HIV-1 Pr, Rl 5 @8R mRNA W3k M 1 &
HILEARTRE, SRS REESEEHRAR, HizBREEEBER, #H XK, BX
RAE, FFEl, ESEAFRERERNRAHIV-I PriWERHBELFER, BILFEE
BREFRESEHER, —BBEATHEREEBREESE, REFYHEESRE, XRRH
THIV-1Pr § 3 g,

PCR i WB R, HAZMAAR -ERANFHR A, BRAETLER, K
M HBEENERLICK, EEENEBEETUMAMNMESREEER, RNEERN
HIV-1 Pr &R, ®FA PCR BRAFREMSUEERX -5, RTIER5 M5 5%
EIRBERMFTIRELFR, B2~ 3RKARBBENERREHREAYENR
, SERERRIIER, FIA PCR ZW R LEERMIEN S,

Taq DNA SS90 DNA S B AlR g, Bl A POR SoRsipr HIV-1
Prrg@ 4K A360bp, AIFSEREVFAREIER, REERE. RBTRMEMNT
BREENEAR, HROT EMMEE, ATRSTIHHERE.
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Mutagenesis and Cloning of HIV-1 Protease Gene by

Polymerase Chain Reaction
Yan Xisojun Su Chengzhi Ji Changhua

( Department of Biochemistry, The Fourth Military Medical

University, Xi'an TLH032Z)

In the present work, the primers HIV-1 Prl and HIV-1 Pr2 were syn-
thesized in which the EcoRI and Hind III recognition sites as well as the
termination codons were designed for cenvenience of suhsequent e¢loning and
expression, Micrograms of target gene sequence was produced by 30 rounds
of amplification with pJG423 as a template, The amplified gene was diges-
ted with both EcoRI and Hind III and ligated to pUC19 predigested with the
same restriction €ndonucleases, The recomhinant plasmid pUPR1 ad pUPR2
were identified and the cloned HIV-1 Pr gene was reinsérted into phage M13
mpl8 for sequence analysis, It was revealed that the sequence of the clomned
HIV-1 Pr gene was indentified to its template, and the site mutations at
both the 57 and 3’ ends were also successful,
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