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R B AFESFSIEMPSEHEHR, RREESA DNA. AFRRHTIIPURESEERR
Ry ABR MR R RN (PP )& H, 3 B pGEM-TEasyVector. ARG &R EA R
BHF PP ABRR/ DR 7950 BE THMMRBEENEERBERY. ZEFXLAXT,
[ E A E R B BRI 5 2R,

XRiT SHEBEE, PP, DNA B, 55517

ST S852.65

RERFFORTH 997 FEN RERENE P LER TR ENRAE —
B S Prusiner A EHAZHE TENER. MMBFERE—AFENEQRERT. B2
SIEAMBDY T B SRR, RS EERRER XY, EEETRIEMH KR
BEO PP)RHWIAIYEFROEK L REAREN. HESRAOHERITE, #48 PP K
— S BEEEAALITE, SIER MR NELT SBEERI PP B4 & w07,
B R =gEMAENT FARENRKN LN XREFFERESGTHE. REETE
Wbk E, ¥REERA, MHEAFERBERNIREY. STRRHEF BN %
MR BENEHEDE AR ERRREREERNY A SRR HTHRATR, £
RE—RiRE,

1 HHAF ik
1.1 ##

A B A A 08 8 B X PR (100ml B P& 0.48g FRIRER, 1.32g #7
BEEW. 147 BEEWEEAS b, EN S &R N e,
1.2 &M

Taq DNA ¥ A4 8. T4 DNAERB L ZBRHEATIEER 8 Promega 24 7], X ERAN
B s e,

v BERE
EWHEA: 1998-07-14
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1.3 SI¥AN&itF& A
HECHENFMAEEAFFA RS, HAMNEERMG S B3 HEA
Kpnl 1 EcoRI {i .

5 M5 5 GACTGGTACCATATGGTGAAAAGCCACATAGGC-3

Kpnl
375518 5 GGCCGAATTCGAAGATAATGAAAACAGGAAG-3’

EcoRI
G ER 2 B A WP BT Beckman Oligo 1000 %! DNA & 84X & KK
14 HiE
141 45 DNA R EC BB &E 0 & 0 20ml, M E.C5r BmAnM, RERKE L
1:2.5 WA & % o ¥ (10mmol / L Tris » HCl, 10mmol / L NaCl, Smmol / L MgCl,,
pH7S)E B, &G, RELKR HEREPLOA K. B TE £k (10mmol / L
Tris « HCI, 1mmol / L EDTA, pHR.0) BB MMM AE L8 E(KKE X 50~ T0ug / ml)
H SDS (ZWK K 0.5%) . BRI /5 SOCH-IE 3~5h, EH ARG AWK, BHP4C, In A%
HEBMENR, BRASEBEENMEPK. WA 2 BAREKZEIIE DNA, BLSE,
M 70% L BEgEHiE 3~5S K., EE#T, THKER.
142 REMEBEAXEYHEMATEEE. Biugl S DNAE SR, REEKR Y
100pul. PCR #Z Fz &t 4. 8 —#,94°C 3min; % = #, 94C Imin, 55°C Imin, 72°C 1.5min
F#HFT 5 MBI B =25, 94C 0.5min, 60C 0.5min, 72°C 1.5min IEH 1T 30 MEF; FEO A,
72T 15min. fE Perkin—Elmer 480 % DNA ¥ L#17. HRFHEADBNLARES
Rt B BE B2 L 3k 48 W RCR =4
143  FAuwedEA EF5 5 Fr: BEGEF Promega 2 7 04 7] & 846 E4H &9 B8 DNA,
LR LI 373A DNA H 35047 (0 b 347 DNA B33 E4R 10 R 51417
144 DNA #4E. Funr 25, B #2E N IR R§ L) 50 87, DNA S8 E coli ¥k, B ERE
R B L Tk % 2 MSCAR (1213897, DNA A BTA9 4 BSF5) g 3R A Clontech 4} 79 DNA 4
L&,

2 ARt
2.1 PESRFBEER PCR i1y

RBEREMF R ERNFY, @I HSR T3, T HE#RN, 5B S8 H
3% 5] A Kpnl 1 57 EcoRI 8. RATRAMAL PCRY #, 8 KBEF AR 55C,
5 MERG, RHOCTERSEHMT WM., A bp EAT MY - FBEENE
W), SHRERFARY, &8 Pst 145 Neo T4 M Kpn 147 4, £ 3 PCR =438
TEUEL. A EE IR EERE (E 1),
22 R EEENTERESYTSH

¥ PCRY M= LMY % E /5, B Promega 2 5] # pGEM-T Easy Vector 3, 3
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L E. coli DHSe, & 2 F PR %, Sk B PEHRBURAL. RARKBEAIRHLEE. 5F
RE 2, XACKBFRBER .

a b ¢ d € f bp

3530

2027

1375
947
831
622

5217

404
309

238
190

H1 FhmeEES PCREMEBIEE
Fig.1 Restriction analysis of PCR products of Chinese bovine prion protein gene
aNcol; bKpnl c.Pst; d.PCR products; e Marker:pBR322/ Mspl; f Marker: ADNA / EcoRI + Hind L

bp a b c d e f

3530
2027

1375

947
831
622

527

M2 S4PmiEEnEaRENERYSH
Fig.2 Restriction analysis of recombinant plasmid which contained Chinese bovine prion protein gene
a. Marker: pBR322/ Mspl; b.Marker: ADNA/EcoRI + HindIIl; c.Pst; d.Kpnl; e.EcoRI; f BamHI
23 FRABEEMFISH
¥ A oF T A% 28 25 A [0 SR, T LR SR BUBTRL, 7E 373A DNA A 34 (L4775
S, S5 R WA 3.
RASHEREZREBTIPESMREERNMNTRE. KRS ThWENTE
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I ATGGTGAAAAGCCACATAGGCAGTTGGATCCTGGTTCTCTTTGTGGCCAT
M v K 8 K I ¢6 S w I L v L F ¥V A M
GTGGAGTGACGTGGGCCTCTGCAAGAAGCGACCAAAACCTGGAGGAGGAT
¥ 8§ b v 6 L ¢ X K R P K P G G €6 ¥
101 GGAACACTGGGGGGAGCCGATACCCAGGACAGGGCAGTCCTCGAGGCAAC
¥ T 6 6 § R Y P ¢ QQ 6 S P G ¢ N
CGTTATCCACCTCAGGGAGGGGCTGGCTGEGGTCAGCCCCATGCAGGTGE
R Y P P & G 6 G G ¥ G Q P H G ¢ G
201 CTGGGGCCAGCCTCATGGAGGTGECTGGGECCAGCCTCATGGAGGTGGCT
¥ ¢6 ¢ P H 6 ¢ 6 ¥ 6 Q P H ¢ G ¢ W
GGGGTCAGCCCCATGGTGGTGGCTGGGGACAGCCACATGGTGETGGAGGC
¢ ¢ P H G 6 G ¥ 6 ¢ P H G G ¢ ¢
301 TGGGGTCAAGGTGGTACCCACGGTCAATGGAACAAACCCAGTAAGCCAAA
¥ ¢6 ¢ 6 ¢ T H 6 ¢ W N K P S8 K P K
AACCAACATGAAGCATGTGGCAGGAGCTGCTGCAGCTGGAGCAGTGGTAG
T N M K #H V 4 6 A A A A 6 A ¥V VvV ¢
401 GGGGCCTTGGTGGCTACATGCTGGGAAGTGCCATGAGCAGGCCTCTTATA
¢ L 6 6 Y M L G S A M S8 R P L 1
CATTTTGGCAGTGACTATGAGGACCGTTACTATCGTGAAAACATGCACCE
B F 6 5 D Y E D R Y Y R E N M H R
501 TTACCCCAACCAAGTOGTACTACAGGCCAGTGGATCAGTATAGTAACCAGA
Y P N Q V Y Y R P V D Q Y S N ¢ N
ACAACTTTGTGCATGACTGTGTCAACATCACAGTCAAGGAACACACAGTC
N F ¥V # D C V¥V N I T V K E H T V¥
601 ACCACCACCACCAAGGGGGAGAACTTCACCGAAACTGACATCAAGATGAT
T T T T K G E N F T E T D I K M M
GGAGCGAGTGGTGGCAGCAAATGTGCATTACCCAGTACCAGAGAGAATCCC
E R ¥ ¥V E Q¢ M €C I T Q@ Y Q R E S ¢
701 AGGCTTATTACCAACGAGGGGCAAGTGTGATCCTCTTICTCTTCCCCTCCT
A Y Y @ R 6 A S Y I L F S S P P
GTGATCCTCCTCATCTCTTTCCTCATTTTTCTCATAGTAGGATAG
v I L L I 8 F L I F L I V ¢ =

B3 TEARNEEESRETRFANRSHEERES
Fig.3 Chinese bovine prion protein DNA and predicied amino acid sequence
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CLONING AND SEQUENCING OF THE CHINESE
BOVINE PRION PROTEIN (PrP®) GENE

Wang Dawei Wang Xue Han Shengcheng  Tian Bo'
(Institute of Microbiology Chinese Acadery of Sciences, Beijing 100080)

Rao Zihe
(Laboratory of Structural Biology, Tsinghua University, Beijing 100084)

Abstract The total DNA was isolated from lymphocyte of peripheral blood of
Chinese cattle. The PrP® gene was amplified by polymerase chain reaction, using two
primers. It was then cloned into pGEM-T Easy Vector. The result of DNA
sequencing was indicated that the 795bp amplified fragment contains the entire PrP°
coding sequence, which has no intron and is same as the published gene sequence.
Key words Bovine prion protein gene, PrP¢, DNA cloning, Sequence analysis
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