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P16"cDNA W5 IE & B 543 4R

FKE N OB* B4R
(B_EEXREWHFE, KESFREFFRERE LB 200433)
(EEA¥BREXTR L& 200433)°

P16™* & CDK(Cyelin Dependent Kinase) M & S F P — R, EAMAE R E# S CDK4 #1
CDK6 £54, W # Cyclin D1/CDK4 1 Cyclin D1/CDK6 ZhEE, 2 5B AR 61 #1E s skt
1994 4, Kamb #il Nobori ¥ % M EZHM ARk, Pl6™* BEEFERE, #—SMHARENS
RS, Lme R SR A LT R RS RN RS RS
P67 LB A A7) i H ¥ BB 5 KR B o i B (5 77 7E P & 287 ( Germline mutation)(®], 0
FEESEARMNERE R, KMRTTRAS A PL6™ 5 H %k 84k 00 M % 0 By ), 3¢
A1 Ras 5142 (0 A RIS A AN 55 401100 3248 i PR6™ B 38 % T ## Cyclin D/CDK H T8I 121, X
W RAREY PIO S EH TR G L ERBEGWREE. S THRAZERNDE, U REER
RESHEEE EREAKEER, RIITET P16 HEAY (DNA HRET5.

I #HEF &

1.1 LB AR

RNA 2B, X — gal #1 IPTG % Sigma 2 7 7 &h; Taqg R PCR ¥ W & X PE AT MR
HIREF1 DNA 3854 711§ B Bochringer Mannheim 48] il BioLabs 2> & ; DNA 2 T B IR HE N E XL A
PG FEE « PPAATP W E A = HE A AL FTE M13mpi8 # Mi3mpl9, 78 B XL1-blue B X Eif
#. PCR L34 5 GGGAATTCATGGAGCOGGCGGCGGGGA 3 # F #7314 5’ GGGGATCCGGCOCT-
GTAGGACCTTCGG 3" & B rak[1]1M[9]8it.

PE2400 PCR {3 {¥, PE 2 81 7= & :373A %35 B 3 DNA FFIS 47 {X, ABI A 77 8.

1.2 H&

HEE RNARRES RS H BB —HE0, DNA £ —# 58 8 % Gibeo BRL 4 & Super-
Seript™iA M LB AR KT, PCRY M FREN AEFLRMEYS B XM [14)#57. DNAFF)
A7 B G AR E: R UBI A 7] Sequenase Ver 2.0 IXH &, 3 F R ABl A7 &, FH PCR ¥
T,

2 HRAitik

2.1 Hela #8853 RNA BYIRER

PI6"™EE AR FHRHAELERGTLRN, £ MM, L% R AR PIE™HEE
By Rk K TR, BT Hela MR P16° B PT F % K F-50 87, R AT Hela H7H 20 JFUB N il 42 30
RNA, HIKZGEW L 285 F1 18S AU i o &8, “HEHES N 201, BHIMMEFRE Ayl Ape > 1.8,
Agea/ Mgz >2.0. RIIBIIEM E RNARHREM, i HAER SR FHERX,

T 1996 EICH 24 |VlCH|.
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106 8 & I B ¥ # 13 %

2.2 DNAB—EE R E PL6™ cDNA B3¥ W
Ll Oligod(T)18 H 3|1 K F &MY DNA B —&% PCR §#78F) 556bp } B, % DNA H B R

SAFA Sma | {15, i Sma I Y] PCR 5 K B 5 18 Bl 72.195.289bp K BB, 1580 #7178 B9 556bp
KB P16 DNA,

PI6"™™DNA FF G+ CEREN, A XV HH sS40 bp WEHN, G+ CHFR I ITSWE, & 69.4%.

AEAERSFEPCRY D, WEE SE&RHER, TRPEFESIHMEL. ENER. RHEBER
Mg B, AR TR .
2.3 Pl6™ cDNA IR

P16 cDNA £ BamH [ #l EcoR | MBS T M13 84, #{E KB E XL1-blue. B
% J8 PCR #)0%, FA#: =B B BamH I #1 EcoR I ARSI 452, T ¥ 556 bp 1 B, A% P16™cDNA B
WEE T & ik M13.

2.4 P16™4cDNA BOHkTFEQ NI 3 2

P16™DNA STEETF M13mpl8 #l M13mpl9 ik, M F TAEA I 5" 80 3" 9 45, HFIRI M E
FREURIERBEFT, AT PIE“DNAME G+CER, EB S G+ CERBER_RARERT
RWE, B A ATP HFIDL BT PCR MFE Y, S XN FEHER S MA | Hi 78 DNA FF.

ATG GAG CCG GOG GOG GGG AGC AGC ATG GAG OCT TOG GCT GAC TGG CTG GCC ACG
MET Glu Pro Ala Als Gly Ser Ser Met Glu Pro Ser Ala Asp Trp Leu Ala Thr
GOC GOG GLC OGG GGT (GG GTA GAG GAG GTG GG GOG CTG CTG GAG GOG GGG GOG
Ala Ala Ala Arg Gly Arg Val Glu Glu Val Arg Ala Leu Leu Glu Ala Gly Ala
CTG OCC AAC GCA QOG AAT AGT TAC GGT QGG AGG QOG ATC CAG GTC ATG ATG ATG
Ley Pro Asn Ala Pro Asn Ser Tyr Gly Arg Arg Pro [le GIn Val Met Met Met
GGC AGC GOC COGA GTG GOG GAG CTG CIG CTG CTC CAC GGC GOG GAG OCC AAC TGC
Gly Set Ala Arg Val Ala Glu Leu Leu leu leu His Gly Ala Glu Pro Asn Cys
GOC GAC CCC GOC ACT CTC ACC OGA 00T GTH CAC GAC GCT GOC CGG GAG GGC TTC
Ala Asp Pro Ala Thr Leu Thr Arg Pro Val His Asp Ala Ala Arg Glu Gly Phe
CTG GAC ACG CTG GTG GTG CIG CAC 06G GOC GGG GOG OGG CTG GAC GTG CGC GAT
Leu Asp Thr Leu Val Val Leu His Arg Ala Gly Ala Arg Leu Asp Val Arg Asp
GCC TGG GGC CCT CTG OOC GTG GAC CTG GCT GAG GAG CTG GGC CAT O5C GAT GIC
Ala Trp Gly Arg Leu Pro Val Asp Leu Ala Glu Glu Leu Gly His Arg Asp Val
GCA CGG TAC CTG CGC GCG GCT GOG GGG GGC ACC AGA GGC AGT AAC CAT GCC QGC
Ala Arg Tyr Leu Arg Ala Ala Ala Gly Gly Thr Arg Gly Ser Asn His Ala Arg
ATA GAT GOC GOG GAA GGT OOC TCA GAC ATC QOC GAT TGA AAG AAC CAG AGA GGC
Ile Asp Ala Ala Glu Gly Pro Ser Asp Ile Pro Asp —

TCT GAG AAA OCT OGG GAA ACT TAG ATC ATC AGT CAC OGA AGG TOC TAC AGG GOC

F1 M09 Hela S1HE P16 DNA 7| RIS M B B MAF
#DNA JEFEE T P16™cDNA 2367 471 bp HRBFEFIR B 3% 69 bp EH\BFH. 5 Serrano
LB EMFEFILE, S RE 24 bp RIS M EEBM KR, BT EBTHGCH AR GIGC. 5R
SEFEITEFIAERD), BB IIERET P16" cDNA (£ & EIFT], AR EDERE T &5,
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Molecular Cloning and Sequencing of P16™“‘cDNA from Hela Cell

Huang Changhui Deng Wei Fu Jiliang
(Department of Biology, Second Military Medical University, Shanghai , 200433)
{ Institute of Genetics, Fudan University, Shanghai 200433)"

Abstract The P16“* gene has many features of a tumor suppressor gene. To examine its function,
P16":DNA was amplified from the total RNA of Hela cell by reverse transcription PCR with the
use of the primers 5° GGGAATTCATGGAGCCGGCGGCGGGGA 3 and 5" GGGGATCUGGCC-
CTGTAGGACCTTCGG 3'. The PCR product including 471 bp open reading frame and 3° 69 bp
non-coding rogion was cloned into MI3mpl8 and M13mpl9 vector and verified by single-stranded
DNA sequencing. The scquence is indentical to the published sequence, that means P16 ™ cDNA had
been cloned.
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