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JERIfIF PCR-BHMR S S MER ALY
@I F0R A

.

TER ZARK RWE

(PLlIERKEMBEIFRET, I M 510060)

WE PCR-EHEMRETEHEBA (SSCP) [IHLAR, RAFRERREWTH. HHRES FHEZE
HRS, TENBFEER. WHEERRTHHR. ¥ PCR-SSCP kAR EHFIC PCR =¥, #/F
WRBXSERE, EREMBALAEHHER. XERYL T —FIER LK PCR-SSCP Hi AR . # i A3
FRPCR B HE, ¥ EPAGE v l, 2BV HRE. AXMAE, LR T M bk 5% W5 40K bk
CNE1, CNE2, HK1 # SUNE1 d b £ H p53 £HEE L. iFL CNE1, CNE2 7F exon 8, HK1 %
exon 5 HRA, HEMPFHRIG MM SUNEL 7F exon 8 H34F,

XWis A PCR, REMR LS, BRREE, ps3, REME

1989 4E Orita™ “f H BN R B EHEH
A, HEERE. Mg DNA ¥ 5, B4 DNA
B FHABERNEHTE; $HE>THEE
MMM, BFEARE. BREMEA
WX WAES THREWE, EETHERRA
B B vk (PAGE) B 3|2 kT B R/
K. WHH PCR-BEHMREEZTHERA (SS-
CP) &#%: PCR (FE{EEASIRILSIH) —
YA —IEF ¥ PAGE GRIFMR) — st A
B XMFEFMTERE: TABRMLE, &
G R G E; BEER; FRANFRSBIK,
AHFHMEBEE I, EERBEEPERR
B, WEH B B % EEEIHFAREERHINES
B, XRMHTWEDNA RiEFELEH, o
YR ds DNA AIRES IR YR EZ TH. £
¥ PCR (a PCR) J"Z Fl F¥ W 5148 DNA®/,
AXF AR PCR MBREY TERMLE
A3 #r PCR-SSCP (a PCR-SSCP), ®AR T8
1 PCR-SSCP ) 5f&.

BB H 2 A p53 B4 FHRE AR
H, EXFHMHBPIELp3 EERTEHNF

™. E A RE 5 % 40 B Bk CNE1, CNE2
1 HK1 # A p53 % E 24", H+ CNE1,
CNE2 7E exon8, HK1 7E exon5. BiEZA L
FEIN T — B89 R W 4 M Bk SUNEL. &
3CF A HE [F 7 B A X3 ¥k PCR-SSCP B3 T KA
Eamfask S ps3 BERAE, L ZITERIR
EHEETMENILA.

1 ®MERAE

1.1 XBHY

& R % 4 B ¥k CNE1, CNE2, HKI1,
SUNE1 F1— 1 1F ¥ % 5 5% 4 4.

1.2 PCR 3%

Ay 591 p53 HEEEE 5, 6, 7, 8SLBT,
XA BT E p53 EEMERT KR
HEM RESRRFINEEIPE, mE 1
%

*CMBHMIEZFH AN EESWH.
W H BA. 1993-12-02, $£[E HH#E: 1994-03-22
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E1 pSITIEFSIHHTHAER

v 5l IR bp)
exons Pl GGA ATT cCcT CTT CCT GCA GTA C 224
P2 AGG GCC CCA GCT GCT CAC CAT C
exonf P3 CAC TGA TTG CTC TTA GGT 143
P4 AGT TGC AAA CCA GAC CTC
exon7 P5 GGA ATT CTC CTA GGT TGG CTC T 142
P6 ACT TAA GTG GCT cCT GAC CTG G
exon§ P7 GGA ATT CCT GAG TAG TGG TAA 158
P3 GTC GAC CTC GCT TAG TGC TCC

1.3 PCR #MIRX¥k PCR (a PCR)

1.3.1 PCR y#&IREF 50pl RNEPEF
50mmol/L. Tris HClI, pH 9.0 (25C),

50mmol /L. KCl, 7mmol/L. MgCl,, 0. 2mmol/
L dNTPs, 0.2mg/ml BSA, 16mmol/L
(NH,),S0,, 5| % % 100umol/L. Super Taq
1. 5 §.{f (HT Biotechnology) 94 C 1min, 55 C
Ilmin, 72°C 1.5min. 33t 35 G, BT
72 C, 10min.

1.3.2 a PCR % PCR /™=#) PAGE # ik
5. Y1 F Smg 9)H . {FR8 A3 FR PCR JRY).
BE R RRMAES IR AA B PCR B2 W HE
45ul (GICEEH 100 ¢ 1. HERSE -X
PCR), 37C/KM IR 2h. I Taq B85 FF 8507
B, REFER, EHERKG, 94CEH
Smin, A K.

1.3.3 REHNE 2SS HEERE
% (ldem > 14em X 2mm), JEEH OU B S
BERCBERL, & 5 th. 15p0 A3 #F PCR ™4
HEKEBRY LHEEWRIES L, 50mA %
vk 5h, LU HIH.
1.3.4 TR 2 WE Bt A I
/v i) Silver Stain Kit, AG-25.

2 #® R

FEATHE5E T DY Bk B 0 8 4 Bk CNEL,
CNE2, HK1, SUNE1 Hl— | IE & 8 " §# 4 41
i p53 BRI RE, FEHSTES, 6.7, 84

YK H Sigma

B HEAE 98 % A LAY pS3 B T L L TE
XA g b

M1 2 p53 EESE 8B TFHY a PCR-SS-
CP 4+ #r. AR} FF PCR & 7™ 2 [7] B} 77 16 ALk
DNA M ¥ DNA., AU DNA 4 T 55712
b MR DLIE N 8O 4 81 F HKL A 3T B,
CNE1, CNE2, SUNE1 # 4 iF £ ¥ {7 i) ¥ 5%
{77, %8 CNE1, CNE2, SUNE1 7% 8
ShBTRIZEAE. b, CNEL, CNE2 a8 /7
8B FHYRERIMEF LR AR F5
SR IETE# T 2 .

1 2 3 4 5 6
286bp
267bp
i‘i‘gbp
142bp
BE1 pS3IE8IEFH a PCR-SSCP 4337

1 A5 FHRdE, 2, 3, 4, 5, 6 HOK HIEHR B4

41, CNE1, CNE2, SUNE] #1 HK1. [ wd,

Ws, ms 43 B 2 W& DNA, 4 R 5 DNA 1

RAERIHEE DNA. F|REZH P7: P8=
100 ¢ 1.

Pl 2 & p53 5 5 48 f# a PCR-SSCP 4
Fr. EH B4 4, CNE1, CNE2, SUNE] #
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SR AR, HK1 A8 5 408 7o
15,

492bp

365bp

246bp

123bp

B2 pS3EERSINEF a PCR-SSCP 447

115 FHR8E, 2, 3, 4. 5, B HIEXK REA

41, CNE1, HK1 f1 SUNEL. 3|92
P2: P1=100"1 1.

94 AR bR R R AR 6. 7 bR
FOBTTT 0, BERERE (R 2.

%2 ABEEHRE ps3 ERRE

exon 3 exon 6 exon 7 exon §
LA wt wt wt wt
CNEI wt wt wt mut
CNE2 wt wt wt niut
HK1 mut wt wt wi
SUNEI1 wt wt wt mut

eowt: ER, mut, BEH.

3 1 #®

ERARHEREE, THEZEAREHFT S, PCR-
SSCP & —Fhfs 2 R J7 . fEMCLART, —
FBLHE 1L S5 80 4 i el ik R B B BE R i A RE A
SRRBIAEET, T R R B R Ak B
B 2%, PR I 7 43 b7 K B BE S BE, PCR-SSCP
BT AR, R TR, XTI R PCR

¥ri . WEE DNA T4, B8 RY #H ds DNA
AREEHMEER L SHERIERE, LT
A RTIR P, R TE (R 0t A B A AR A R
B HE SR, SSCP 43 #r I A XL EE DNA I P fir
BB, ERIEFEMEME TRH a PCR-
SSCP Hff ds DNA Ml —fra ity 4. B4 i
JG 50 5 DNA 47 AR fE ST B8, & 5) #E.
F o, AXEPCR B5I A, HBR T W EE DNA
ASE @AM i A AR IE. A A R ]
EAR 88 3 B AR 0K o 8, 8 T 0 O
.

DNA 83« B —F R R &0 Fi:,
B PN A I 6 L AR WSS W OA ng K OF, o AT
A EEM L 8E DNA A8 m e R 8 E. PCR A
AXTHR PCR #4974 ¢ C # 1 418 B i) 12 i /K -
A X B PCR 45 G 8 %% o] LA & #[a] v & b5
i, AN BE S [ [F] L K @ R Rk B B ]
LWk i EALRESHPNE
B, EVRERMGEFE L, T [ 1% 5 #r.
gi LRTk, & L LH A ¥ PCR-SSCP A i
Flal &, M3 DNA 5t &8N E, 9
fEMRE, SREEHR, & FHANHIRY
BR.

AXPR PCR BET WL #4 KHAR®
SIMAEE, NmKEReEn ik, RINELR
FRAT ARSI WEELL 1 25, 150, 1
£ 100, 1:200; REKEEL R 1+ 100 R B
(E R AR RO R T Tk T LS SRk 3 0
Y. AMBPCR 5N i [ BEEH SR
Z B Py DNA EEn) @, XMk &
tEid .

A B 5T VY Bk SR T A A0 B bk CNEL,
CNE2, HK1, SUNE1 #% p53 #&FHRE%, i
20 | A A A IR A p53 AR &), 12
< p53 kK 2748 A GE £ § 00 9% 40 B bk i T R
R ER.

g F X W

1 Orita M, Suzuki Y. Sekya T er al. Proc Natl Acad Sai
USA, 1989; 86: 2766



19945 21 (6)

&Pt ¥ SEN DR R

Prog. Biochem. Biophys. *+ 553«

2 Orita M, Iwaha H, Kanazawa H et al. Genomics, 1989;
§: 874

3 Gyllensten U B, Erlich H A. Proc Natl Acad Sci USA,
1988, 85: 7652

4 Hollstein M, Sidrasky O, Volgestein et al. Science, 1991;
253: 49

5 Charles HS, Yvone C T, Dolly P H et al. Cancer Res,
1992; 52: 4787

6 Buchman V L, Chumakor P M, Ninkina N N et al. Gene,
1988; 70: 245

7 Norio T, Keiko H, Mieko K et a/. Mutation Res, 1590;
234: 61

A PCR 18 JI4BRRIE 3% s 4S5 4

IER xEF AAn HER HER 2 @

(E®|ILBBRAEEEE, L5 1000200

WE ARBERPIXFEERSRELRITENEE. HTIH e B XFE HERIREEK, OBXRE
R, NBISTJRER, R IRE, &8RRI KZEA) AR RNA #4178 16s #1 23s DNA [/ X,
Wit T=48 8 PCR 3[4 (F1, F2 & R1). ML) 6 f¥%[Fik DNA R#HAT, 304 F1 fl R1 P4 340
Pl 468bp W H B, 514 F2 A1 R1 =4 145 3| 211bp A BX. %4/ Hela #IMISE E. coli DNA {E A B4R,
A5l% F1 M R1E, EREXkPRUEDGEEXHE. HEB/PERS 8. ofg MEAM T FEK DNA, 4T
13 M E BRSO, XU, X8 RS RIS SRET, BEA PCR &R & k.

xR RESEEHRN (PCR), &K, 154, MM

HAl, @EEFRERCEEAEDENE
FHRANEETR. MARZFRPIREETR
AR RS, E SMRE 405 5% SR
s RBAE 24 % —29 % 2 8. FKRAEIM L
EEHBEY, EELESHRFREW. B
X, URERERENSE £ 4K HRR
5, HEFRARMAR NIRRT S8 & F
BHREYE, BEERT. AXEEHEIFEE
SR FARRARHAITHE, TRE&EH
RETG R, T 40 R I P SRS R 07
¥ BERAMEXREERENRS FRXE
O XREEFERRK, XTRERE
GRIFEGR FXHEHL2HE, £H Gen-
Probe B th X AMALE I | HAH & K
B ER (TC1A) M4, RAH HIFE,
AN, BRRE, HEBRERE, HFE
ftiEI 2 R, HEH DNA SR ER I R1EH
M E %, ELISA R REY, SFFHTEE,
RRYEM, HNERE, HREBR T H AL

FBR. BEMHRIN (PCRYKETEZENHE TR
MEFMRESHE, BNELT L (nested)
PCR il 48 i 5% 7r 5 e SRR R ik, &k
RERR. R &fE. THARFS

1 #ME5HE
1.1 ZREEHK

BT I R BR R AR (M. arginind) . O X
& (M. orale), ANBRIFEE (M. hominis) .
¥R XFE (M. hyorhinis), REEX &K (M.
Sfermentans) RFERKZIFK (A. laidlawii) ¥
AT = R4
1.2 ZE#FHR DNA &

B X EKIEFHER 1—2ml, 15 000r/min &
{> 15min, H L &, U1 & B 400ul STE
(100mmol/L NaCl, 10mmol/L Tris-HCI,
1mmol/L EDTA pHS8. 0) &%, MIA Triton X-

"HELHBIRT AR E.
BOR H B : 1993-12-27, #50E H 89 1994-03-15
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1 2-d ) thiazolin-2 ylidene )-2-
methylpropenyl] naphtho (1. 2-dJ-thiazolium
bromide] is highly specific for single strand oli-
no other cell

The method

permits the estimation of TdT activity as low

go-deoxynucleotidyl fragment:

component produces influence.

as 3U. It is a simple assay suitable for clinical
analysis of TdT in human leukemias and provd-
ing information useful in classifying haemao-
logical neoplasms.

Key words terminal deoxynucleotidyl trans-
ferase (TdT). stains-all, classifying haemato-

logical neoplasms

Research on Phosphorus Content in Living
Rabbits by in vivo Neutron Activation Analy-
sis . Luo Xianging ., Wu Jingping . Wang Hai -
ying. Huang Hangiao, Liu Xiaohua, Lu Xi-
hai, Yu Aiping. Luo Qiandi. (Huazhong Agri-
Wuhan 430070). Prog.
(China), 1994: 21 (6):

cultural University,
Biochem. Biophys.
547—549

Research on the determination of phosphorus
content in living rabbits by in vivo neutron acti-
vation analysis (IVNAA) was carried out, and
the average value of the phosphorus percentage
content which were measured for ten rabbits
was (1.26%0.01) %.

Key weords

in vivo neutron activation analy-

sis, living rabbits, phosphorus content

A Non-radioactive Single-strand Conformation

Pelymorphisms of Asymmetric PCR ans its Ap-

plication. Chen Jun. Wnag Huimin, Li
Manzhi, Wu Yintang. (Cancer institute, Sun
Yat-Sen University of Medical Science,

Guangzhou 510060 ).
phys. (China). 1994;21(6): 550—553
PCR-single

phisms is a powerful method for screening mu-

Prog. Biochem. Bio-

strand conformation polymor-

tations and widely used in studying mutations
of oncogene and tumor suppressor gene. The
ordinary PCR-SSCP needs the use of radioac-
tivity and sequencing appratus. thus compro-
mises its application. Here. a non-radioaltive
asvmmetric PCR-SSCP was established. Sin-
gle-stranded DNA was generated by asymmet-
ric PCR, seperated by mini PAGE and silver
stained. The exon 5, 6. 7. 8 of p53 gene in
four cell lines of nasopharyngeal carcinoma-
CNE1, CNE2. HK1 and SUNE1 were investi-
gated. The method was proved to be sucessful
In screening mutations.

Key words asymmetric PCR. single-strand
conformation, polymorphisms, mutation, p53,

nasopharyvngeal carcinoma

PCR Detection of Mycoplasma Contamination
in Cell Culture. Wang Zhengsen. Wu Jianxin.
Znao Xiaoyuan. Sun Baoling, Guo Zhanggai,
Li Min. (Department of Biochemistry and Im-
munology of the Capital Institute of Pediatrics,
Beijing 100020).
(China). 1994:21(6): 553—556

Mycoplasma contamination of cell culture is a

Prog. Biochem. Biophys.

serious problem in biomedical reseach. Three
common PCR primers (F1, F2 and R1) were
designed to amplify the spacer region between
16s and 23s DNA in rRNA operons of 6
species of mycoplasmas (M . arginini , M .
orale, M. hominis. M. hyorhinis, M. femen-
When the DNA of 6

species was used as the template, primers F1

tans and A. laidlawii).

and R1 produced fragments of 340 to 468 bp,
and primers F2 and R1 produced fragments of
145 to 211 bp. No discrete band was observed
in electrophoretic gels when Hela cell or E.
coli DNA was served as the template with the
use of primers F1 and R1. As little as 8. 5ig
DNA of M. arginini , approximately 1 3 orga -



