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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-
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100 (ARWE 1%), &k 10min, FHIEK LR
H, 4CHEFHT PCR. LE¥ X FEEEFK
& # 10min, 4000r/min 2.0 10min /5, B L
W H#MF PCR.

¥ R & B R AR B0, AEERE
s Ef o BOUEE (25 24 1) RASRFEL -
5 EE (24 1) &R —IK, 15 000r/min F.L
5min. BKAHBIA 1/10 &8 3mol/L NaAc (B
e, IBBE, BN 2.5 FEBEmA XKL
B2, —20Cat#. 15 000r/min B.0> 5min, #F
FiE, BOBIGEKZEIEHITRE, KEBmM
ZF 30pl, AT RHE AR,
1.3 KIp#HF ¥R Hela 48 DNA 3

Bl 1.5ml E. coli (DH52) % 3% B ¥,
7000r/min B> 5min, # E ¥, FfIE M 200l
STET ( 50mmol/L  Tris-HCl, pHS.0,
50mmol/L EDTA, 8 % RE¥E, 0.1% Triton X-
100) E &, IEEE (S0pg/mbD) 4pul, HEZR
5min, #RJ5 94°C 1min. 1 SDS RELOE K £
AR E N 0.5% & 100ug/ml, 37°C, 1h. Hela
HMHITTIE STE150ul &%, 1 SDS R ELE
K # B4 500 1% K 200pg/ml, 37°C R 2h.

MERE. BRUTHEEZBRITEHREERY
FARRBOE.
1.4 5%

¥4 Uemori 2 A& 1, I 1# 16s—23s
rRNA i X F %. Fl. 5’ ACAC-
CATGGGAGCTGGTAAT3 ', F2. 5 '
GTTCTTTGAAAACTGAAT3', R1l: 5
GCATCCACCAAAAACTCT3'. it iigE
B0 B3 DNA §AVE R, FHEaaifk.
1.5 PCR Ri:

N F PCR {X (Easy Cycler TM series,
ERICOMP, INC). HHE 1 RRHl K NIRA
. BEWRER, X1 AMIBENSRVES
B, UERUARVEYR. ReERMEM
RV IR & 17 5pl, BEAR Spl, BAYEXT B AE
SHEK, FEE 25p HEEM. 94°C 8min A,
FEAE Y 6min BT ZE A Tag DNA £ R E§#
BARLUETEREBER BRNEAEM
25pl. ¥ R H 94 CAEH 40s, 55CIB K
R 72°CHEMH % 1min, FEf 35 MBI B
72°C $E{# 10min. &K LEK 5 FAYEXS B,

%1 BRERSHNMBEALRH

BRYEIE/M

B ORED BAE
RERE® R BERER

Taq DNA ZREBSEMNH (10X)" 2.25 0.25 1%
MgCl; (25mmol/L)* 2.5 — — 2. 5mmol/L
dATP, dCTP, dTTP, dGTP &0.5 - — & 0. 2mmol/L

(#324 10mmol /L)
5% (X% 20pmmol/L) #0.125 — — % 0. lummol/L
B - 5 - —
Taqg DNA £ K8 (5U/u)" — — 0.125 0. 025 H.47 /ul
WK 10.5 - 2.125 —

ait @b 17.5 8 2.5 25

* ¥ % Promega /= &,

1.6 FH~HicH
RH LAYEIBEERBEK, BRY S

0.5pg/mliRAL 8. Ry WP 5ul F1pl
6 X P (& 0.25% —_HEMEFF, 30 HMH
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W H S| HEHE. 81 BRE K PCR
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colis 9: PAYEATBGER A A, &0 WL %R 91
i
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A laidlawic 2 T4E AN 0T 1 '&Enfr

WP 4§ PCR. (b) 8 K PCR H] w2
HN9l#. & K PCR =#Hf 10 FEEE. |
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5: M.orale; 7, PIFERB{CGE AT A0, 53
=W PCR ™ ¥fig 10 "8 6. A, ladiawn Mr.
bR A pBR322 B Hinf | &) 4 B

argenn

506bp XA A7 B 4 Ry (' la gy 1. 20 3.5
Reo6). iR R RS ST -8 PCR A PHYE.
ECH i 10 -8 E, M58 (Fi
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Hm8. by BEEOE R R AR R IR R L
7 346bp (["' fa sy .

A BB E2 RN B TR LK
PCR {1 BLAEFF S 470 HE 55 -k PCR 120
10, 10 4, 10 R E. 10 MBI K
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AHTHBL 10 FR. KRR X IHIAH
e -S4 mii0 e, (T )u,r;-,ﬁi
APHAE . JLE TORpOE e AR e R AR OB
FARKEL M 150—=210hp X [u]. [H . #
K PCR B, &FH—WK PCR ML ¥
107" 8 F5 — K PCR N4, il 10 &
B (B 1b).

2.2 BEMERRNEPSREFENSRY

EATHEH RNIs R B KB o i b #
PR A Hela #ifa bR, I DNA L.
F B PCR # AT 8, B M7E 4 1a
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2.3 KIMERXFHNIARE

AR o1 SR S I R W O I 773 P
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Rapg . 8hifg. & 5fg M 85ag. "M ERE L InK
AL DNA 5 8. 5fg BT 2 d1py O
344hp Y ERAY BE RAE T WL OO
AR £ ORI AUCTT B 610kb, Hor (-8B N
3965 x 10%, H 51+ 8 8. 5fg DNA #1413
IR
2.4 WMPTHHA

LR R R . K3
oo 2 AP RRASE BHAE AL BT FR (& 4T 1
RAFHIBL i1 VR 3 SR A R B B R
PAYE. ShE (iRt bR A 7 ). 75 PCR & 3 #1
BIvE. 3 B L RS RS B - -
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3 37 i

1 vt g | #it i A7 IRE D BE iaX 6 FP I
(AR DNA B, LER ARED M HEf. o
W M AR AL D2 DNA. Blanchard > % A,

B H#E 16s fRNA [F ¥ i% it 51 ¥ RNAl &
RNA2, BT B X R S AT RSRE
KO Z®. O AR LRk, Ce-
mori % A, B PCR $#f R ¥ 4 % Fik Y
16s—23s rRNA [H][X, 6 £ ¥ 0L 40 B 3% 5 1 4
) E R g Bk, ROEET 51K
16s —23s rRNA [RIR &%, i3 45 F &AW,
Ik e A AR FR P A 6 FI5 5 R
&, N RAERAYE. e, ERWUEA T I
VARNREEAREREE HAEHEM
., (LIdHATHER. KELES-MEA,
[l 16s—23s rRNA [HX, R X FAKEER
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RS 3% SRR TS Bk ) & A 2 AL 5Tk X 4R
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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 -
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nisms could be detected. This suggests that
mycoplasma contamination to cell cultures can
be detected by PCR.

Key words PCR (polymerase chain reaction),

mycoplasma, contamination, cell culture

Rapid Production of Digoxigenin Labeled
Probes by Hot Start PCR. Li Lijia, Zhang
Xiyuan. Jiang Haibo. (Life Science College of
Wuhan University, Wu Han 430072). Prog.

YT 3]

FEAEMIEFS2T (R IRIHER),
RIFITF 1976 4F, RRESB - KT REGEHE
IR

(EY LEREARGABERN/IEY TE
BRI EKRF LR, AEHFRBE.
;S AV IRLH. BE¥AZREL. &
W AERBARER, HHEANIEY TREK,
MR LR BEE R EEY TEE™ WAL R,
REZFBRERG LOEDTEEE Y,
EREY TRELEFWBAMFHERFT =, X
REREED TERERARRFLAREML LT
(L EER ZMEE RS T ERRKREF
E BB R R

(EPIRH#ARYHEEIRENRE: £9)
TRIUKBRR . KTk, fidl, X

Biochem. Biophys. (China).
557—558

A method for generating a nonradioactive

1994; 21 (6):

digoxigenin labeled probes is described. It was
achieved by substituting the dTTP with Dig-
11-dUTP and utilizing human genome DNA as
template during the Hot Start PCR.

Key words Hot Start PCR. genome DNA,

digoxigenin labeled probes
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