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(IR PRI R A

6+ #

(FEHEFHZRMBP R, L3 100021)

WE PCREZWFHAEPCR I MES5EMMFEAMLE RN —FyE RELHAMFEAE, #VT
—F L PCR J #5198 7514, «*S dATP HE#B A, Tag DNA RSB EENF PCR ¥ ¥ ™=WH
Fk. KRERY. mOrERE. RE, BE. ARTENAREEARFHTHER ps3 H#HTT REN
JFaT, ARAERBARAP pS3FELARE, A, EXRBERE. HHKTEXN AMERRE pS3 M
EFFIIHTTHE, RARESHETH S METR, F8ATTH 2P EER.

X@iE BAEEREY (PCR), MEERE, &

H 1985 4£ PCR A RFIZLAK, EERNA
SFHEYFELARR DR TRDY, PCR BT
A BE 187 58 L R I B R R AR, 2 W iR iR R
. M RIERNFHEMNARR, EFRREH
K, T EFHEBRKFESEEAEYE
HWEH. AXEENERFREM— PR
o3y B R S AR 7 Ik
1 HMEFFE
1.1 #§

1.1.1 &A% Taq DNA B 48§, Taqg DNA
BAHEE (MFHR), FAHEBEME, TagTrack Deaza
7 kit (1 H Promega 2v#]); dATP, dGTP,
dCTP, dTTP (Boehringer Mannheim %\ @] );
a-**S dATP 1250 Ci/mmol (NEN A5]); g
¥ (wide Range/standard 3 : 1), W4 (Sig-
ma 7)) .

1.1.2 #iF& EHARRILEE EEHASAOKRE
517 BEEFAGERBRRE: HAK (4
ERMER ARy ) DR

1.1.3 {¥#% Thermal DNA Circle (Cetus 2%
7] ), Gene Machine I (Scientific Plastic 2
ml).

1.1.4 5% A:. 5 -GGAATTCTACTC-
CCCTGCCCTCAACAAG-3'; B: 5’ ~GGAA—

TTCCTCAGGCGGCTCATAGGGCAC-3' 1
BEe e am. C: 5 -CTCCTAGGTTG-
GCTCTGACT-3"; D: 5' -CCCAAGACT-
TAGTACCTGAA-3" MWG-Biotech GmbH 7§
e .
1.2 A&
1.2. 1 I &XEY # DNA 2 0Lk [1].
PCR fz W: B & 50ul, & 0.5—1pg
DNA # 5, 50mmol/L KCl, 10mmol/L Tris
(pH 9.0, 25C), 1. 5mmol/L MgCl,, 0.01%
gelatin (W/V), 0.1% Triton X-100, 25 pmol
g|#, 200umol/L 4 X dANTP, 4% —5% ¥ B
W, 98 CAE¥E 7min, B 1.5—2.0U Taq DNA
R, 40pl 7 4.
1EHS¥ . ¥ 94 C 30s, B 45—60C
30s, ZEH 72°C, lmin. fE3F 25—30 A E]. &
f& 72 CARi& Smin, HE 4C.
b= LsUBIBER KT E™Y,
YITHRBEZDER % ,75CMAE L 5min.
- A5 4R By 3 B
1.2.2 il &Ry 8RS ocE (1]
PCR [ : Sk 100p!, H1(0. 5—1pmol
W EEDNA),50mmol /LKCl, 10mmol /L Tris

"HE ‘AR” BEDCCRBWH.
e H B 1993-02-02, #EEH WM. 1993-05-03



© 168 -« EHEESEONRARR

Prog. Biochem. Biophys. 1994; 21 (2)

(pH 9. 0. 25C). 1. 5mmol/L MgCl;, 0.01%
gelatin (W/V). 0.1% Triton X-100. 30—50
pmol .54, 20pumol/I. 4 X ANTP, 5% 6%
Wik W, 98 C&F 4 5min K5 N 2. 5—4U Tag
DNA R385, 60ud & 4.

AR &% 4 94 C 30s, H¥E50—60C
30s. Ef 72C 1 —2min, ¥ 15—20 &84,
)G 72 C {28 8min, T 4 C{R 4.

Hifh Y. FIRRM- RO S MR -K,
dmol /1. 28R ik 100ul 57, MEAKFERAM
AT AU R 10min. &0 9 i KB, 70%
CRETE K. L R DIETERT 10pl K
RO I 3pd dLik e BE CRLEE 1D,

- 404

W —242

I PCR WP~ k@
1- 4 ARG FESR: M: % pUC.
19-Hpall § 47 Bz ol ik ¥ 38

1.2.3  {MIFR

BB Lo LN . WUEE DNA. 0.5
1. 5pmol. 4[4 1—2. Opmol, 5> 4§ # i 3pl.
WM/ AR G 1l it 8 K E 15pl,
(5> 4. 250mmol /1. Tris-HCI, pH 9.0,
25C . 50pmol/1. MgCls iE | b1 id iR & 9.
7. 5pmol /1. dGTP. dCTP. dTTP) iR4, 72C
R 3min. 42 C1£iH 10min.

iE A AIARIE Y . B0 0. 5ul o-"*S dATP
(5pCi) B 1. 4pt 2. 53U /ul Taqg DNA % & B4
GMJFY) . &L 2], 37 C{RiR 5min.

IR rHlEL. . K. R4 MEL
1. 5ml FLEFMA d/dd NTP(T. C. G. A.)
W% 0.8ul. d/dd NTP (T. C. G. A.) &
WO M T, 300zmol/L. ddTTP. 25umol/L
dTTP. 250pmol/l. 7-deaza dGTP, dCTP.
dATP; 160pmol/L. ddCTP, 25umol/L. dCTP.
250umol/l. 7-Deaza dGTP, dATP, dTTP;
25umol/L ddGTP, 25umol/l. 7 dcaza dGTP,
250pumol/L. dATP, dCTP, dTTP; 350umol /L
ddATP., 25umol/l. dATP, 250umol/l. 7-
Deaza dGTP, dTTP. dCTP. ¥ 37 C {RiRAf[4]
ela. BNEAEPMA apl RN, B,
72 CARiB 15min, fif T KR A 2. 8pl £ i)
B (10pmol/L AL, 955 HEERE, 0.05%
WK, 0. 0% —HEE) B5, sk L.
90°C B4 Smin Bk, B 1—2pl F#E.
1.2.4 WIFHREKMEHEBRS WL CHK (3]

2 #R5ite

2.1 AL@ [ -FLL PCR Y1454 Jy i ¥
1%, «-¥S BB A, Tag DNA B8 HE
BEY M~ FE (E 2. LREW. &
IEfRIE. tRi#E, BOE.

1988 £F Innis S K #| F Taq DNA B
ST F W8, BT Tag DNA R &8
HA SRR Y A FRPEY, BEH BUHEBR DNA 2
HEEHIT TR & W, T7 DNA B &85!

RETE AR T AT, MELLIHER DNA 4R 451
(R m, ¥R 2 R MEF T 3. A Taq
DNA B B FE /LT HE.

BT Taqg DNA R 583" —5 DNA 4
tﬂﬁ?ﬁﬁf” PCR P=¥+p 7 — LB B A B
C(ER R A RENIER S
m l ) HAR AR AR 10%, #48 Chen %
Eh‘ﬁﬂhﬁ ¥ OLARMERTENEERTIR T
P 176, BLEEMN FF R WA . iR Y
PCR Ti4E# ¥ R4 R E AT RA. W3R PCR i
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WMk tE R e TR T Ik R IT 5
HRANE. LHkiEETEE. &R E N
JF7 . B IS AR,

ps3
Exon
5 6 7 8 9
TCGA AGCT TCGA AGCT AGCT
5 3 5 3 3

B2 HEIFKNEEREHR
MEMHERAp33 EHNF 5. 6.7, 8,958 1
IFFIMSTE B,

PR F R T R Y. B ) PCR
Y —BNT kb, BEHEE, W T W EER
FEor A R, BRI Y FT M AR, R AT PCR
AR & LA, JLA /N RER] SERE . s R
TEFE ik & REgs B AR 2. PCR §il &
BEER Fik T8 A AXMKE (asymmetric
PCR) FIg.5[47iL% ", Bk A Bk
BIFRIE. BBk L REaEM TFmE A
=R M5 5 40T 5 1R F AR DNA Y
B FF R AEY M1t Ay EE Rt A
MATER T, mEH Y, 5 PkaeE L
TR, BT RN R TR

PEY R R R A R e ) TR RCR . K
PCR 7" ¥)¥F5 55 70 RE 38 il )7 2.5 5 0 HE 6 .
FH I s Ry, MRS, HiFmg
WIE . e FYEE . B HE et o], ok /0 15
WS LT MEg e R afreait
HAE R TAPIM) Y EREEME, Erlich " i)
i U B (DMSO) BE A7 208 Iy 1 ALE&

W5 . Sharker % V-HLIE HBE R AE T A
R PCR 758 0UBE 409 75 4 R 11283
GRS H . A BB BEREAE {7808 i PCR 37 3%
T R R Y e, [LWRERE R RE T
DMSO., B HER T ETE P/ 1y By ¥ % i
JF 1 A B R

2.2 HAF LI E AR p53 A FH
SHE WA FITFFHET MillE. KA ps3
BHEE s ME 8 NE FFEFIA 81 F1 92 MR
(F3FIBE 4, SAME S ME8AHNE [IF5
AT, BB SN 96.2% . 98. 9%.

i A
rocl AGCT
— T C
=G A
—C G—
- =T A— el
o _bons Sg—
Intron 8 :::”
- ——
-d‘““
_ _': =
- zﬂ‘
-— C T N -
o ==

B3 FIENEEEH
MIER A MK ps3 B W Y8R 4.

Goodrow % ' f{il [ [l fY p53 EHEH 5

8N TITH. TSR R A&
W& FIF 5[ T PE R B f F R e, R
b {2 Wi fE B0 EE X Rk, HFRAE
DR — AN ET G TFRENE T
FIRERE. UEANEF5EFZEHIINEE
X #&.
2.3 HANEMAREEARPHRBERA
p53 FEAH E X I 5. 6. 7, 8. 9 WP FHIAN
WE T T RESN. MR ERE, i
AL RBWREEFEEREAL (LA S).

p53 MR -FHEEMHAEER", L&
TIEA NS RE. MEREHTLRE. B
HAE F S R YE R LT, R B
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2

p53 Intron 5

1 10 20 30 40 50
¥ 5' GTGAGCAGCT (1GG:}CTGG.&G AGACGACAGG GCTGGTTGOC CAGGGTCCCC
A 5" GTGAGCAGCT GGGGCTGGAG AGACGACAGG GCTGGTTGCC CAGGGTCCCC

60 70 80
53 AG.;RCCTCTGA TTCCTCACTG ATT'!'CTCTTA G 3
A AGGCCTCTGA TTCCTCACTG ATTGCTCTTA G 3

p53 Intron 8

1 10 20 30 40 30
# 5' GTAAGCAAGC AGGACAAGAA GCGGTGGAGG AGACCAAGGG TGCAGTTATG

A 5 GTAAGCAAGC AGGACAAGAA GCGGTUGGAGG AGACCAAGGG TGCAGTTATG
60 70 80 90
¥ CCCCAGATTC ACTTTTATCA CCTTTCCTTG CCTCTTTCCT AG 3
|

A COTCAGATTC AMCTTTTATCA CCTTTCCTTG CCTCTTTCCT AG 3

B4 AREpSIXEAR S, WS ASFHFLLRE
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food industry.
Key words superoxide dismutase, chemical

modification. enzyme engineering., cosmetics

Phase-Resolved Photoacoustic
and Photoacoustic Phase Spectrum of the In-
tact Leaf. Du Hao. Fang Jianwen. Zheng Jin-
. (Dept. of Phys., Zhejiang Normal Uni-
versity, Jinhua 321004). Prog. Biochem. Bio-
phys. (China), 1994:21(2): 158

The phase-resolved photoacoustic spectroscopy

Spectroscopy

has been used to analyse the pigmental distri-
bution in intact plant leaves and has been com-
pared with the photoacoustic phase spectrum
of the leaves. The inverse correlation between
the photoacoustic phase spectrum and absorp-
tion bands of chloroplasts has been observed.
The characteristic valley exists in the photoa-
coustic phase spectrum of the leaf cuticle. In
addition, there are some differences in the
photoacoustic phase spectra obtained at differ-
ent modulation frequency. The phenomena
show that photoacoustic phase spectra can also
be used for the nondestructive depth-profile
analyses of biological sample as good as pho-
toacoustic spectroscopy.

Key words phase-resolved photoacoustic
spectroscopy. photoacoustic phase spectrum.
plant leaf.

phase-resolved method. intact

depth-profile analysis

A New HPLC Separation for PTC Derivatives
of Amino Acids by Ethanol Elution. Zhu
Shudong. Zhao Huiren. Zhao Shenghao. (De-
partment of Biochemistry, Xuzhou Medical
College, Xuzhou 221002). Prog. Biochem.
Biophys. (China), 1994:21(2): 162

Analysis of phenylthiocarbamyl (PTC) amino
acids with ethanol as organic eluent is de-

scribed. Compared with acetonitrile elution

system. ethanol is less toxic. easier to obtain
and much cheaper. Under optimized chro-
matographic conditions. the resolution, sensi-
tivity and accuracy are excellent.

Key words ethanol, PTC amino acid. HPLC
Simultaneous and rapid purification of total
cytoplasmic RNA and gemomic DNA from
small numbers of transfected mammalian
cells. Zhang Hongquan. Wang Huixin. Zhou
Tingchong. Wang Yunling. (Inst. Bas. Med.
Sci, Acad. Mil. Med. Sci. Beijing 100850).
Prog. Biochem. Biophys. (China), 1994; 21
(2): 165

A protocol by using 4 mol/I. LiCl phasing the
DNA and RNA could lead to simultaneous and
rapid purification of total cytoplasmic RNA
and genomic DNA f{rom small numbers of
transfected mammaliam cells. Comparing with
other methods, this protocol shows rapid,
easy and economic. and can be used in many
aspects especially in the studies of mammaiian
cell gene expression and regulation.

Key words total cytoplasmic RNA, genomic

DNA. gene expression and regulation

The Method of PCR Direct Sequencing and It’s

Application in Cancer Research. Li
Huachuan, Lu Shixin. (Cancer Institute, Chi-
nese Academy of Medical Sciences, Beijing
100021). Prog. Biochem. Biophys. (China).
1994;21(2) : 167

PCR direct sequencing is a method which com-
bined PCR amplification with nucleic acid se-
quencing technique. According to this tech-
nique. direct sequencing DNA strand of PCR
amplification using PCR primer. o«-*S dATP
and Taq DNA polymerase. The experiment
showed that it is simple, rapid and stable.

This method was used to analyze the tumor
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suppressor gene p53 mutation in human
esophageal cancer. It was found that there
were point mutation. tnsertion and deletion
frameshift mutation of p53 gene in human
esophageal cancer. Intron 5 and 8 sequences of
p53 gene in human and Rhesus monkey were
sequenced and in monkey they are 81 and 92
nucleotides respectively.

Key words PCR. tumor suppressor gene. tu-

mor

Quantum Calculation for the Coordination
Modes of Substrates Binding on Nitrogenase
Active-Center. Liu Aimin. Zhou Taijin. Zhang
Huilin. Cai Qirut  ( Tasi
Khirui). (Department of Chemistry and Insti-

Hongtu. Wan

tute of Physical Chemistry, Xiamen Universi-
ty, Xiamen 361005). Prog. Biochem. Bio-
phys. (China), 1994;21(2): 171

EHMO studies of N, and C,H, coordination-ac-
tivation led to the conclusion that the iron-
molybdenum cofactor of nitrogenase might be
able to give a special treat to its special sub-
strate, 1. e, N=N. The exogenous substrates
except N, are apparently not to get into the
cage of the active-center and/or to manoeuvre
as freely as N=N inside the cage with the pro-
posed structural settings.

FeMo-cofactor.

Key words nitrogenase.

EHMO approach. coordination

Measurement of Surface Charge Numbers of
Purple Membrane. Wang Guangyu. Hu Kun-
sheng, Zhang Hengtao. ([Institute of Bio-
physics, Academia Sinica. Beijing 100101).
Prog. Biochem. Biophys. (China). 1994: 21
(2): 173

The pH-dependent surface charge densities of
the acetylated and the native purple membrane

were determined by the ESR spin lable

method. The spin probe is CAT,,. The num-
ber of surface charges shieded by acetylation
was adapted as a criterion to calculate the sur-
face charge numbers on both sides of the pur-
ple membrane from surface pH 4—11. The re-
sult shows that the total surface negative
charge numbers are 9 per bacteriorhodopsin at
surface pH 5—9 but increases both above sur
face pH 9 and below surface pH 5. It supports
strongly the model based on five divalent

cation binding sites on the surface of purple

membrane.

Key words purple membrane. bacterioho-
dopsin. acetylation. ESR. surface charge
number

The Expression of p53. Rb and c-myc Gene
mRNA in Human Primary Brain Tumor. Tan
Deyong. Lin Xi. Sun Zhilin. (Department of
Biochemistry West China Univeristy of Medical
Science, Chengdu 610041). Prog. Biochem.
Biophys. (China). 1994:21(2): 175

21 human primary brain gliomas and 11 human
menigiomas were examined with RNA dot blot
hybridization for the expression of p53. Rb
and c-myc gene. It was found that the level of
p53 gene expression is lower in 48. 4% (15/31)
of the tumors tested than that of normal brain
tissues; the level of Rb gene expression is low-
er in 21. 9% (7/32) for the tumors tested than
that of normal tissues; and the level of c-myc
gene expression is higher in 71. 9% (23/32) for
the tumors tested than that of normal tissues.
Interestingly. in 13 of the tumors tested. the
level of p53 gene expression is lower and the
level of c-myc gene expression is higher.
These results suggested that the expressive
decrease of p53 gene and the expressive in-
crease of c-myc gene are relative to the genera-

tion of human primary brain tumor.



