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WE BT R BRI BRI TER S-TR-4- - 3-8 FLEEH (X-gal) iRMK Fik. HIEFEHE
FRAFERY X-gal 4 LT EMN T~ BE6E 5-1-4-F-0. H77E X-gal HED ., #IERE.

gef. S TERTERARE.

XRiT  S-R-4-F -3 mirR-B R F T RK, BT, ER AR

75 A ST B 4R R A9 F 284K 0 M13mp,
pUC, pWR, pTZ fl pGEM"' " Fki¥ &%
WIS MRS B R TRy B dacZ)
DNA F B, 53X B #8& FUpAHCBL A 18 £ 5% A
A KBEFFE M, DHSa 1 NM5220 %8k &,
ENRAARE B IR ERmIERE T
(lacZA15), 34 BRIk A X278 3 40 Mk,
ERE - B, SEUSEREEN BB
B A O5-R-4-F-3-m MR-BE A B H (X-
gal) fEREFRIRR N - LR irmEtE, A
FLEATERZEPFEXAEHAFSERA T H
J& X-gal Y& G 5%, &0 MRS F I X-gal
BN 3—4mg, HEK. RITE, S EH
BX-gal HEEEZTE. HTH R
A X-gal I, BATEL THREREH X-gal
R4 H .

1 MEEHE

1.1 BE&S5HRN

1.1.1 E. coli K12 JM101"",
supE, F'traD36, proAB, lacZAl5.

1.1.2 pWRI13 ity &+ [ B e L 4 i A
RALFISE A M) pGA10 ik & pWR13 i
B EWMATEEFERGBILEAREM 9. 1kb
DNA Jy Bz,

lac pro, thi,

1.2 BEFESERRGE
1.2.1 LB FFRAERIACH % CEk [7].
1.2.2 HFFRE K E. coli IM101(F pWRI13
BRAIETSEARXEFBEE(50pg/m) M
2mmol/L FHE-B-D-5¥FE JPTG) H
LB FEFM L, 37CHFEEK.
1.3 k5

5-TR-4-F-3-M| MR- ZLEH (X-gal) M
IPTG 4 Boehringer 3 Sigma /= 5. HE{%F
R 35 & & P74 Afr 4l
1.4 X-gal i{EHHIED
1.4.1 AHEFE X-gal KM E R
Img X-gal BAETHFILA, MALBRAZH
HEERE, 15 X-gal @WEME, MAEKE
0.5ml, BI} 2mg/ml ] X-gal 7AW. B LEH
Whatman No. 1 ZE4% (P83mm) 1Z A X-gal i%
W, REGBRHETEH.
1.4.2 A pH X-gal WA HHI& FEREME
@] k., X-gal #&EH 0. 5mg/ml, PLARI[E pH{E
B R P IE . pH6. 5 F pH7. 0 & M 4
20mmol /L #fREL, pH?7.5, 8.0, 8. 51 9.0 %
20mmol/L Tris-HCl Zr k.
1.4.3 LA X-gal iR 4546 0] 2 26 fi i

*TPAEREH SR, Jba 100110
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2 ER5ite

2.1 KL Xgal SAHUECREENER

WL E. coli JM101 UFE &%
B X-gal iI{40iL2. i AC0 ll/Nk, WG T I EF Y
WELE BEK--T. 885HRYE, 37CHE
15min J5, iCRERNE 1.

Bl HLXpgRANEERENER

X-gal B

2.0 1.0 0.5 0.25 0.125
/ (mg/ml)
] X-gal X

14.80 7.40 3.70 1.90 0.93
/ (pg/em?)V’
RBéap W P R T I T

DK ICH B 0. dml X-gal M, WHIME |- X-gal 3. B
HMEER: ++++HER, +++8f0, ++7 B0, + &
.

KB UER: Ll 0. Smg/ml IE A X-gal
W TR K X-gal T /A 3. 7pg/cm’, AR
FE¥ARMTMEENRE RREARE .
BT H -V X-gal Rk, RETHRI—%,
R LAY X-gal S R/N 1. 9pg/cm?, Rt B-F
NN E Y ER, SALEERUHR
X 5T

¥ E. coli JM101 (pWR13) # E. coli
JM101 (pGA10) RGWAE LBIFREFME,
37CIFFAHE, FRURE & KL X-gal L4
BM, 4R0E 1a 1@ 1b. 3. 7ug/cm? X-gal
AL 37 CIRE 15min 5, B A EIFNEHEYE
% (JM101/pWR13) BRE®, L EaH
HFHPLORERREAIF. HEEE IM101/
pGA10) (HRFFZA . 1. 9pg/cm? X-gal KA
MR FFAMTRHEERBES, AR
MENDPLERESR. FtEEEIERA, =
#RILAGH @ mPA K 1.

2.2 AESSHX E-LIIAMEREANES
IPTG # - ¢HAWMEMO BB FH, N
prigdt, MmO TMAR, AW ERY
TERMEN0.5%. Bk 2KRERILUA
i, AL - AWM TE SR H BT8R
SR, TR IPTG, TIWE B B3
HRAERRATRARAWHTER.

th

B 1 E coli IM101 (pWRI3) $0 E. coli JM101 (pGA10) X X-gal MIK B R &

(a) X-gal & L X BN 3. 7ug/cm?s (b) X-gal H E XM K 1. 9pg/cm’. MAR N MG
ERABXS AERNZRSHN HEGCHEER.

2.3 REpHMEEREMNEN

LX pH6. 5—9. 0 Z [} A7 pH ) X-gal ik
ik, RmEK 3, EpH7.5—-8.5 EAAL
37C 10min RBEI A L EHR KR, 15min 5
pH6.5—9. 0 EEH A & T X-gal K2 E
HEE, AW X-gal (RAMERMB- LT
IETERT X pH M SR AR GEN B ).
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E2 FREESHXB-LAMERNHE®R
# I X-gal FB/ (pg/cm?) 4. 6 2. 3
I ) IPTG R wWEE K IPTG ER WEE K
2eaEW +4++ + 4+ ++ +4+++ +++ - ++
£ 3 KE pH {HHY X-gal REHNEERENEN

pHH 6.5 7.0 7.5 8.0 8.5 9.0

R iR EfE] 10min + ++ ++ 4+ ++ +
{5 BT {E] 15min e o 4+ ++++ +4++ +4+++ 4+ +
26 W 30min +4+++ + 4+ + ++++ ++++ ++++ ++++

WS MR X-gal FILE: A, =W <) 2 Anon. Protocols and applications guide, 2nd. USA:

BRAERE, RE. REFRA, MHEESER
HEEAN. X-ga RRETRZF FRATIK
HAfE A .

AT LN X-gal HEZSAFIITHE, R
LY 1/8—1/4, A BRUV/ME R AT, 7]
18 G T L 3 K AU i % AT X-gal ML '
H#E. X-gal IMAY I AT D-AK 7 1B
T B TSR G IED . A RACGER T 8-
FIBME B E DAL, TWHEENTEH
REHIH E -

g % X M
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FHTHRALEEREARBRFHRILEREEKSE (AST-EC-2-6+1-1D RAMK

FTEERPEFE LB, 23N AST-m f1 AST-c [@ L. AST-c Bk HEN FMK « KEHS &
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A Test Paper Method for Rapid Detecting B-
Galactosidase. Yuan Suli, Fu Li. Zhang Qijiu.
(Institute of Biophysics, Academia Sinica.
Beijing 100101). Prog. Biochem. Biophys.
(China). 1994:21(3): 271

A X-Gal test paper method for detecting B-
galactosidase has been developed. This method
is based on the degradation of 5-bromo-4-
chloro-3-indolyl-B-galactoside. a chromogenic
substrate. into blue 5-bromo-4-chloro-indole
by the reaction of B-galactosidase. Advantage
of the method is that it not only consums X-gal
less. but it is also more simple and convenient

method. The

method is suitable for detecting a large number

than the previous present
of the colonies containing gene encoding for -
galactosidase from an agar plate.

Key words X-gal test paper. B-galactosidase.

gene cloning

Agarose Gel Electrophoresis Staining With
NBT for AST Isoenzyme Measurement. Shi
Yuling, Chen Yanhong, Liu Xun. (Wuhan
Gen. Hosp.. Guangzhou Mil. Reg., Wuhan
430070). Prog. Biochem. Biophys. (China).
1994:21(3): 273

Mammalian aspartate aminotransferases
(AST +EC+ 2+ 6+1-¢+1) exist in two pre-
dominant forms: one mitochondrial (AST-m)
the other of cytosolic origin (AST-c). The
electfophoretic migration rate of AST-c is be-
tween a-and B-glubulin. and the electropho-

retic migration rate of AST-m is similar to 7-

glubulin. The method of solid blue B dye with
electrophoresis on agarose is not sensitive to
AST-m. So the nitroblue tetrazolium (NBT)
dye is used instead of the solid blue B dye.

Key words aspartate aminotransferase isoen-
zyme. nitroblue tetrazolium dyes. agarose gel

electrophoresis

Determination of Intracellular Free Ca’" Con-
centration in Neurocytes with Fura-2 Double-
Wavelength  Fluorecent  Technique. Lu
Bufeng. Huang Yisen. Lu Youming. (Depart-
ment of Biochemistry, Zhenjiang Medical Col-
lege, Zhenjiang 212001 ).
Biophys. (China). 1994; 21(3): 275

concentration

Prog. Biochem.

The intracellular free Ca*"
([Ca** ],y was measured in isolated neurocytes
prepared from Sprague-Dawley rats with Fu-
ra-2 double-wavelength fluoremetry. The re-
sults showed that the [Ca®" ] of the resting
neurocytes in Ca’" -containing solution was 109
+12nmol/L (x+s, n=9). KCl (30mmol/L)
markedly evoked [Ca’" ] of the neurocytes (P
<0.01, n=9), and the rises of [Ca’** ], by
KCl is a concentration-dependent response.
These results suggest that the adoption of Fu-
ra-2 double-wavelength fluoremetry in dissoci-
ated rat neurocytes in a useful and relatively
easily applicable technique for monitoring in-
tracellular Ca®" changes.

Key words Fura-2, intracellular free calci-

um. neurocytes, rat



