EYFSENYEER

1990 £ B 171 L 6H

mini-F A 5L X BREEHARE
& % *

(RER ¥R L ISMmEE Y PR L& 200031)

3

AR F AL pBR322 %1465 cDNA SN K &, %% 2| mini-Jf #2 »AN7,
AHiERIAA LT M5 X, %4 2 Charon 4A Xk AAF A B 4 & 974 B4k DNA

Fo Witiike) ADNA @5 X% b & AL

b, R F G R A

Southern X oW F L EARA DB AN X &R E, TR ~AN7 f#
RELABAENBREZAKKE,AXHAET BT 8,
XA KFERAE, mini-FR (#xAN7), DNA £ F Rk

— H B

Ii¥ DNA EFEEXN THREEY & &,
BREERSEHRIIENSF, B—MESE A
KSR, sEfEE—1%—tERA/FEYN
WHITEE, WEEMES “P 7t <DNA
BAERAL IR B EREAN. HTER
MO RMMENS (3 X 100bp), HMk#RE
fie i, U5 R EERT B2 S0 24k, Brain Seed™ )
RAXBFESEA DNA WEARS, RET
—MRMEURA . % cDNA REHEAZ
—% mini-JTHL (supF), 435 BRLE (LK IBIT
B (su™), BehZE R PR ROV B (R R e, 18 3 —Fh
WHIVE Ao mini-FIRLE cDNA SUEEAk#E
WHITT DNA IR R il & Bk sk,

BRATA »VX RFIH ~AN7 BB, BT
PN GRS R RATFI IR AN B GRA 17 £2 Ik 1Y
c¢cDNA F B9 B FiFLE Charon 4A KB
EREE, ZRMERRETEROERER
B2 IR, ESH— M RENDEEE,

= #HERTE
Y SD K, hE 300g A, L BIEHR

. 448 o

HAETSIBR. MREEANDBINE KBRS W E
BRL #0 Boehringer Mannheim, H 'R
5314k, E Sigmao

BEEE R Charon 4A KEEKRAEEMH Dr.
Takashi Sugimura $2#it, mini-fE¥ »AN7 ¥
E. coli MC1061 rm*su” BE#RH Dr. Michael
Garrick M8i%, E. coli NK 5486 (LacZam)
#1 KH 802 f§ Dr. Edward Morgan %,

Bkt DNA #i& ik DNA Mgz Bt
EoE, Hed BBt

Northern 3z KEAETFIFR IS RNA
FARBI-F A5 3 #14 poly (A) RNA
2 oligo (dT) cellulose HEM4i{ke, HF
1% HIE B Ak B, B EHRAER
EEER 5 *P-cDNA-92 F1-119 {E Northern
FurstE

xAN7 cDNA % [& c<DNA-92 F1-119
FEEEER A pBR322 Taf#,% Pstl B
1.5% B R WSS e bk o AR IR 18 B, L 2:1
55 piipag xAN7 DNA 1 Psel 8] s,
B4y, MCL106! rmtsu” BRI, iR 2P-
cDNA-92 F1-119 {E FUfr F432 i 22, P i
2/NEDNA #i&"2, FPst | B8EFIL.5% TG



B Rk E T,

AREFEAENME FIXEIL.

(1) EH: BOKRY 10° PR ERA ER
Bk, REL N wAN7-92 Fn-119 gy (L, H
SEARIEIR BT R, R E M f g0 B IS I B R
Z%i&o

(2) fdk: WEEERBHEK 1:100 FRE, LL
0.1ml @& MC1061 r"m*su” B, FEE @A

£ANT MC 106t (P3)
gy

-119 /

MC 1061 (P3)
&ANT
-92
=113
&mp/Tet/Kati Amp/Tet/Kan
FHLRE SR R
A

N

WEBE o

(3) BEFRR: LW I0NMFERIEFN
W B » il & B B, AR TR S FET NK5486
(LacZam) B (Xgal/IPTG)o %t B 15 (& 1§
B, EELR,. USRI EE, TRIEMm
B3R, FERMBERA 2 Charon 4A R {E X
W, 5L HFITHRIE,

ADNA mifi&RaRx S [13,

NK 5486 (supF)

MC1o61{P3)

TA R BB Y13
TN
NK 5486 (supF)
2,

Xgal/IPTG
DNA #i%

1 xANT-Ffff i A BERARE

Fig. 1 The protocol for scréening rat genomic library with x AN7 mini-plasmid
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The library phages infected E. coli MC1061r~m* (P3) carring wAN7 clones (-92, or-119) and
the resulted phage suspension was incubated on su~ cell plates. The isolated plaque suspension
was put onto the lawn of E. coli NK5486 (LacZam) for genetic test. Blue plaques were tested
once more and used for DNA-prep
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Fig. 2 The cloning and the identification
of ¢cDNA fragments
cDNA-92 Fq-119 (Pstl fir )% ~AN7 Rl

H3 Pstl firgi ko R cDNA fER$, HAT51
B2 poly(A) RNA {g Northern i

Two cDNA fragments (Pstl site)were ligated
to #AN 7 plasmid at Pstl site of polylinker.
The cloned cDNAs were hybridized to pros-
tatic poly (A) RNA,
blotted onto N.C. filter from 19 agarose gel,
under the condition described in METHODS

WHER wAN7-92 FI-119 REE R E
H (B 3), KRG, MATRAREHR b 25 BUFE #: 55
%, TR DNA HHI&MEE, BHIER
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which was Northern-

TAN7-92 rAN7-119

B3 sy »ANT FHiy5 cDNA FoyEa R
Fig. 3 In site hybridization of cloned
mAN7 plasmids with cDNA probes

AN 7-92 F1-119 &5 MC 1061 #{keks4 kT LB
EREEIERTEL B L2048 (M7 EE—
)G, 5 *P-cDNA-92 #1-119 (5 X 10%pm)
Zo X-LZBFERE 10h

MC1051 transformants by ligated plasmid DNA
wAN7-92, or-119 grew on N. C. filters which
had been blotted on the top of LB plates(Ka-
n/Amp/Tet). After incubation. the N. C,
filters were treated as described in METHO-
DS and hybridized with 3*P-pBRcDNA (5 X
10°%cpm). X-ray film exposure was for 10h
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Fig. 4 Agarose gel electrophoresis of
hybrid #AN7 plasmid

B A% HEIR R DNAZA Pstl
HAET 1.5% SR FE k. PBR 322 FWER
HPst] BR=HEANR, (3).F1LITEES6 T:
nAN7 FR,wANT7 RPL+Pstl, wAN7-92, AN
7-92 + Pstl, pBR Fi[%&-924+Pstl 1 pBR mj%-
92, (b), % 1—6 f7: pBR 3fE-119, pBR FiE-
119+Pstl, xAN7-119 + Pstl, rAN7-119, xAN7
A +Pstl 0 #AN7 iR, 2 F&ifdEXN ADNA

HindIll 1 ¢X174DNA Haelll FB

DNA samples were isolated from positive co-
. lonies (from filter hybridization in Fig. 3),
digested with Pstl and applied to 1.5% aga-
rose gel. pBR322 clones and its Pstl Products
were run as controls, (a), lanes 1 to 6:xAN7
plasmid, wAN 7 plasmid 4+ Pstl, wAN 7-92,
wAN 7-92 + Pstl, pBR clone-92 + Pstl, and
pBR clone-92. (b), lanes 1 to 6: pBR clone-
119, pBR clone-119 + Pstl, mAN7-119 + Pstl,
AN 7-119, #AN7 plasmid + Pstl, and #AN7
plasmid. Molecular markers were A DNA
HindIIl and ¢X174 DNA Haelll frafments

HAE DNA HEEAH® FHEEKE H &
By DNA, Rumbric/a A TIR&IME B & 2 47
ADNA-92 #& 4/~ EcoRI, 54 Kpnl, 64
Smal, 12 4 Haelll, 8 /4~ BamHI, 6 /4~ Sall,
7 A Pstl 15/ Hindlll J-Ef; ADNA-119 [
& 44 EcoRl, 54 Kpnl, 54 Smal, 7 4
Haelll, 9 4~ BamHI, 3/~ Sall, 6 4~ PstI f1 6
A HindIII Jy B (BR31)o

BN R Bl B2 0 ADNA #E5h, 4
B 5 #P-cDNA-92 F1-119(~ 300bp, {E 3" iR
£)EE #Pigt10cDNA-92 f1-119 (~1kb, /&
5" WiEst, B R ER), #IT Southern FZZ,
SRERARBR 3 s K mE )i

]
1 234568 1 23456 123456

s

5 ADNA-92 MMt} B eDNA Rétth
Southern #3r
Fiz. 5 Southern blot hybridization of re-
strictiom fragments of lambda genomic
DNA-92 with 3’ and 5 ¢DNA probes.

(a) #5## DNA F 0.79 IREEREEB K (b) ¥P-

cDNA-924H (c) *?P-Agt10cDNA-92 {4+

Southern Ze3%, 4 FEi7#ARADNA Hindlll

@X134 DNA Haelll 5By, *P-c DNA 5 X 10¢
cpm, X-ZR K 12h

ADNA-92 was digested with combinations
of various restriction endonucleases. The
digests were subjected to 0.7% agarose gel
electrophoresis (a) and Southern hybridized
with *P-cDNA-92 probe (b) and *P-Agt 10
¢DNA-92 probe (c¢). The various restriction
digestions are shown in three frames reading
from left to right. I: (1) EcoRIl; (2) EcoRI +
Sall; (3) EcoRl + Xbal; (4) EcoRI + BamHI;
(5) EcoRI + Sphl;(6) EcoRl + Sma I II: (1)
EcoRl + Taql; (2) Hindlll; (3) Taql -+ Hind-
111; (4) Taql; (5) Taql + Pstl; (6) Pstl. II:
(1) Xbal + Smal; (2) Xbal + Kpnl; (3) Xba
1+ Sphl3 (4)Xbal + BamHI; (5)Xbal 4+ Sall:
(6)Xbal + Tagl. Input of both **P-cDNA
probes was 5 X 10° cpm; film was exposed
for 12h. DNA size markers shown at left
were HindIIl digest of lambda DNA and
Haelll digest of ¢X 174 DNA
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Fig. 6 Restriction maps of lambda
genomic DNA-92, or-119

ADNA-92(a), ®-119 (b) $9FRHIMEES B iR
f#F Southern FeAZ ik, B hP:Pstl, B;BamHI,
Sm:Smal, K:Kpnl, E:EcoRI, H:Hindlll

The restriction maps are deduced by the co-

mbination of the partial digestions dnd Sout-

hern hybridizations of DNA-92(a), o#-119(b),

respectively. The letter P is Pstl Bis'BamHI,

Sm is Smal, K is Kpnl, E is EcoRI and H is
HindlIll, respectively..
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EFFECT OF SCAVENGERS OF REACTIVE OXYGEN
SPECIES AND Ca’*-CHANNEL BLOCKER ON THE
HUMAN LYMPHOCYTE CHEMILUMI!NESCENCE

Zhang Xuejun, Liu Lian, Si Chanping
(Decpartmens of Microbiology, Ankui Medical University, Hufei 230032)

ABSTRACT

It was reported that Con A-induced, Luminol-dependent chemiluminescence response of
human peripheral lymphocytes might be inhibited by scavengers of reactive oxygen species
(ROS), ie, vitamin C, sodium benzoate, mannitol, L-histidine, superoxide dismutase (SOD)
and catalase. It was suggested that human lymphocyte chemiluminescence (Ly-CL) is related
to the generation of ROS after lymphocytes were stimulated with Con A. ROS participating
in human Ly-CL contained *OH, 'O,, H,0,, Oj and so on. The higher the concentraction
of Ca**-channel blocker Verapamil presented, the lower the intensity of human Ly-CL
observed. Probably, human Ly-CL depended on increased intracellular [Ca’*] of lymphocyte
stimulated with antigens or mitogens. These findings propose that human Ly-CL may be an

early events of lymphocyte activation.

Key word lymphocyte chemiluminescence, reactive oxygen species scavenger, Ca’*-
channel blocker
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(Continued from page 452)
SCREENING OF RAT GENOMIC LIBRARY WITH MINI-PLASMID

Xu Youhai
(Shanghai Institute of Cell Biology, Academia Sinica, Shanghai 200031)

ABSTRACT

Two androgen related cDNA fragments werc re-cioned into mini-plasmid AN7 (885bp)
and then integrated into phage chromosome of lambda Charon 4A-rat liver genomic library
by reciprocal recombination. The selected lambda DNA clones with the homologous sequence
to the cDNAs were identified by genetic test and dot hybridization.

Key words rat genomic library, mini-plasmid « AN7, DNA molecular cloning
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