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(hE M YRR, L)

Ll Himd1 F FeoRl MEMEHE pDGS1 Ak DNA & T 29 MEEY DNA FB. %
DNA BBy A# 17 AR RS A MR (pseudooperator), H—#i % Hindlll 3k, 5~ N
FeoRU $3ko 29 A0 EMF B pBR32S FRALE B2 464k, WL 1KIS 568 pQHL00(APTcCm'),
FOH100DNA 43 Bl Hendlll, EcoRl B8 KR AR 50 W B AGH, 22 B B bk 0BT L R BB, pQH
100DNA & FHA 2 PURH KN, X4 DNA FEBRE Hodlll fif & 1L DL R0 5 R E,

XA DURAEE; R

EOESFEXNEN DNA BHIXHE
iR R RAPREERN BRI RN —
AETEE, AUEASBYIERMBEE
R¥FAEINF R AR Es—~a R
iR, ([AFEH A R A DNA # #,
ONA RSN AR AR A KB BE AN &
sy DNA BT aTeE .

Kawashima % HeZENEETLS
LT 29 TR ER DNA KB, A BEF
ILEXTFRERY 17 DR N A RN,
Ho-yig Hind U1 A, B—¥4 EcoR 1
S {BIE 29 MRAEX FrEv Rl pBR
313 Rk, EEBTHHEEI L LRY
EE pDGSL ik, ALEMHAEALTE
THE—-TEEE2E N RBUAERNR
fo A pDGS1 FhIHI&E T 2 IR RN
DNA R, HEEmER pBR325 fi i
L EBTEVEEEG T AERA L R
EER pQH 160 i

MoEE T OE

(— e, JERLTORE

Fooedds MBIOL HRE(EREE. BKTRH
|BR3725 1 pMBY, pDG3! ki Kawashima {f
LRI, PRAET ReoRI KD T4 DNA EHEELL

g New England Biolabs, HindlIl i ] Bochringer-

Mannheim, X HHERERE REREE Wonhi
ngon A, AEERAKE 36 TREX DNA i
Bty Harry Nick B,

(=) Fim DNA fyi&

3T S|4 pBR32S DNA, ¥4 ik ik poX
BriT s HB10I HRMERRN M KHEFED,
¥ TR R I S S B A K E A B R TR
FEPMAHEREBE (tobicin )37°CHR G IEF 14
/N o B K R i ARG/ EDTA /Brij-58 LB, 65
o L, B, 7 LI P MAE k. NaCl fk
2. -E 6000(PEG6000), {REESAIN 0.55M T
6%(W/V), 7 4°C BERIS B, B0 MG TR BLEE
¥ B 727E 10mM Tris-HCI-1mMEDTA(pH7 .5) i
o BJ5,% Biogel A-50 fHidik, I RNaA,
A eI E A E ) DNA,

ATFAEERARE, RITRAT Birnboim
Doly fyJ7#k""s

(Z) A ESRAERANNEG

Bk, i Hindll EgE) pDGS1 Ji &y DNA,
AW L B E: 2us IR DNA, 37°C R
/N BRI 38 HIREL Bl I A EcoRL, S5 R R B
A, X895 % New England Biolabs 3 52 1Y
Fth. &5, ERERNEPERZMA NaCl A
PEG6000, FREEAT B4 0,330 F1 69%(W/V), 37°C

AT 198442 3 F 7 RUCE,

FMTHERESEXEAR SIS LB AFMLER
Ponzy Lu HEESTRBN, Harry Nick {£RET
R 42 T 1 B S 00T e, YR,
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HRBLH, HOBRERE DNA R, £ LEHK
RMA SRR 95% WTB, —20C THESY
T, fEoyeh 10,000 $ELLE/NN , DNA FLRH
RBPED BB KGR 10% REBRE
B BB Fk AT B, i Maxam-Gilbert JHEECT ph
Bl DNA F B,

(M) EERE

7 200 35 BERE T BV i i ( 66mM Tris-HCI( pH
7.6)5 6.6 mM MgCl,, 10 mM DTT FJ 0.5 mM
ATP), fii A 2pmol A HURM KR DNA KB
0.015pmiol EcoRI Fg¥f)ihF Y pBR325 DNA(130:
1DR1 0.1 Bfr T4DNA E#E, 5C TR

(R) #ik

% Cohen ZF AHEEM,

(R) B4R DNA Bf5sfEE

. RABAHIERF B ApTeCm: i,

% Doly S AJFEE"1,HI#& 35k DNA, KL EcoRI
37°C BRYILE /NG, 7 10% BRABHKRES
B EREFTHR S E, EEHEAN DNA B, 4
TH—FBEBATEREEE DNA D Hinddl
i EcoRl f’gﬂﬁﬁﬂaﬁﬁ&ﬁ%ﬁ(o

2 S

(—) ApTe'Cm* T HTHIE

MR R A R E DNA B
5 pBR325 WYR4F T2 130 B, Ap'Te
Cm* FEHEA)E To B RBE 5%, 45
BEFERATF 130, ApTeCm® AR
Mo ATEFISEN L RIRMEE A,
WL R ER A B 5 T4DNA % i
 ERMER. BTEHERARSERK, A
JE.MA EcoRl EsH)fb#it#y pBR325,3¢
AIE R TADNA %8s, BT
BN, B2, BERNSH L By E
EEREGZEE, AT pBR325 DNA £
EcoRI E§YIJG , SkLARS VWAL A NS R 4L 22 ,
5 BN EREEBEE, S8L%
/8K 75% W ApTcCm® HfE, 1)
pMBY f# pBR325 ¥4k RRLL L. L&

PR, AT R B SRR 4 R

(=) =& DNA EANBRBER
MABASRTE, KB TRS

Ap'TeCm® Faf# , BEMLENEL s Tk, WHE
AR BT TR e, WH BRI
B ikl & JikE DNA, £ EcoRI E&fE,
T 10% BOTREPS i Bk BRI B kAT ek 4
Bo HAkEIIER, KES ApTeCm® 3T
FEXI S S8 Rt DNA FBE(inA 1
FtRde

B 1 EcoRI B4 DNA(Ap Tc"Cm")

RITRPS IR e ee

Fig. 1 Polyacrylamide gel electraphoresis of

digested clone DNA (Ap"Tc*Cm®) with EcoRI.

5% WP HNE R BRL , o Yk 48 Wil (89mM Tris, 89

mM FFER ZmM EDTA, pH 8.2),85mA, 166
V 5k 90 44 |

LAERNERY DNA FEB (36 ©BHER);

2—7. EcoRl B§¥EE DNA

5% polyacrylamide gel electrophoresis in 89 mM

Tris, 89 mM boric acid, 2 mM EDTA{pHS.2),

. 8mM, 160V, 90min

1.Fragment of lactose operator (36 base pairs);
2—7.Digestions of some clone DNAs with EcoRI.

T #—PEEA DNA FERT

AL RRGVEEE L 5§ HBICi(pQHI100 )i 4E
M2 fg?’%%qﬂ, 37°C E%i%ﬁ 3%% Aéﬁonm ;‘(3
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2] 1.0 i, JIA 1700g/m! EER. REH
4hi{t. pBR325DNA Ay}, Hl& pQHL00
DNA, H DNA [l HindlIIfl EcoRI{ER
MR W E R, TEEERC R Bk EERET
Pty DNA FEXW. 0 2 FR,
pQH100DNA £ EcoR1 52 £ Hg % s FEEE—A~
BAkHy DNA FEIX s & Bl Hindlll

%0 EcoRl SUHHENE, Wir=ti—8 /N

DNA B, MRATENNERRE,
M IFA BRI DNA FBR X #.
1% ,% pQH100 DNA 4yBiRl Hind 11

B 2 pQHI00 DNA HyEgREH &E
Fig. 2 Electrophoresis of pQH100 DNA,
digested by restriction endonucleases.

0% R R ARG E RS FHBERERA L
i.EcoRl EE¥HY pQH100DNA
2. Hindlll 1 EcoRl S52FERRET pQH 100 DNA
3. Hindll 7 EcoRI ¥F4F§iEe pQH 100 DNA

10% polyacrylamide gel electrophoresis, other

coditions were the same as the legend of Fig. 1l

1. Digestion of pQH100 DNA with EceRI,

2.Complete digestion of pQH100 DNA with
HindIll and EcoRl, )

3.Partial digestion of pQHIO0 DNA with
Hindlll and EcoRl

EcoRI HRAEERE 7 1.2 % SRR BEEERC B2 »
GERFH, Hindll BREIP=E—A 8 K1

(#1000 ZREY) DNA FE(E3).8

%, 29 AR EN DNA JFr B 5] pBR325

" DNA"#J EcoRI fiL:8 LR, XFMEFER

FrBIRAE Hind A LRLSKRE SkRTT

R, A 4 B, BT pBR325 DNA

ER A —A Hindlll {414, BT pQH

& 3 pQHINDNA HepFe k&
Fig. 3 Elecuophoresis of digestion pQH 100 DNA
| WERHEE Hindlll 2XHF B
1. 265 T IR B RERE B ik , L 3R 2 PP A 40mM Tris,
20mM NaAc H1 2mM EDTA (pHS.2), 90mA,
70V Hjk 3 /b, :
1.3 58, pQHI00DNA
2. HindIll f04Er pQH 100DNA
3.4 EcoRI Egilit®5s pQHI00DNA
The fragment with FindIll linkers on both ends
1.29 agarose gel clectrophoresis in 40mM Tris,
20mM NaAc, 2mM EDTA (pHB.2), at90mA,
70 volis for 3 h.
1.Coatrol, pQHI100 DNA .
2.Digestion of pQH100 DNA with HindIl}
3.Digestioz of pQHI00 DNA with EcoRl
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HindIIT
SeoRT I EcoRI Y Ecol}
2 f‘*ﬁc'rm ETCAT GGITGATANGTGC co naLITT EooRl N
- acq TAGTGGCGGCCAGTA ACACCTTAA €
BEindIIZ (1)
EHR Ligase ApT e
EceRI '
{3}
r BR32
Ap PER325 To" 1 EcoRI
(2)

dIII —-—b
coRI —
(43
B4 A R EEN R RE pOHI0DNA Ml
Fig. 4 Cloning of the lambda pscude-operator and digesiion of clone pQI100 DNA
1.0219 MR EX DNA FERU)(E88 17T PR EX A RRA EH, K34 Hindill 4,554 EcoRl
B, BERET Ecoll IR pBR32 (), MRMEHERE pQHI00(3),
I pQHI00 £ EroRl B4 58 AR ER DNA KE(D,ESHM A BMBMEE, ZEE Hiadlll
AELBENFTEEEF —&£,

(1L pQH100(3) % Hiadlll §0 E-oRl WERM™H: 29 £REM DNA BB,

1. The 29 base pair DNA fragmeni {1), containing the 17 base pair & pseudo-operator (boxed) with
HindIHl linker on onc end and EeoR! linker un the other end was ligated to BeoRI cut-pbR325
(23, giving pQHILR0{3).

1. The 58 base pair DNA fragment(4) was produced by digestion of pQH100 with EcoRI. It contains
two A pseudo-operator joined at the HindIll site in opposing ¢..entation.

1. ‘The 29 base pair DNA fragment(}) was produced by double digestions of pQHI100 with HindIll

and EcoRIl.

100DNA WHHA Hind 111 H15.XEHA
P AEEE 1000 B A, EcoRl E )
pQHING Peikiy 58 Dre R i B, 5 iE
BE U LBk B BRSNS TR B R
AL RATE S & T RS , R HLE D
¥k DNA, Ul EcoRI fER & )40 H
., B IREE EHIE A DNA BT
BERRL A, ot ,iX % DNA R B4 Al
HREIE, BB HUBYEN
DNA FEA 14 & (BikEik). B35
FeoRl YESESRENE, B4R 58 PR EER &Y
CEREXENS, AAERMKTZRET—
ANF ZEIKH DNA R, WREL Hind
I YEFe LB, B 2 — P T R R
S B — DT RN A Hindlll

Al EcoRl fESZEWENME, B4 29
TRENH DNA X®5h, MERASKAT
29 MR EF /T 58 MRREXTHI DNA X
o REEEERIH, 29 MEEN RN RK
HUEREREA KR DNA B (Rig
B pBR325 52 pMBY), ¥{b#A 4 H
fG.8%&ET 2,0 DNA i
FEFE & T Bl A,

RAIDERM pQHI0 FH, K&
#7TARIRYEE, AT DNA 51 868
& Cro HIEAMEERAXARBVE,

#£ F X W
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CLONING OF LAMBDA PSEUDO-OPERATOR

Zhang Qijin

(Institute of Biophysics, Academia Sinica, Beijing)

A 29 base pair fragment earrying the
17 base pair A pseudo-operator, flanked on
one end by Hind III linker and EesRI1
linker on another end, was prepared by
digestion of pDG51 DNA with HindIIT
and EcoRI. The fragment was ligated to
EcoRI-cui pBR3235, subsequently transfor-
med into E. coli HB101 cells, and clone
pQH100 (Ap' Ter Cm') was obtained.

pQH100 DNA was digested with restric.
tion nucleases FcoRI and Hindlll, then
was analyzed by gel electrophoresis. The
results indieated that pQHI106 DNA con-
taints two pseudo-operator fragments join-
ed head to head at the HindIIL
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Paeudo-operator; Cloning
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