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BHERIFHEEBES T REM
WO REY

GLFEHMEWHRF HE 250100

W ¥ BHRBHERATEMMRE SIS (Ap', Tc) WHIGHIE (Corynebacterivm
crenatum) 6282 Be@ {h A Hind X @47 K B b, HREI®A-B4 2 sthiEn DNA KB, S5
WA~ E AR A& 3 0SDB5 Hi pSDB21. &8 W1 B MBI B BT RAFE & 300pe/ml Te
ER K. BRI, pSDBS WA FE R 1. 6kb, pSDB21 M3 A KB A 3. 4kb,
FAPMER TEMNHRFIEEDES. 3 pSDB21 #IH K EcoR 1 MiBel I {5, AN TRE
METSEHEEEXH B, WER pSDR216 Hl pSDB211, MTi{#EE Zh F 26 F £ 0. Ikb I
Begl 1 /Hind R MERE L. ﬁ?%ﬁ%ﬁﬁ%ﬂ?ﬁﬁmi&ﬁ"ﬂﬁﬁﬂ FIHRERT DNA BB
LHE T St HH B 6282 W EHE DNA,

XWR A BET, MEAW. 24

BFER - XIENEEMEH. I TEAT LA FHEZEHE. AHADNA E4
BEARWAMER EF-EHTEE, AEETNEERELES AFEENERME
BEX. B, BABSHRET KBFEAEREZENR G S EEFICH S8R
Bk, FELERMENEITEDNA RS, MAXERERELRR, LETET
BN ZFEERE DS B PHXBEEND, HFROEHET & @i, CAR
XA R B AT B FOR: PXZ 10245 - HUBESI R HEAT THE, 45 pBR322 41U 5 BORL
e A L HE AL BB BT B BO A To-13 b O, fAhTigbiem, X EE LA R
W45

BEMLEERZETEANE SR, TIRSTEEREPEFETNFA, Hit,
ERFEPHEREN. RABRBINENERS T IEHERGFERNTRNEE
BERTRAMBANHRLS, BEHEEEL. ROMATKEFRES FHERRE,
S A e T B T6-13 fiTdk vk 6282 e fa ik F BB RA A3 TIREsy DNA K
By HEAWEE, HHF—TMBRTEEABREMT 0. 12kb # Bgl I /Hind X F B

Rft—EWMAR B FEHRENERRRTT TEM,

1 FRFh %
11 HEHNRN
1.1 1 ®¥: $it58rE (Corynebacterium crenatum) 6282 X B E (Escherichia

* MERSBHWRRI. WG 266032,
AT F 199348 H 28 BBl
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coli) ED8654, HIHAZIRTE.
1.1.2 &K pSDS1 (Ap', Tc', 5.6 kb), ZEHzr’l,
1.2 EFBENIEFFE
PEHEIT BRI R, 33CHEN: KBHEALB EHE, 3701,
1.3 RN B4
2 HOCERL6 J MBI, £ 1 mol/L NaCl @as.siifk.
1.4 shtatkpym

F 100ml FEBEFFR P FHREEE P, BOKEE K, BEFTF 4ml STE B@
(2004 B, 50mmol/L Tris. HCl, 50mmol/L EDTA, pHS8. 0), A 4mg @K, 37°C

K 30 435k, A 10ml ZY#8 ¥ (10mmol /L Tris + HCI, 0. 1mol/L EDTA pHS. 0, 0. 5%
SDS, 20ug/ml RNAase), 37°C {3} 30 236b. EMABE K (Z L% F 100pg/mD) 37C
fER 2 A, FAMBES. REMASERER, ZRHARCY. BIFHHAKIERES
R M. B0, ERASF, EEKERER/ BTN, BANMSKD, A
1/10 4B 3mol/L ZBR4H (PH5. 2) B R AR BN H /K ZBUi 3 DNA, R DNA
VRSN ERNY, A T0XNZMERE K, S, FZREERE, HEETE
PR . BHIA RNAase (F 20K B 100ug/ml), 37CHH 30 48, IMA ProteinaseK (4%
WA 100pg/ml) 37CHERE 30 4r0h, ¥k bk rie. FIER/EOrmiE, X AkZ®
¥ DNA, EFEMTER TEh, 4 Ct#%ﬁﬁ
1.5 met]). & #Hi

AN T, DNA XMW EEEWTRAT, FEMREAMSER.

¥4t 3 # Cohen™ ¥yt 4T,
1.6 DNA BMESFRNE

0- 74 SRURPEBERL e 0K » Ik G MM TAE, A PRI, WK 4—5V/cm, EIMTTF
Uk -

S FRME TR Meyers®I g, 1L A/Hind ¥ B4 H B IERRE.
1.7 Southern blot 43F3F

# W8 Maniatis T, RSO T, Bl Biotin-7-dATP (2H BRL £ #/]/~=
a) PRid#REr, ABAP Bilvfs,

2 %X
2.1 RHEBFEHIHEER) DNA HERRITERE

BEITHEMMBR pSDS 1 (Ap', Tc*) 2 pBR322 iy, HNFRHHE (Te) #
HEEAERHOZHER, THDHEEEDE, £2—FE4 S48 DNA K
B, HEMAN T SWEERA - Hind I {15, HHASH SN DNA K&, A
Tc" BRTRERE, FAX—-HFERFSRTERaE - BE5Rs8k0 DNA K.
. 6282 Refafk & Hind X 52 £8§4), 5 Hind N B§4089 pSDS | %, S KBITH
ED8654 BESMM - E X HEFHFBERMNUREN Fik_ L% 4EF@ 1D, 34488 624
THLT . RBEHATPH 4 PATRIER 240pg/ml Te fFHR EEK, B TRERIE.
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Pvull
Hindm
BamH |
BEt BT 62825k 4k DNA
Sal 1 Corynebacterium crenatum 282
Chromosomal DNA
Hind fit

Hindm

—_— —— . ——— ——

b3 3.3
Ligation

i AMtrd EDsasq
Transformation g ¢coli ED#g54

ETc $HAR Tor b+

Selection on Tc agar plates

1 HASDS | REABSHIRYAERITRNMAEDNA B

Fig.1 Cloning of promoter functional fragments in pSDS I from chromosomal
DNA of Corynebacterium crenatum

RBFR, 4 Hind N B, RAETIYEHSMEDNA, Kt 2 1A L4 300pg/ml Te
BT LK, ST R 4 2% pSDBS5 1 pSDB21,
2.2 REFN pSDBS T pSDB21 MR SERLTHl

i pSDBS g4y HindX , PstI , Pvul |, EcoR 1., BamH I | Sal 1l ., Xho ! Sig§&]A
Xho I +EcoR I S, ) 4 BXe kAR 2, - FRANLE 1. RIERIMFER,
R A B & IR IR R 45 pSDBS RGBS (M1 3).

g1 pSDB5 ARSI EI TS, HAA BB Y 1. 6kb, X E &% 1 APst 1 f1&.1 1 Xho
TR, R24Pvul i,
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Pyull Hindyy

Pvull
Xho I
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Pvuil
Pst | Hind 111
BamH |
Sal }
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Fig.3 Restriction endonuclease map of pSDB5

F1 HEEARK pSDBS N BS TR

Table 1 Molecular weights of recombinant

Fig. 2 Agarose gel electrophoretic

patterns of pSDB5

plasmid pSDBS restriction fragments

A. \Hind 1, R LEH AT b
Restriction endonuclease Number of site Molecular weight
B. pSDB5/Hind ¥ : -
y Hind E 2 5.6, 1.6
C. pSDB5/Pst I Pst 1 2 3.7, 3.5
D. pSDB5/Pvu I Pvu 1 4 3.2,2.1.1.0,0.9
E. pSDB5/Xho I ; Xho I 1 7.2
F. pSDB5/Xho 1 /Eco RI; EcoR 1 1 7.2
G. pSDBS/Eco RI; BamH_ | 1 7.2
H. pSDB5/Bam HI; Sal I 1 7.2
1. pSDB5/Sal I. Xho I +EcoR i z 5.2, 2.0

X pSDB21 #47 Hind ¥ , Pst 1 BamHI, Sal I , Bgl ¥ ., EcoR I . Pvu I K§ {1 FBgl I
FPst 1 Pvul +Sal | WAGY], B§UI A BEA DR 2, o ok L 4., FIHRER ISR,
HA1fEH pSDB21 gRg LI E (F 5.,
%2 MEERN pSDB21 KT AR5 F i

Table 2 Molecular weights of recombinant plasmid pSDB21 restriction fragments

P 4 P i 5 ¥ SF & (kb)
Restriction endonuclease Number of site Molecular weight
Hind X 2 5.6, 8.4 :
Pst 1 1 .0
Sal 1 2 8. 3| 6- 7
Bam H I 2 7.4, 1.6
Bgl 1 2 6.4, 2.6
EcoR I 3 4.7, 2.15, 2.15
Pvul 3 3.2y 3.2, 2.6
Bgl 1 +Pst ! 3 3.7, 2.7, 2.6
Pvu I +8al I 5 3.2, 3.2, 1.4, 0.7, 0.5
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1 BELI4M 47 T A, pSDB21 [9SMRIEA S Bt 3. 4kb, HAMFEF B EPvu, Sal T
BamH I fii {4 A% 14, Bgll. EcoR | i i BA 2.

1 H G F E D €C B A

Bglll EcoR 1

Hind IIl BamH 1

Pyull
EcoR |
Bglnl
Salr
Hind

HamH |
Sai 1

5 pSDB21 UM i

Fig-5 Restriction endonuclease map of pSDB21

- B4 pSDB21 BT KE
Fig. 4 Agarose gel electrophoretic patterns of pSDB21 2.3 DSDBZIO *ﬂ pSDB211 H{]*QERB@?

A.\/Hind 1, : BIRERL
B.pSDB 21/Pst 1 pSDB21 #hE KB L. Wik T: £EWER
C.pSDB 21/8al I, #H—4EcoR 1 P&, FERIFER pSDS T ki

D.pSDB 21/ Bam H 14

E.pSDB 21/Hind X ¢ A=A BeoR fizss, pSDB2I £ Beok | "
. pSoB 2175l 1 41, W24 2. 15kb /R B (3 1. 3kb
G. pSDB 21/Bgl 1 /Pstl; 84k DNA 1 3. Okb WHEA F B, E8, ¥
H.pSDB 21/Eco R 1 1L ED8654, G5 REX Te VR LB —Ht#%
1. pSDB 21/Pvu 1. WF. BB EWFHRE, £EoRT M

EcoR | +Hind X B§404}47, FWi%E 41 R g/t pSDB21 £ EcoR 1 KM /5 A 8 R
B, ¥4 % pSDB210, pSDB210 FALTT BA#E4 300pg/ml Te i AR AKX -
pSDB210 Fr{R B /£y 0. 4kb # EcoR 1 /Hind K #pE Bt E B A RN B3I THEE.

NTH--SERHTFEMTENNRER, RITHWE T 5 — LR pSDB211, pSDB21
2 Bel 1 WY, 2 okb BISMEH B, RIGiEE, HILEDSes4, 7 Te VAR LIk
T, GRLBT—-HMELT. REER SHISWTEVRAFNEEARN, @45
3 pSDB211, 4 pSDB211 BB #38] LFES 300pg/mi Te (9 4K, 88 pSDB211
FRSH 28 T XEBsF. EEpSDB210 FRIEHREEHFEALT 0. 4kb 1
EcoR I /Hind K Bt |, [fiZE pSDB211 7 0. 7kb A9 Hind X /Bg!l I B BB Te ESHE
BT, FHE S SR A SEtE D, B, BRATANERMR S FRETRETC &
WEFERA 0. 1kb g9 Bel I /Hind K ShES B F,

© PERZRMEMIRNATIFESHIEL http://journals. im. ac. cn



12 4 % L] % i 358

2.4 Southern blot 43 FZ3E
AT H—LRIUERNFTREORRE
BEhEER DNA FERETHAEHE

— C D 6282 e @ik, RAIME T Southern blot 43
I ey FAAe KM Yot bk DNA £ Hind X B
i R4 B 5 pSDB21 F1 pSDB5 (1 Hind T §§
o MEBAR—RRRK, R, BB
o Qae -

MEBRLE, DIEkOF#ES Biotin-7-dATP
ICHSME R BRI, TR, SR
F 6. £ pSDBS5 1 pSDB21 4R v Biab 15
&P BRZW., FaEEYHBEE/INR
BN B BER —KFTH, EHX
WTRAEBSHENAREFBEHGERT

B 6 pSDBS (%) #pSDB2l (£) #Fssem 0282 HIREHKDNA,
Fig. 6 Hybridization of Hind X -digested

chromosomal DNA with Biotin-7-dATP 3 itip
labelled inserted fragment .of pSDB5 B FEEEESTESRENER.
A Chromom 2521 1, TABIBRATHUNTARLR, 27
B.-pSDBS/Hind I; , @?Eﬁﬁ’f‘ﬁ%ﬂia 107 KA "8
C. Chromosome 6282/Hind K ; &, J‘im/i\zﬁgﬁ?ﬁu&ﬁm/bzzrﬁjm
D. pSDB 21/Hind . _ BB E T RNA Re#X R s FHiRAA
ZaMS, NTHRE T fEshBEEFRIRE.
XTHEHEES T, BAIRELED, &

BRI

Martin @AM BB EPRBHRAD T HNHE, —RERBHEMI
RERETFETBARRIE AIXBEDHTEESABITREMUNER. BE
“—10" R “—35" RURXBWAFRZER 170p KER. 5—K, MAEARE®
RS REARHE EXBFAEPHAXRAEIANNE. ENTEARLASKBITE
KLU B 3 FLH.

RIFEBIH XA DNA R BREKBHETHRIB S THE, HHEIITRETYE
ESKBHFAEMACINES F&W. B3 ¥ g, pSDB210 1 pSDB211 M E, RiTH
pSDB21 W33 FEM T 0- 1 kb # Bgl 1 /Hind X AFH B L, AFE—FEWIRRZFHE
HWHEFEEREXETRFRIRERM T E].

pSDB210 %4 T pSDB21 58T HEE KA 1. 3kb B {AM 3. Okb WSME B, R
BT Ap" 1 Tc' B ESARIC, 7 Tc HEEATRA— Hind X 150, BR—MRFH
HEAFH R LB
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RESTRICTION MAPS AND ORIENTATION OF
PROMOTER FUNCTIONAL FRAGMENTS
FROM CORYNEBACTERIUM

Kuai Jun Yan Wangming
(Microbiology Institute of Shandong University, Jinan 250100}

Abstract Two promoter functional fragments have been cloned from the chromosomal
DNA of Corynebacterium crenatum 6282 using the promoter-probe vector pSDSI (Ap’,
Te¢', 5.6kb). Two recombinant plasmids which resumed Tc resistance were named
pSDB5 and pSDB21. The restriction maps of them have been determined. The strains
haboring them all could grow on the plates containing 300pg/ml Tc. The inserted
fragtﬁent of pSDB5 was 1. 6kb, and of pSDB21 was 3. 4kb. Two subcloned plasmids of
pSDB21 were constructed with the aid of EcoRI and Bgl I sites respectively. By
removing the non-promoter functional fragments of pSDB21, its promoter of Tc' gene
was oriented on the 0. 1kb Bgl I /Hind I foreign fragment. Southern blot hybridization
showed that both of the two promoter functional fragments were from the chromosomal
DNA of Corynebacterium crenatum 6282.

Key words  Corynebacterium, Promoter, Restriction map, Orientation.
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