KOR. JOUR. MICROBIOL August. 1994 p. 297~300

Vol 32 No. 4

Streptomyces diastatochromogenesZFE{ MBtF A Sdil2| | & H|

b

3 %
-

A O A

*E&®ETSR

OlSfo{X|CHEt R Xiointeichst MEDISn, MECHE D EXI0MS ST HIE

Bkl Ee@t AT AAN AYEL: 8BS A8l 1 7HEH Strepromyces diastatochromo-
genesZNE AVE L 4§ AL, o] F3o] AV RL: Sdild TM 15 g 2V H streptomycin

sulfate A, ammonium sulfate WA, hydroxylapatite column chromatography, Sephacryl

S-200

HR column chromatography, hydroxylapatite column chromatography®] SAE AN ¥aisigls,
SDS-polyacrylamide gel electrophoresisol l3hd 2l ¥ 158 2F 35,000 Dao-2 #Y 5 9lcl,

KEY WORDS (7] Streptomyces diastatochromogenes, restriction endonuclease, Sdil, purification

G Feo] Fo] AFonfe] APasst
W7ol $7 isoschizomerE E§3ted of 2,000
FH7F 48 glen, HIdx AE A2
AQE A7 BAR T 2} (5). AFEAE type L L
9 HI2 $F=ed (13), ypeld) 43 EcoBs}
EcoK7t 28 7Y AgA Lok Typell= of
F82 ARAALS L, A9} AN
Y g}e] Whg Fof §A o] §ol3ln {FHz ¥
4. DNA sequencing. gene cloning 5 #347} =}
2% 7€y 99 £4oE o] 5T 9l g But
oluizl, DNA-xh# Al 443 2b8-8 odF sl dlolx
of-$- F234 ol&Hu qrk a7tz oo
AR L7 Felo A dA= D AFsiEo] Algho]
51 v ubd, ot A7 Sllel e e, A
Ao Fo42e AMBEA Lo RY A77) sl
2l 24 dyo|o) wEtA & APk E ol 4]
Rl S djae 2 AFase] §55 A
F O AREALE Fusiedct

e W Uy

ARRTFE 9 uiY

olg] Feo| ool Fel® wAlg oF 0FE
tjAte 2 A F-F-8 AR AR Srepromyces
diastatochromogenes (1)ol| 4] AP A4 ZHAdo] Fal
5] o] FF-F AAstdc). w9 A& nutrient
0.5%. yeast extract 0.2%, NaCl 0.8%, glucose 0.5%
(pH 7.2) (11)°]v. agar slantoll 4 24 7 # & $1¢]
s R A Aeduodyt F uiokodg B wickelolA
4%7} S =& HF8he] 30°Coll A 4827t wfalad
o

Agts Al §y &%

297

Agase] &4 242 7+ FAdAuct A58}
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Table 1. Purification of Sdil from Streptomyces diastatochromogenes.

Total protein  Total activity  Specific activity  Purification Yield
(mg) (unit* X 10 ) (unit/mgX10 %) fold (%)
Crude extract 1549 - - - -
Streptomycin sulfate precipitation 149.9 - - - -
Ammonium sulfate precipitation 70.5 - - — -
Hydroxylapatite chromatography 503 4.5210 8.995 1 100
Sephacryl S-200 HR chromatography 8.5 4.0840 47.878 53 90
Hydroxylapatite chromatography 0.6 1.4325 23.4836 26 32

* One unit is defined as the amount of the enzyme required for complete digestion of 1 yug of lambda DNA in 1 hr at

37°C.
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Fig. 1. Furffication of the ammonium sulfate precifita-
tes by hydroxylapatite column chromatography.
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Fig. 2. Purification of eluate from hydroxylapatite
column by sephacryl S-200 HR column
chromatography.
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Fig. 3. Purification of eluate from sephacryl 5-200 HR
column by hydroxylapatite column chromato-

graphy.
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Furification of Sdil from S. diastatochromogenes
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Fig. 4. Esumation of subunit molecular weight of Sdil
by SDS-polyacrylamide gel electraophoresis.
A. B-galactosidase (116.000 Da); B, phosphory-
lase b (97.400 Da): C. albumin, bovine (66,000
Da): D. albumin. egg (45.000 Da); E. carbonic
anhydrase (29.000 Da).
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ABSTRACT: Purification of Restriction Endonuclease, Sd4il, from Strepromyces diastatochromogenes

Bae, Moo* and Eun-Sook Song (Department of Biological Science, College
of Natural Science, Ewha Woman's University. Seoul 120-750, Korea)

About thirty bacterial strains of actinomycete isolated from the soil were examined for the
presence of restriction endonuclease activity. Streptomyces diastatochromogenes. which was
identified previously. was found to contain restriction endonuclease activity. The purification
of this enzyme, Sdil. was carried out via streptomycin sulfate precipitation and ammonium
sulfate fractionation followed by hydroxylapatite column chromatography. Sephacryl S-200
HR column chromatography and second hydroxylapatite column chromatography.
SDS-polyacrylamide gel electrophoresis of the active protein (purified from various column

chromatography) resulted in 35000 Da protein.



