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Production and Purification of A Phage clss; Repressor Protein
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Abstract — Runaway replication plasmid pSY35AT was used for the production of clg: repressor
protein. E. coli MC1065 having plasmid pSY35AT was shifted from 30C to 37C. ¢l repressor
protein produced was purified by a modification of the purification method of wild type ¢l
repressor. The concentration of purified clys; repressor protein was 0.11 mg/m/. The binding
assay of cly; repressor and right promoter - right operater (PiOg) labeled with *H-CTP was

done. Relative activity of purified c¢lys;

repressor was higher about 23 times than that of cell

free extract. A higher value of the temperature in the binding assay led to a lower value

of the binding activity.
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Fig. 1. A map of plasmid pSY35AT.
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Bacterial strains and plasmids used in the study

Strains/plasmids

(Genotypes and characteristics

Sources

M{ 1065 leub6, lac74, trpC9830, strA P.N. Kundu ef al (22)

RRI hsdS20(r, my ), ara-14, proA2, lacYl F. Boliver ¢t al. (24)
galK2, vpsl.20, xyI-5, mtl-1, supEd4

pSY35AT Clisz, PiPg, cop, Te' P.N. Kundu e¢f al. (22)

pSY10 clysr, PePi-cro-lacZ-cva, Km® S. Sugimoto ef al. (17)

pSY1l clyen, Pr, Km' This work

T and Km® indicate the phenotype of tetracycline and kanamycin resistance, respectively.
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Fig. 2. SDS-PAGE of the proteins in the purification
steps of clys» repressor protein using E. coli MC1065
harbouring plasmid pSY35AT.

[.ane 1: supernatant {rom the precipitation by polveth-
yleneimine, lane 2: solution washed with SB plus 0.2 M
KCI (the polyethyleneimine pellet), lane 3: supernatant
eluted with SB plus 0.6 M KCI (the polyethyleneimine
pellet), lane 4: solution after the dialysis of the precipi-
tate by ammonium sulfate, lane 5: markers, lane 6:
cell free extract. CM-Toyo pearl column by using SB
plus 0.35 M KCl({lane 7), 0.05 M KCl(ane &), 0.1 M KClI
(lane 9), 0.5 M KCl{lane 10) and 0.25M KCl(lane 11)

was eluted.
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Fig. 3. SDS-PAGE of purified clgs; repressor protein.
Lane 1: markers, lane 2: cli; repressor protein
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Fig. 4. Construction of plasmid pSY1l harbouring PzOg.

Table 2. Relative activity of clss; repressor during puri-
fication steps

o

Sample Repressor binding

(cpm/mg-protein)

Cell free extract 250
4,800
5,800

CM-Toyo pearl column chromatography
Hydroxyapatite column chromatography

Temperature: 30C

DNA ©}3#-2- agarose gel25-] ¥-zjd}gich Helgh
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