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Fig. 1 Elutioo profile of the enzymes from Psendomonas prtida on a2 DEAE-cellu-

lose (DE-52) chromatographic column
i (2.6%X30cm) MERE B FlE, 5—200mmel/L HESHERK.E Im] IE—5,
The column (2.6% 100cm) was equilibrated with buffer B, A linear ammonium sul-
fate gradient 5—200mmcl/L in iL of the same buffer was used and 3m} {ractions

were collected.
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f-ketoadipyl-CoA thiolase activity
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Aceroacetyl-CoA thiolase activity
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Fig. ? Purification of the 8-ketoadipyl-CoA thiolase from Pseudomonas putida by

chromatography on a phosphocellulose (P-11} column
WAE (16X 40em) ARy D, pHSE.2 EfF.100—400mmol/L FHESETEEE i,
%—Ho
The column (1.6 40cm) was equilibrated with buffer D pH6.2.
ate gradient 100—300mmol/L in 100¢ ml ot the same buffer was used and 3ml frac-
tions were collected.
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Purification of the 3-ketoadipyl-CoA thiclase from Pseudomonas putida
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Fig. 3 Polyacrylamide-gel electrophor-
esis of the purified @-ketoadipyl-CoA
thiolase from Psendomones putida

kE 80pg A, pH 8.3 BN BEH 7%,
0.05% ZLEi R s R-250 R f, 7% BEER
it 4
Approximartely 80ug ot the thiolasc was
subjected to polyacrylamide-gel elects-
ophoresis at pH 8.3 with 7% concentr-
ation gel. Afier electrophoresis at 3mA
pet tube for 3h the gels were stained
for 2h with 0.05% Commassie blue R-
250 and destained in 7% acetic acid.

A Haglund™ iR S o0& # B &
REHKNTENE - _RREE R
MAMERNESRS, BRIRE 35%.M
#E# & Ampholine pH3—10, A1 PHM64
B opH Pl B & BH oH He WRIX
R pl 465 (B 6)o

W
LRI, ETREMD AT
U 35 % M — RO R A A0 e A —

HERAMEE, 2FsMERnk
WEH, RET FRC BRI AEE

®, WERTHAEFE T RRm R

105 N

10 i y 1 L .
100 110 120 130 140 150

P& Elution volume (ml)

B4 F TSK HW-65F R ik e 8-1
E AR ANRBENS TR
Fig. 4 Molecular weight estimations of the
B-ketoadipyi-CoA thiclase on a HW-65F
column
BEME: 1L.6cmX90cm; B MR C; BE:
4°C; BT 0.8ml; YEHAE: UV(280am),
Gel bed: 1.6cm X 90¢m, Eluent: buffer C,
Temperature: 4°C, Sample load: 0.8ml, De-
tector: UV(280am).
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molecular weight of the @g-ketoadipyl-

CoA thiolase by SDS-gel electrophoresis
Wk ESH SDS #9109 BEEY E#1To

The clectrophoresis was carried out in

1095 acrylamide gels.
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3. WEEA Ovalbumin (45000)

4. BESATES Carbonic anhydrase (31000)
5. KEHMEARMEN
inhibitor (21500)
6. BHEMEEE Thiolase (40000)

Soybean 1trypsin
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PURIFICATION AND PROPERTIES OF 3-KETOADIPYL.-
COENZYME A THIOLASE FROM PSEUDOMONAS
PUTIDA
Li Qin

(Tnstiture of Microbiolegy, dcodemia Sinica, Beifing}

L. Nicholas Ornston

(Deparimen: of Biology, Yale University, New Haven, USA)

The B-keroadipyl-CoA thiolase from
Psenudomaonas putida has been purified 113-
fold to homogeneity as judged by polyacry-
lamide-gel electrophoresis in our studies. The
enzyme has a molecular weight of 152000, and
is composed of four identical subunits. The
subunit molecular weight is 40000. The

isoelectric point of the thiolase cbtained by
gel electrofocusing is plé.5.
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Pseudomonas purida; B-Ketoadipyl-Coen~
zyme A; Thiolase
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