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500 mL 4 pH 8. 2.0. 1 mol/L BYBSEELLEE mhul- N & 5 mmol/L WFiELZEE. 4.4 B8k
Fi it yE-10 000 g~ 10 min Bl FiL5E: LEF#EAA 40 B (NH .80, B .L FH i
I B A 70X I E (NHL.S0, E.0F LFG:RACERBE T HIER. B
BB A iE. | DEAE Sepharose CL-6B #(2. 6~ 95 em) . LIS BUB r S RERR 2 18
{AE.0~0.5 mol/L B KCl #8856 mL/%.1.2 mL/min, UWERIEE.70% RME
{NH, .80, L&, & (2 5000 g~ 10 min). 3f EiF#. B R EBUE WS .
Sephadex G-100(2. 6~ 93 cr) 47,10 mL/ & . JRE 0. 5 mL/min. S HMEE BB IK
(2. 65030 cm) 24T« BAIRBUB MR BB 2 AREGRUS . B 0~0. 3 mol/L 9 K,HPO, R A
B3 mL/E.0.15 mL/min, ¢ £ 8535 & IE5; 7E 0. 05 mol Tris-HCL(pHS. 0Y#E4H .|
HZE 0.1 mol Tris-HCI (& 30% fd 1 & (NH, .50, .pH 8. 0) § % #1.Phenyl Sepharose
CL-4B(1. 6330 cm) 2#7, bl 30% ~0 fa #1 B (NH,),50,.0. 1 mol Tris-HC] 5 B gEAR »
4 mL/E. T mL/min . REE: ERBESBEN - REEHEBK- DTLIEEFE
A BB 4% 5 M6 BL N B € UROS RIBLE . SRS DS BERL - A 0. T mol/L.pHB. 2 9 Tris-
HCl, & R 53 502 By H il . 5 mmol/L (193 3 Z B MgCl, . 20°C {£7E.
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A0 1 mL = BEER,. NEEDQ. 8 000 g¢X10 min &.[>. - ## F Beckmen DUT 43
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1.2.3 SDS-PAGE #3881 # ALAD £ FHF R Laemmli 2519, 58 45H12.5%
BISrBERG, B 7P 2. 50 RO BE A kR SR 1. UROS 84T R B i af R AR
# . 7E Sephadex G-100{1. 6 X 90 cO £ _E 4 Fhr A O TSI S/ (140 ku) . 2 M LT
FE 67 kal., EIPEFEOEMS k) LA FE C12 kuy , UROS M H & L Sephdex
G-100 & {h %48 . BB KB PLAH.
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Isolation and purification of uroporphyrinogen H

synthase from wheat leaf

FAN Jun'?*,GUO Ai-guang’
UL Department of Basic Science, Northwestern Agrecultural Umiversity Y angiing .Shaanxi 712100.Chéina)
(2 Anhwr Agricudrural University, Hefei 230061 Chana}

Abstract:; Uroporphyrinogen T synthase (UROS) is isclated and purified from
wheat leaves by 402 —70% ammonium sulphate fractionation and followed by chro-
matography DEAE Sepharose CL-6B,Sephadex G-100, hydroxylatite, Phenyl Sepharose
CL-4B and finally by electrophoresis. The purified enzyme has a specific activity of 257
#mol/(mg + min) protein at pH of & 5. It shows homogeneity and has a subunit Mr of
54 ku by SDS-PAGE. The whole enzyme has about a relative Mr of 66 ku by Sephadex
G-100 and thus appears to be monomeric. Its pl is about 6. 3. It was maximally active at
a temperature of 40°C and activated by 2-mercaptothanol and Mg**+. The purified enzyme
after concentrated is stored with a loss of 90% activity for a week at —20°C in the dark
in 0. 1 mol/L Tris-HCI buffer (pH 8. 5),including 50% of glyceral .5 mmol/L 2-mercap-
toethancl and MgCl,.
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