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ABSTRACT

In this study, 5'-Nucleotidase isoenzymes were partially purified from blood sera of
anemic patients, through different steps including: Protein precipitation with ammonium
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sulfate and dialysis. Three isoenzymes were isolated from dialyzed protein fraction by
using Anion-exchange chromactography (DEAE-Cellulose A-50), with maximum
purification folds (22.13) for isoenzyme I11.

In addition, the kinetic studies for the isolated isoenzymes were carried out, which
included the effect of different substrate (5'- AMP) concentration and determination their
Km values: 14.08, 12.98 and 8.4 (mM) respectively compared to normal; 13.0, 14.08 and
15.6 (mM).
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I.U/L

Protein conc. gm/100ml
Activity

2726252423222120191817161514131211109 8 7 6 5 4 3 2 1

Fraction number

—@—5-NT Activity — -4 - protein conc.

5°-NT :1

I . (1)

Elution
| DEAE-Cellulose A-50
.(Zeffren and Hall, 1973)
5'-NT 1
Elute S-NT ;‘3{?} Protein Total Specific pI::igf:'::t;)ofn };i:ld
St Activity Activity conc. protein activity* ok
€p (ml) (I.U/L) 1.U/L) (gm/100ml) (gm) (1.U/gm) (Fold) %
crude serum | 5 43 215.0 5877 | 29385 | 0.73 - 100
Ammonium | 5 4167 | 20835 | 4587 | 22935 | o091 1.24 97
sulfate
Dialysis 2 45 90.0 2.785 5.57 1.61 22 42
DEAE-
Cellulose
A-50
Isoenzyme I 10 45 450.0 1.249 12.49 3.60 494 21
Isoefgyme 10 | 43.67 | 4367 0.307 3.07 14.22 19.49 20
Isoeﬁyme 10 53 530.0 0.328 3.28 16.16 22.13 25

* Specific activity (1.U/gm) =5"-NT Activity (1 .U/L) / Protein conc. (gm/100ml)
** Degree of purification (Fold )=Specific activity of purefied sample / Specific activity of crude serum
*** Yield =Total protein of purefied / crude serum
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I Km . (5-AMP)
(5-AMP)
Km
or II I S'-NT Km :2
( 1/ ) Km
[s]/iv vs. [s] 1/[s] vs. 1/
Enzyme
serum 12.8 14 12.5 14.5
Isoenzyme I 13.1 14.5 13.0 14.08
Isoenzyme I1 14.5 12.7 14.08 12.98
Isoenzyme 111 15.5 8.5 15.6 8.4
5-N 1977 .
SNT II 1
-'5 .2000 .
1995 .
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