Enzymati c Assay of ANCROD
(EC 3.4.21.28)

PRI NCI PLE:

Fi bri nogen 224> Fjprin

CONDI TIONS: T = 37°C, pH 7.35

METHOD: Fi broneter
REAGENTS:
A. 143 mM 5, 5-Di et hyl barbi turate and 143 mM Sodi um
Acetate Solution (Soln A)
(Prepare 275 ml in deionized water using Sodium
Acetate, Trihydrate, Sigma Prod. No. S-8625, and
Barbital, Sodium Salt, Sigma Prod. No. B-0500.)
B. 4.25% (w/'v) Sodium Chloride Sol ution
(Prepare 300 ml in deionized water using Sodi um
Chloride, Sigma Prod. No. S-9625.)
C. 36 mM5,5-Diethylbarbiturate, 36 nM Sodi um Acet at e,
0.85% (W v) Sodium Chloride Solution, pH 7.35 at 25°C
(Sol n B)
(Prepare 1 liter by conbining 250 m of Reagent A, 200
m of Reagent B, 217 m of 0.1 MHC, and 333 m of
dei oni zed water. Adjust the pHto 7.35 at 37°C with
either 1 MHCl or 1 M NaCH.)
D. 25.7 mM Sodium Citrate Sol ution
(Prepare 100 m in deionized water using Citric Acid
Trisodium Salt, Dihydrate Sigma Prod. No. C-7254.)
E. 0.85% (wv) Sodium Chloride Solution (NaCl)
(Prepare 300 m in deionized water using Reagent B.)
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Enzymati c Assay of ANCROD
(EC 3.4.21.28)

REAGENTS:

F

7.2 mM 5,5-Di et hyl barbiturate, 7.2 nmM Sodi um Acet at e,
5.1 mM Sodium Citrate, 0.68% (w v) Sodi um Chl ori de,
1.0% (w v) Bovine Serum Al bumi n, and 0.5% (wW v)

Pol yet hyl ene d ycol (Enz Dil)

(Prepare 500 m by combining 100 ml of Reagent C, 100
m of Reagent D, 300 ml of Reagent E, Al bum n Bovi ne,
Sigma Prod. No. A-4378, and Pol yet hyl ene d ycol Signa
Pr od.

No. P-2139.)

Pl asma Sol ution (Pl asng)

(I medi ately before use, reconstitute 2.0 m of Hunman
Plasma, |yophilized with 2 ml of deionized water.
Then add 2 mM of Reagent E. Keep at room
tenmperature.)

Ancrod Enzyme Sol ution (Ancrod)

(I mmedi ately before use, reconstitute the Ancrod vi al
with 1 m of deionized water. Further dilute to

2.7 - 5.1 units/m of Ancrod in Reagent F, in glass
tubes. Serial dilutions should be made in Reagent F
so that clotting tines are between 15 - 25 seconds.

If the clotting time recorded is too |ong, increase
the Ancrod concentration. |If the time recorded is too
short, decrease the Ancrod concentration. Subsequent
dilutions are also to be made in glass tubes.)

NI H Thrombi n St andard Sol uti on (Std)

(Use Thrombi n Reference Standard (Lot J) which has
been diluted in Reagent F. Note: The current

St andard Curve has been nade with N.1.H Thrombin
Standard diluted in glass test tubes. Next Standard
Curve (late 1995) will use Plastic test tubes.?)

PROCEDURE:

Step 1:

Pipette (in milliliters) the foll owi ng reagents into
fibrometer cups, which have been pre-warnmed to 37°C

Test

Reagent G (Pl asm) 0. 20

Allow to stand at 37°C for thirty seconds. Then add:
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Reagent H (Ancr od) 0.10
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Enzymati c Assay of ANCROD
(EC 3.4.21.28)

PROCEDURE: (conti nued)

Record the clotting time using a suitably thernostatted
fibrometer. A 0.3 m fibrometer probe should be used.

Conpare the clotting tinmes of the Tests against a NI H
Standard Curve for Thronbin clotting tinmes versus units of
Thrombin/ m .

Determ ne the units of Ancrod of the Test fromthe
St andard Curve.

CALCULATI ONS:
Units/m enzyme = (Units of Ancrod from Std Curve) (df)
df = Dilution factor

units/m enzyne

Units/mg solid =
nmg solid/m enzyne

units/m enzyne
Units/mg protein =

nmg protein/m enzyne
UNI T DEFI NI TI ON:

Activity is expressed in NIH units obtained by direct
conparison to a NIH Thronbi n Reference Standard, Lot J.

FI NAL ASSAY CONCENTRATI ONS:

In a 0.30 mM reaction mx, the final concentrations are
33% (v/v) plasma, and 0.27 - 0.51 unit ancrod (conponents
of the enzyne diluent are not included).

REFERENCE:

Human Bl ood Coagul ati on, Haenostasis, and Thronbosis
(1976)

p. 721-722, 2nd ed., R Biggs, ed., Blackwell Scientific
Publ i cati ons

NOTES:

1. Standards should be used i mMmedi ately and kept on ice
after they are dissol ved.
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Enzymati c Assay of ANCROD
(EC 3.4.21.28)

NOTES: (conti nued)
2. This assay is based on the cited reference.

3. Vhere Sigma Product or Stock nunbers are specified,
equi val ent reagents may be substituted.

This procedure is for informational purposes. For a current copy of Sigma’s quality control
procedure contact our Technical Service Department.
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