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I.
PRINCIPLE:
VonWillebrand Factor (VWF) is the molecule that is absent or abnormal in patients with vonWillebrand’s disease.  The function and level of this molecule can be measured by the aggregation of platelets with Ristocetin in the presence of patient, or control, plasma. In Type IIB vonWillebrand’s variant, the patient’s platelets respond to lower concentrations of Ristocetin than normal.

II.
SPECIMEN:
The specimen is collected and handled the same as for platelet aggregation – see Platelet Aggregation section of this Procedure Manual, “Specimen” section of the procedure.

III.
PROCEDURE:
Refer to Platelet Aggregation Procedure for specimen collection, preparation of specimen, and preparation of aggregometer. The specimen is only tested with the concentrated and dilutions of Ristocetin.

A. Reagent preparation:
1. 
Ristocetin 100 mg. vial reconstituted with 4 ml. deionized water = 25 
mg./ml

2. 
Preparation of Ristocetin dilutions:


B.
Final Concentration:


1.
Dilution

Initial Concentration

after 1:20 dilution

2.
Undiluted

25 mg/ml


1.25 mg/ml

3.
1:2


12.5 mg/ml


0.625 mg/ml

4.
1:4

  
6.25 mg/ml


0.312 mg/ml

C.
Aggregation of specimen:

1. Pipet 0.4 ml PPP into cuvette.

2. Pipet 0.4 ml PRP into cuvette containing magnet.

3. Adjust aggregometer baselines.

4. Pipet 20 ul Ristocetin dilutions into center of each cuvette.

5. Repeat aggregation using lower concentrations until no aggregation is observed.
IV.
REAGENTS:
A.

3.24% Sodium citrate, 3.24 grams/100 ml deionized water

B.

Ristocetin 100 mg vial reconstituted with 4.0 ml deionized water

C.

Ristocetin dilutions prepared with deionized water immediately before testing


D.
Supplies:


1.
Platelet aggregometer


2.
Aggregometer magnets


3.
Aggregometer cuvettes


4.
Associated aggregometer computer


5.
Adjustable pipets and tips (100-1000 and 0-20)


6.
Polycarbonate collecting tubes


7.
Laboratory centrifuge with adjustable speed and timer (900 rpm for prp  

                        and 3000rpm for ppp, both spun for
10 minutes


            
8.
12 x75mm plastic tubes and caps


E.
Interpretation:


Patients with Type IIB von Willebrand’s will demonstrate platelet aggregation 
with low concentrations of Ristocetin. Normal individuals and other types of von 
Willebrand’s patients will demonstrate no aggregation at lower concentrations of 
Ristocetin.


F.
Reporting:


Refer to Platelet Aggregation Procedure for reporting the percent aggregation of 
each ristocetin dilution. Complete patient information sheet, aggregation result 
print-out and place in the Resident/attending file for interpretation.  
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