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Summary of the MicroVal Validation of the Fossomatic™ FC (FOSS Analytical A/S)

against the EURL MMP Criteria for Enumeration of Somatic Cells in Raw Cow’s Milk

1. Principle of the alternative method

The Fossomatic™ FC is a fully automated flow cytometer for the rapid enumeration of somatic cells in
raw milk. The working principle of the instrument is based on colouring the somatic cells with a
fluorescent dye - ethidium bromide - after which they are counted electronically.

In the flow cytometer, the mixture of milk and staining solution is surrounded by a sheath liquid and
passed through a flow cell. In the flow cell, the stained somatic cells are exposed to light of a specific
wavelength. The cells emit fluorescent light pulses at a different wavelength, and the pulses are
amplified and recorded by a photo detector, multiplied by the working factor and displayed as a
somatic cell count in thousands per milliliter. The design of the flow cell must ensure that single cells
are separately counted.

Between each sample the flow system is thoroughly cleaned to reduce the carry-over to a minimum as

well as the risk of build-up and clogging inside the analyser.

This document is a summary of the results of the method comparison study and the interlaboratory
study with the Fossomatic™ FC (FOSS Analytical A/S) against the criteria in the EURL MMP

document from January 2013. The MicroVal validation report presents the full results of the validation.

2. Scope

Raw cow’s milk

3. Result and conclusions
3.1. Method comparison study
Fossomatic™ FC performance characteristics determined according to 1SO 8196-3 and 1SO 13366-2
are:

- Repeatability (r) per cell count level:

+  Low (ca. 140.10° cells/mL) 16 % (ISO 13366-2 17 %)
«  Medium (ca. 463.10° cells/mL) 11% (ISO 13366-2 11 %)
*  High (ca. 1 450.10° cells/mL) 8% (ISO 13366-2 8 %)
- Carry-over per cell count level (ISO 13366-2 for each cell count level CO < 2 %):

« Low (ca.500.10° cells/mL) Cyy = 0,45 %

Cuyn =-0,28 %
«  Medium (ca. 1 000.10° cells/mL) CuyL =021 %

C./u = 0,05 %
« High (ca.3000.10° cells/mL) Cuj = 0,13 %

Cyn=0,14%
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- Linearity (ISO 13366-2 for each cell count level rc <2 %) 1,7 %

- Lower limit of quantification (Lg): 37.10° cells/mL

- Upper limit of quantification: 10 000.10° cells/mL

- Intra-laboratory reproducibility (Rinra1an) Per cell count level:
* Low (ca. 140.10° cells/mL) 16 % (ISO 13366-2 19 %)
+  Medium (ca. 450.10° cells/mL) 11% (1SO 13366-2 14 %)
* High (ca. 1 450.10° cells/mL) 7% (1SO 13366-2 11 %)

- Fossomatic™ FC functions stable through the working day
- High fat and protein content of the milk do not influence the somatic cell count results
- The overall accuracy standard deviation s  is (EURL MMP s, , <10 %):

+ Individual cow milk samples 3%

«  Herd bulk cow milk samples 1%

3.2. Interlaboratory study
The interlaboratory study was performed according to ISO 5725-2 and IDF Bulletin 453/2012. The
overall precision characteristics of Fossomatic™ FC are:
- The interlaboratory standard deviation of repeatability s, = 20.10° cells/mL = 1 % (ISO 13366-2
s, = 5%)
- The between-laboratory standard deviation s, = 15.10° cells/mL = 1 %.
- The interlaboratory standard deviation of reproducibility sg = 24.10° cells/mL = 2 % (1IsO
13366-2 sg =5 %)

4. Final conclusion validation study
The Method Comparison Study and the Interlaboratory Study show that the alternative method results
obtained with Fossomatic™ FC (FOSS Analytical A/S) comply with all criteria in the EURL MMP

document.

© Qlip B.V. (2016). All rights reserved.
Without written consent of Qlip BV it is not allowed to publish this report or parts of this report.



