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THESE ARE EXAMPLE INSTRUCTIONS ONLY

ROUND-SPECIFIC INSTRUCTIONS WILL BE PROVIDED ON THE DAY
THAT RESULTS REPORTING OPENS

Instructions for performing the EuroFlo EQA round

Scheme: LST
Year: 2026
Round: |
Start reporting period: 2 February 2026 (00:00 CET)
End reporting period: 27 February 2026 (23:59 CE

The objective of the EuroFlow LST EQA sc
preparation, measurement on the flow cyto

e the tec | quality of sample

panel (Table 1).

Table 1 - Composition of the EuroFlow LST panel

FITC PE PerCP-Cy5.5 | PE-Cy7 APC APC-H7 Pacific Blue | Pacific Orange
CD8 and CD56 and CD5 CD19 and SmCD3 CD38 CD20 and CDh45
SmigA Smigk TCRy6* CDh4

van Dongen JJ, Lhermitte L, Bottcher S, et al. EuroFlow Consortium (EU-FP6, LSHB-CT-2006-018708). EuroFlow antibody
panels for standardized n-dimensional flow cytometric immunophenotyping of normal, reactive and malignant
leukocytes. Leukemia. 2012 Sep;26(9):1908-75

* TCRyé is included in the panel but is currently not evaluated in the LST EQA scheme.

8-Jul-26 Page 10of6 Version 1


https://app.euroflow.org/downloads/public

"
30

EQA round instructions
"ESLHO

european scientific foundation F I o w E uro F | ow p rog ram
for laboratory hemato oncology LST S C h e m e

Round 2026 |

For staining of samples, use either one of the following two reagents options:
1. Reference antibodies of the EuroFlow LST panel, in the specified amounts (Table 2):
Note: Please do not change the reagents nor the amounts used.

Table 2 — Reference antibodies of the EuroFlow LST panel

Marker Fluorochrome Clone Source Catalog no. uL/test
CD8 FITC UCH-T4 Cytognos CYT-SLPC-50 20 (Part of LST mixture)
SmigA FITC Polyclonal Cytognos CYT-SLPC-50 20 (Part of LST mixture)
CD56 PE C5.9 Cytognos 20 (Part of LST mixture)
Smigk PE Polyclonal Cytognos 20 (Part of LST mixture)
CD5 PerCP-Cy5.5 L17F12 BD Biosciences 15
CD19 PE-Cy7 J3-119 Beckman Coulter 5
SmCD3 APC SK7 BD Biosciences 345767
CD38 APC-H7 HB7 BD Biosciences EU: 656646

SA: 653314
CD20 Pacific Blue 2H7 BioLegend
CD4 Pacific Blue RPA-T4
CD45 Pacific Orange HI30

used but this should be done with caution) i odies have been tested as single
reagents in comparison with the EuroFlow refer Wawever, performance of alternative

characteristics of these reagents ut of EuroFlow’s control. Alternative
antibodies are listed in the following

odies of the EuroFlow LST panel (Table 2) are used:
4 of the EuroFlow SOP for sample preparation:

washing buffer as is indicated in section 2.10 as you may not succeed in
acquiring 50.000 | cytes. The sample volume after the washes should be 50 — 100 ulL. To stain
surface markers, take 50 uL of the sample and add 50 ulL of antibody mixture to reach a final volume
of 100 ul.

2. When BD OneFlow™ LST is used:
e Refer to the instructions enclosed with the product for sample preparation.

Instrument setup:
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EuroFlow has designed specific protocols for the setup and compensation of BC DxFlex, BD Canto,
BD Lyric, BD LSR Fortessa, and BC Navios cytometers.
For instrument setup and compensation, follow the appropriate EuroFlow SOP:

Data acquisition:
If applicable for the used cytometer:
e Acquire Rainbow Beads and record Median
using the EuroFlow recommended lo

Note: It is advisable but not mandatory to
performance results are unsuccessf

e Acquire 3 samples of stained
e Acquire 50.000 ly

identify (gate] all required lymphocyte subpopulations by following the LST EQA gating
strategy (Figure 1).
Note: You can reuse the saved profile with your analysis strategy in future rounds. We will
notify you in the instructions in case a new profile is created. The profile name includes a
version date so you can check which version is the current one.
Note: If there are too few lymphocytes, the rare CD56hi NK-cells will be too few to gate with
confidence.

e Obtain MedFl values of:
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CD8 on CD8* T cells
IgA on Lambda* B cells
Igk on Kappa™* B cells
CD56 on CD56++ NK cells
CD5 on T cells

CD19 on B cells

CD3 on T cells

CD38 on Monocytes
CD4 on CD4* T cells
CD20 on B cells

CD45 for T cells

0 O O O O o0 O O o o0 o

3.cyt). Do not include lab or donor details in

Data reporting:
e loginto ESLHO EQA Porta
e Complete the following in th

Olues even if you used mean fluorescence intensities for
to the EuroFlow SOP.

ith resolution 0 - 262 143 (18-bit) (e.g., BD instruments Canto,
. Users of instruments that operate with another resolution need to
transform their numbers and report MedF| values in the 18-bit scale.

o Reagent type and specifications.

o Upload the three analyzed .cyt files in the results form, ensuring that each file is coupled
to the correct donor (i.e., cyt file 1 = donor 1, etc.).
Note: If you did not use Infinicyt software and therefore have not generated cyt files, we
will not be able to include your results in the graphical comparison of all results of this
EQA round.
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e Note that, solong as there is an internet connection, data entries are auto-saved constantly.
This is indicated by the “All changes are saved” notification in the top right corner of the
results form. This allows you to partially complete the form and return to it later for further
completion (or to make changes to the entered data, if needed) so long as the reporting
period is open.

e Note that blue fields are mandatory to complete and that submission of results is only
possible when all mandatory fields are filled in.

e After filling in the form, click on “Submit results”. You will receive a confirmation in the
browser that the results are submitted. Additionally, all contacts Jimked to the round receive
a confirmation email, which includes a pdf file with the submi

e Even after submitting the results, you can still make chan to the data entered in the
results form and resubmit it so long as the reporting period is 0 i@ ows you to make
any corrections and resubmit, as needed.

Questions/comments:
In case you have any questions or comments, plea
EuroFlow.EQA@eslho.org (please state your he e-mail).
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eir forward scatter (FSC) / side scatter (SSC) and CD45 profile
2). The lymphocytes were classified as B cells (CD19* CD3- CD20*
Is B1 & B2) and T cells (CD3* lymphocytes, dark blue events; panel

immunoglobulins d orange events respectively in Igk versus IgA plot, panel B3). T cells were
subdivided into CD2¥ and CD8* and then TCRy&6" T cells based on their CD4, CD8, and TCRyd
expression (light blue, blue, and cyanine events respectively; C2 and C3 panels). CD56** NK cells
were gated as CD19 CD3 and CD56** mature lymphocytes (green events; panels D1 and D2). Finally,
monocytes were gated as FSC'™, SSC'"t, CD45*, CD38* leukocytes (orange events; panels E1, E2, and
E3).

8-Jul-26 Page 6 of 6 Version 1



