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EXAMPLE INSTRUCTIONS ONLY

ROUND-SPECIFIC INSTRUCTIONS WILL BE PROVIDED AFTER
REGISTERING TO A ROUND

Instructions for performing the EuroFlow ST EQA round

LST panel. Participation is suitable for laboratories that use t
in their routine diagnostics.

Note: In this document, links to EuroFlow SOPs are
login on https://app.euroflow.org/downloads/pu

Samples:
No samples are provided by the EQA provide ree healthy-donor peripheral blood
samples drawn locally at your institution. Duri rocedure, the samples should be

Reagents:
Reagents used for stainin

panel (Table 1).

d fluorochromes from the EuroFlow LST

PerCPCy5.5 | PECy7 APC APCH7
and | CD5 CD19 and | SmCD3 CD38

TCRyb
oFlow Consortium (EU-FP6, LSHB-CT-2006-018708). EuroFlow antibody
cytometric immunophenotyping of normal, reactive and malignant

of the EuroFlow LST panel, in the specified amounts (Table 2):
ange the reagents nor the amounts used.

1. Reference an
Note: Please do not

Table 2 — Reference antibodies of the EuroFlow LST panel

Marker Fluorochrome Clone Source Catalog no. pL/test

smCD3 APC SK7 BD Biosciences 345767 2.5

Cb4 PacB RPA-T4 BioLegend 300521 0.5

CD5 PerCPCy5.5 L17F12 BD Biosciences 341109 15

CD8 FITC UCH-T4 Cytognos CYT-SLPC-50 20 (Part of LST mixture)
CD19 PECy7 J3-119 Beckman Coulter IM3628 5
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Marker Fluorochrome Clone Source Catalog no. uL/test
CD20 PacB 2H7 BioLegend 302320 1
CD38 APCH7 HB7 BD Biosciences EU: 656646 3
USA: 653314
CD45 PacO HI30 Invitrogen MHCD4530 5
CD56 PE C5.9 Cytognos CYT-SLPC-50 20 (Part of LST mixture)
Smigk PE Polyclonal Cytognos CYT-SLPC-50 20 (Part of LST mixture)
SmigA FITC Polyclonal Cytognos CYT-SLPC-50 20 (Part of LST mixture)
TCRy&* PECy7 11F2 BD Biosciences EU: 655410 3
USA: 655434

* Please note that TCRy& is included in the panel but is currently not evaluated in the

As an alternative to the reference antibodies, EuroFlow-approved native antibodies may be
used but this should be done with caution. Alternative antibodies
reagents in comparison with the EuroFlow reference reagen mance of alternative
reagents in the EuroFlow 8-color combination as well a ificati rmance
characteristics of these reagents (e.g., in different lg [ternative
antibodies are listed in the following document:
e List of reference and alternative antibodies

13 November 2023

2. The BD OneFlow™ LST (Catalog no. 65861 i e format of the premixed LST tube
cocktail.

Sample preparation:
For sample preparation, ag

two options:

1. When the refer i of the LST panel (Table 2) are used:
P for sample preparation:
sion 1.7 — 1 November 2023

Instrument setup:
EuroFlow has designed specific protocols for the setup and compensation of BD Canto, BD Lyric, BD
LSR Fortessa, BC Navios, and BC DxFlex cytometer instruments.
For instrument setup and compensation, follow the appropriate EuroFlow SOP:
e EuroFlow SOP for Instrument set-up and compensation for BD LSR Il and BD FACS Canto
Version 1.2.1 - 29 October 2019
e EuroFlow SOP for instrument set-up and compensation for BD Lyric instrument for the 8-
color panels Version 1.8 - 1 July 2019
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e EuroFlow SOP for Instrument set-up and compensation for BD LSRFortessa X-20 Instruments
Version 2.1 - 15 October 2018

e EuroFlow SOP for Instrument set-up and compensation for Navios Instruments Version 1.5.1
- 29 October 2019

e EuroFlow SOP instrument setup and compensation for DxFlex Version 1.2 - 19 July 2023

Data acquisition:
If applicable for the used cytometer:
e Acquire Rainbow Beads and record Median Fluorescence Intensiti
using the EuroFlow recommended LOT of Rainbow Beads:
e EuroFlow target MFI values for Rainbow beads Version 1.10

(MedFls) of the 7t peak

November 2023

allow us to see whether the instrument has been set up prop
e Acquire 3 samples of stained peripheral blood

e Load the provided LST EQA Infinicyt Pro

Note: Do not change the adding your own populations,
deleting, or renaming the e
Note: Do not use the EQA pro jcyt software. Use the provided EQA

profile instead.

and IgK PE for Kappa* B cells
CD5 PerCP-Cy5.5 for T cells
CD19 PE-Cy7 for B cells

CD3 APC for T cells

CD38 APC-C750 for Monocytes

O O O O

Note: You can export the statistics to a csv file (go to Statistics — Export statistics, check only the
values you need and save the configuration for the next files).
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e Save the analyzed file and include the donor number in the file name.

Data reporting:

e Loginto https://ega.eslho.org/
e Complete the following:

@)

O
O
O

O

Institute details including contact details of the main contact person
Cytometer used for data acquisition.

Rainbow Beads LOT no.

MedFI values of the 7t peak of the Rainbow Beads in ea
numbers.

annel, rounded to whole

MedFl values of the populations in each donor sample, rou le numbers.
Note 1: Report MedFl values even if you us nce intensities for
instrument setup according to the EuroFlow SOP.

Note 2: DxFlex users need to either conver, cyt before
starting the analysis or use the following ( ;

x=(((y *1.024) /4.000.000) * 262.144) R Y i igi lue in the DxFlex
scale and x is the result in the 218

Note 3: Navios users should follo up instructfons from the EuroFlow
SOP for Navios Instruments (sectio

e EuroFlow SOP for | 2nsation for Navios Instruments

communication).
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2). The lymphocytes were classified as B cells (CD19* CD3" CD20*
Is B1 & B2) and T cells (CD3* lymphocytes, dark blue events; panel
C1). B cells wer ivided into IgK and IgL B cells based on surface expression of IgK or IgL
immunoglobulins d orange events respectively in IgK versus IgL plot, panel B3). T cells were
subdivided into CD4* 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).
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