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AML clonaheterogeneity

clonal fractions alt initial diagnosis day 170 first relapse
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cell type: mutations:

’ normal ’ AML @ founding (cluster 1) relapse enriched (cluster 3) @ relapse specific (cluster 5) Yr pathogenic mutations
@ primary specific (cluster 2) @ relapse enriched (cluster 4) (O random mutations in HSCs

L Dinget al. Nature000, 1-5 (2012) doi:10.1038/nature10738  AFC 46 Novembre 2020



Educationalbook ASH 2019, Sylvie Freeman
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New paradigrmin MRD LAML proach
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New coricepitiof iAMILIfdHdavup

Leukemic Stem Cell Frequency in AML
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AML MRD flow
Strategyof our group (F" présentation internationale du
groupe ESCCA 2017)
1) Why?

A FlowLabsand FrenclClinicalTrial organisation
A ELN 2017 Guidelinesquirements MRDmandatory (molecularand/or flow)
A Harmonisation of FlowZlinicaMRD report

2) How?

Methodology multicentricapproach

A panel design: simple, reproductiblgensitivity cut
A CANTO vs NAVIO®itroir »

A gatingstrategy

3) Readyto start-

A CQAuverify gatingstrategy

A CQE: global check of pamlplementation( n/reg BM)
A Patient follow up

AFC 46 Novembre 2020



ELNrecommandation2017
Design of MRD studiesnulticenter versus
single centerapproaches

acilitate and optimize data from MRD studies, we recom d the
for multicenter studies samples may be processed by different cente
applying the same MRD panels, according to the recommendati
d in the present paper.

A With insufficient experience in MRD analysis, the final interpretation
should be performed at a central institute or in a group workshop.

A For single center studies in institutions with relevant experience, we
recommend following the procedures described in this paper.

A Single center studies without relevant experience are strongly
discouraged

Review Article

BLOQD, 26 JANUARY 2017 - VOLUME 129, NUMBER 4

Diagnosis and management of AML in adults: 2017 ELN

recommendations from an international expert panel

Hartmut Dahne EIhEdeGnmd SgAmd FcI kHApprmTh s Bichne AFC%N b 2020
Hervé Dombret,® Benjamin L. Ebert F‘rreF HhrdAL ® Ross L. Levi Fr o Lo-Coo Ove“l re
TmoklNoe DgNdrwese 2 Gert JO kppl Mg IS JgS M STIIman

Hwei-Fang Tien,'® Andrew H. Wei,'”"® Bob Léwenberg,'® and Clara D. BI oumhel



ClinicalTrial ALFA French BIGIRDFIowLAIP & LSfollow up in AML

Evolution ofour group: Coordinators ALFA Lyon/LilleAdriana PLESA / Christophe ROUMIER

ESCCA/AFC 2009 25 Juin 2014

APlesa 2nd Training Meeting
1estL SGtudy
CD34+CD38at AMLdiagnosis 10 Février 2015

3rd Training Meeting
14 Mai 2013

1est

2Nov2015

Meeting 4th Training Meeting
AML Group

~ 8centers 18 Mai 2016

Lyon, Lille, St Etienne, Marseille IP 7 Juillet 2016
Grenoble, Nice, Clermont Ferrand Web ConfTel
Trousseau

Depuis Mars 2018- Intégrationau groupe ELNAML en tant que

coordinateurs de de I&MRDflowdu groupe francgais de ALFA

Meeting Munich 4/4/2018 et 22/2/2019, Amsterdart2/6/2019
EducationaBook ASH 201Sylvie Freeman
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4 Nov 2016 ALFAClinicalMeeting
Implementationof FlowMRDCMF LAIP+LSC
A Plesa/GRoumier

Recquestedby Clinicalandbiological PI of the trial
HDombret
CPreudhomme
Basedon ELN Guidelines
Standardisation /Harmonisation

14 Dec2016
1st Training Meeting ofGroupeMy « large» of BIG
ALFA+FILO
EducationalTraining Meetings continu
Mai 2017;:Dec2017; Mai 2018;:Dec2018; Mai 2019

9 Mars 2017CQO1 20 centres
COQAvirtual 31 Mai 2017
COE 20 Juillet 2017
CQE 5 April 2018
CQOE 22 Mai 2019

Juin 2019 28 LabsCenters

(14BD: 12Canto+2Lyric and 14R@&vios

ESCCA 2017 Thessalonique
AFC 2017 Reims
Nov2017 ESLHQCeiden
EBMT 2018, ASH 2018




| THeraPY OF Acute MyELOID LEukemia: NoT a QUIET PLAGE

AETY O,
qL.\ -

(RICA
s
f{(‘
f.'g... 3
) -r)?ow\.r«

{

1

Sylvie D. Freeman' and Christopher S. Hourigan®

MRD evaluation of AML in clinical practice: are we there yet?

Clinical Immunology Service, Institute of Immunology and Immunotherapy, College of Medical and Dental

Sciences, University of Birmingham, Birmingham, United Kingdom; and “Laboratory of Myeloid Malignancies,
National Heart, Lung, and Blood Institute, National Institutes of Health, Bethesda, MD

HARMONISATION OF PRRERALYTICA
SAMPLE PROCESSING

Bulk Lysis / Staining/Wash/
Acquisition of minimum 500,000 cells

1

HARMONISATION OF CYTOMETER SET TR;’

to achieve comparable fluorescent profil¢2]
Canto cytometers used by 12 Laboratories
Navioscytometers used by 10 Laboratories

1

Educationabook ASH
2019, Sylvie Freeman
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HARMONISATION OF GATING STRATEGY

to achieve reproducibility in detection of
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low frequencyimmunophenotypiaberrant profile
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o Comparable Antibody Fluorescent
Profiles between Cytometer Platforms

INTER_LABORATORY COMPARISONS HFOR

QUALITY ASSESSMENT OF FLUORHSCENT
PROFILES AND GATING

A Schema of a Flo®wytometricAML MRD multicenter Harmonisation Strggegy
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Educationalbook ASH 2019, Sylvie Freeman

B Examples of InteLaboratory Quality Assessments

QA of marker expression profiles for difarednormalbone marrowsampleq3]
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Minimal informationshouldbe givenin ClinicalFlowReport

- Qualityof BM (dilution)
- Strategyof identification of MRD: LAIP/DFN/LSC
- Description of the LAl&sed
- LODbasedon nBM
- Thresholds< 103 for LAIP or <18 for LSC
- Interpretation of the result
- MRD+
- MRD with LOD value
- MRDdetectablebut nonguantifiable
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CQE Mai 201 ollaborationl dz & SA Y RSylvié Re®han, Birngh§Ham UK
ALFA Tube T1 EEBmhealty donor sharedbetween FrenchLabsand Birm/UK

FL1 FL2 FL3 FL4 FL5 FL6
T1 CD7/56 CD13 CD34 | CD38 | CD117
Lyon Canto Lyon Lyric Birm Canto
Lyon Canto Lyon Lyric Birm Canto
CD38
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