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!'_ EMN FISH Workshop

Results from Questionnaire
Recommendations for FISH in multiple myeloma




i Cile setkani:

38 ucastnikt ze 14 evrop. zemi

informace o metodach cytogenetickeho a
molekularne cytogenetickeho vysetreni MM
vymena zkusenosti mezi jednotlivymi
laboratoremi - dotaznik

metodicka doporuceni pro vysetrovani
chromozomovych abnormalit u MM
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Types of analyses

= 18 labs also do cytogenetics
= 10 use purified PC (4 purified PC only, 3 predominantly purified
PC, 3 purify under some circumstances)
= 6 FISH nuclei exposed to hypotonic & Carnoy’s fixative
= 2 use cytospins
= 2 use both techniques
= 20 use whole BM or mononuclear cells (6 also purified PC as
above)
= 4 currently using immunostaining + FISH
= 4 about to start this

= 3 using morphology (but 2 apparently on cells exposed to
hypotonic & Carnoy’s fixative)

= only 5 currently using smears or cytospins!



ﬂ‘ Imunobarveni X separované bunky
]

Obé metody jsou srovnatelné, vybér zalezi na kazdém pracovisti

Separované bunky jsou vyhodnejsi pro uchovavani (banka)

Imunobarveni Ize pouzit i na natérech KD (musi byt Cerstvé)

Fixovanou suspenzi KD je mozno nakapat primo na skla, event.
uchovavat pri -20°C



i Cut-off levels and controls

only 6 labs use a control with each experiment (3
using purified PC, 3 using cytogenetically prepared
whole BM)

5 labs use a cut-off from the mean +3SD of a small
number of controls

1 lab uses mean +3SD of controls run for every 8
patients

3 labs use normal blood/BM controls but did not state
how they use these

4 use arbitrary cut-off level of 5% (2 labs), 10% or
20%



I\\

Doporuceni ohledne ,,Cut-off leve
..l.
-

- I-FISH u MM je problematicka vzhledem k paraproteinlim, které mohou
blokovat sondy (signaly méne zretelné€)
- ziskani idealniho kontrolniho materialu je obtizné

stanoveni ,cut-off level" je dano priimérem 5-10 neg. kontrol +3 SD
ale
v praxi se ukazuje, ze vysledky vysetreni pohybuijici se tésné nad touto hranici
jsou diskutabilni.
Proto byly doporuceny tyto hodnoty pro cut-off level:

-dual fusion, break apart, numerical gains 10%
-deletion, single fusion 20%

Nalezy v rozsahu 10-20% pozitivnich bunek by dle doporuceni nemély byt
vydavany pro lékare jako pozitivni.



i Number of cells being scored

= On purified PC samples
= 2 labs do 50 (more for low % PC)
= 3 labs do 100
= 4 labs do 200
= 1 lab does 300

= On whole BM with PC identification
= 1 lab does 50
= 4 labs do 100
= 3 labs do 200
= On samples with no PC identification
= 50 -500



i&cceptable minimum numbers to score

= 10-20 if abnormal acceptable to 5
= 50 acceptable to 4

= 150 acceptable to 1

= 200 acceptable to 3

= rest uncertain




i Number of scorers

= 12 labs only have 1 person scoring each
sample, although 5 used a checker
under some circumstances

= 10 use 2 people, mostly doing half the
cells each

= 2 |labs involve more than 2 people



Doporuceni ohledne poctu
hodnocenych bunék a odecitajicich

gl. pracovniky
-

-ma se hodnotit 100 plazmatickych bunék

-ve vyjimecnych pripadech Ize hodnotit pouze 20 bunék, pokud
nejméneé 15 bunék je s pozitivhim nalezem

-vétsinu pripadii mtize hodnotit jeden clovék

-v pripadé sporného vysledku nebo pokud je ve vzorku méne nez
30% plazm. bunék by se mél neékdo pridat

-v malych laboratorich je doporuceno prizvat tretiho, pokud se prvni
dva lisi o vic nez 5%



i Types of probe and testing

= 15 labs use only commercially available
probes

= / use both commercial and lab grown probes

= 2 use lab grown probes only (but 1 moving to
some commercial)
= 6 do not check any probes
= 2 check the lab grown probes only
= 16 batch check on a regular basis




i Probes used

13q (RB1,D13S319, 13934 Abbott/Vysis, D135319-D13525/13qter

Cytocell)
= RB1 5 labs
= RB1 & D135319 5 labs
= RB1 & 13934 1 labs
= D13S319-D13S25 3 labs
= PACs or BACs 2 labs

= IgH and translocations

= Only commercial probes specified for break-apart and fusions are
from Abbott/Vysis. Those using lab grown probes use different
combinations

= p53 - Abbot/Vysis, Qbiogene and BACs used

= ploidy — poorly answered, only 2 clearly using Abbot/Vysis 5,9,15
it



Doporuceni ohledné pouzitych DNA sond

=%

13q14 - Abbott/Vysis, Q-biogene
- pouzivaji se RB1, D13S319, D13S25 s minimalnimi rozdily
(diskrepance pod 1%), rozhodnuti je na dané laboratori
- laboratore pouzivajici 13q14 a 13q34 potvrdily, ze az v 90%
pripadti s deleci 13q14 dochazi ke ztraté celého chromozomu 13

IgH oblast —Abbott/Vysis
- IgH — neobvyklé zmény (delece, 3 flizni signaly) znaci pro jinou
prestavbu
- t(11;14) — rozdily mezi dual fusion t(11;14) a XT t(11;14) jsou
zanedbatelné
-t(4;14) — doporucuje se zacit s t(11;14), v pripadé negativniho
vysledku pokracovat s t(4;14)-pozor na ploidii!!!
p53 - Abbott/Vysis
t(6;14)(p21;q32), t(14;16), t(14;20), Abbott/Vysis 5,9,15 probe set



i Abnormalities tested

= 13q deletion - 24
= IgH break apart — 19
« t(11;14) 20 (+1 occasional)
= t(4:14) 16
= C-MYC 9
= t(14;16) 8
= t(6;14)(p21;g32) 6
= t(14;20) 4
= ploidy 4 (+2 assorted cen, +6 trisomies
not listed)
= others 1p, 1q, 8p, CCND2, 22q

= No-one tests for IgL or IgK abnormalities



g..Doporuéem' ohledné typu vysetreni
-

Vysetrovat vzdy:
-del(13q14)/monozomii 13
-IgH

-t(11;14)

-t(4;14)

- pridat P53, kdyz to jde



i Reporting

11 labs use ISCN — several labs strongly opposed!

17 labs report % (not always clear whether % PC
abnormal, or % total cells abnormal)

1 lab reports % PC abnormal, with majority or
minority statement

1 lab reports a majority or minority were abnormal
5 labs give a simple normal or abnormal report.

8 labs thought that it would be useful to adopt a
system to indicate different levels of involvement.
Most labs failed to understand the intent of the
qguestion.




Doporuceni ohledne interpretace
‘ vysledkt vysetreni lékartim
|

-vysledky vydavat v procentech vyskytu abnormalnich PB

-nedoporucuje se pouzivat nomenklaturu ISCN (je to matouci), vysledky
predavat klinikim v co nejjednodussi formé

“13q14 deleted (90%)

4p16 t(4;14) single fusion (96%)
11913 normal

17p13 (p53) normal

FISH on purified plasma cells identified a t(4;14) in 96% of plasma cells, but only one fusion was
seen using a dual fusion probe, suggesting loss of one half of the translocation. From published
results this is most likely to be loss of the derived 14 carrying the IgH/FGFR3 fusion. There was
also a deletion of chromosome 13 seen in 90% of the plasma cells, but no abnormality of CCND1
or p53 was detected. Although the t(4;14) and deletion 13 have been associated with a poor
prognosis in MM the data is not yet good enough to use these results for treatment decisions
outwith the context of a clinical trial.”



L

VSechny laboratore maji velké problémy s kvalitou vzorku KD, koncentrace PB
je Casto podstatné mensi nez udava vysledek morfologie.

K dispozici by mél byt prvni odbér!!!!!  (Témér nikde neni)
KD je tfeba zpracovat co nejdrive (nedoporucuje se odebirat KD v patek)
FISH u MM nelze vysetrovat bez identifikace PB v KD !

Vysledky FISH u MM Ize pouzit pro stanoveni lIéCby Ci prognozy pouze v
kombinaci s dalSimi vySetrovacimi metodami, ne samostatne !!!



