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Kombinace pro detekci klonalnich B lymfocytu

* Proliferace z B lymfocytu: chronickd lymfaticka leukémie (CLL), Burkitt(v
lymfom, lymfom z plastovych bunék...

* Bunky typicky exprimuji pouze jeden z lehkych retézcl kappa
(1gK)/lambda (IgL) (normalni pomér 1:1-3:1)

* Typicky fenotyp CLL je CD5P°sCD20dim
«  PGvodni panel: Igk/IgL/CD19/CD10/CD20/CD45/CD5/CD38

Nedostatecné rozliSeni kappa+/lambda+ bunék

=> \/lyvoj nové kombinace (kombinace susenych
reagencii + drop-in reagencie dle volby)




Krok 1: Navrh nové kombinace (B-CLL)

* Slozeni (varianta 1):
Lambda FITC / Kappa PE / CD45 PerCP-Cy5.5 / CD19 PE-Cy7 / CD5 APC / CD20 Pacific blue

* Drop-in:
CD38 Alexa Fluor 700 / CD10 BV605



Krok 2: titrace reagencii

FITC PE PerCP-Cy5-5 PE-Cy7 APC Pacific Blue
Lambda Kappa CD45 CD19 CD5
ED7216-1 ED7222-1 ED7095-1 ED7133-1 ED7242-1 ED7181-1

Redici fada:

CD5 APC (konc. 20 pug/ml):
10 pg/ml; 5 pg/ml; 2,5 pg/ml; 1,25 pg/ml; 0,625 pg/ml

Redici fada:
CD19 PE-Cy7 (30 pg/ml), CD20 PB (100 pg/ml),

Study Log Sheet /Zaznamy o studii

CD20

Study Approval / Schvaleni studie:
Lead Investigator Name / Jméno Vedouciho studie:
Doc. MUDr. Toma$ Kalina, PhD.

Signature / Podpis :

Date / Datum:
11.4.2018

Study Performance / Provedeni studie:
Date of Study / Datum studie:

6. dubna 2018

Performed by / Provedena kym:

Mgr. Markéta Mecerodova

Flow Cytometer / Pritokovy cytometr

Instrument Manufacturer / Vyrobce:

Becton Dickinson, BD

Instrument Model / Model:

BD FACSLyric

CD45 PerCP-Cy5.5 (80 pg/ml),

Kappa PE (80 pg/ml), Lambda FITC (80 pg/ml):
20 pg/ml; 10 pg/ml; 5 pg/ml; 2,5 pg/ml; 1,25 pg/mi

Software Version / Verze Software:

BD FACSuite, v1.2.0.5662

Tested Product / Testovany produkt

Cat. No. /

Lot Number / C. sarze

Expiration Date /

Katalogové ¢. Exspirace
CD5 APC, 20 pg/ml ED7242-1 600975 05/2019
Control Reagents (Manufacturer) / Kontrolni Cat. No. / Expiration Date /

reagencie (Vyrobce)

Katalogové ¢.

Lot Number / C. sarze

Exspirace




Krok 2: titrace reagencii

Verification Protocol /Navrh verifikace

Specimen # 1 / Testovaci vzorek €. 1

Diagnosis / Diagnéza:

C910 (akutni lymfoblasticka leukemie), M, 10 let, po skon¢eni IéCby

Type of Specimen / Typ vzorku:

nesrazliva periferni krev (KsEDTA)

Specimen Age / Stafi vzorku:

1 den

Sample Preparation Method / Metoda pfipravy vzorku:

protilatky (15 min), lyzo (15 min), slit, resusp. ve 200 pl PBS

Lysing solution used / PouZité lyza¢ni €inidlo NHACI

Pipetovaci protokol

Cislo zkumavky A10pg/ml | B5pg/ml | €2,5ug/ml |D1,25pg/ml|E 0,625 pg/ml
Objem krevniho vzorku (ul) 35 35 35 35 35
Objem TESTOVANEHO Produktu (pl) 35 35 35 35 35
Objem REFERENCNI reagencie (pl) 0 0 0 0 0

Objem kontrolnich reagencii:




Data Analysis and Results / Analyza dat a vysledky

Krok 2: titrace reagencii

Specimen # 1/ Testovaci vzorek €. 1

Data Analysis Software / Software pro analyzu dat

Analysed Parameters / Analyzované Parametry

FlowJo 10.4.2

Target cell population Median Fluorescence / Median Fluorescence cilové [Ly+, CD5+
Negative cell population Median Fluorescence / Median Fluorescence Ly+, CD5neg
% of Target cell population / % bunék cilové populace Ly+, CD5+

Results / Vysledky

Testovany Referenéni MFI negativni
Cislo zkumavky produkt (ug/ml)  |reagent (ul) MFI cilové buriky [bunky % cilowch bunék
A 10.00 0 27826 156 76.6)
B 5.00 0 27758 91.8 76|
C 2.50 0 27826 67.9 75.7|
D 1.25 0 27091 48.1 75.4
E 0.625 0 26634 37.9 76|
Gating Procedure / Postup analyzy dat
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Krok 2: titrace reagencii

Vysledné koncentrace:

DS APC 1,0 pg/ml Priprava celého mixu a test robustnosti:
CDA45 PerCP-Cy5.5 1,1 pg/ml . o .
. test mixu ve finalni koncentraci
CD20 PB 4,0 pug/ml i vs
. 1,5x vétsi koncentrace
CD19 PE-Cy7 1,3 pug/ml
. 0,5x koncentrace
Kappa PE 5,0 ug/ml
Lambda FITC 5,0 ug/ml
0,5x 1,5x
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Krok 3: validace

Zméreno 11 pacientll a porovnana data (ptuvodni vs novd kombinace)

POvodni Nova

Kappa
Kappa

Lambda Lambda



Krok 4: Jsme zpatky na zacatku?

Zkusenosti z jinych laboratori: presvit z CD45 PerCP-Cy5.5 do CD19 PE-Cy7

— Rozliseni CD19r°s 3 CD19"8 muze byt (pfi Spatné udélané kompenzaci) slozité!

PUvodni varianta:
Lambda FITC / Kappa PE / CD45 PerCP-Cy5.5 / CD19 PE-Cy7 / CD5 APC / CD20 Pacific blue

Alternativa 1:
Lambda FITC / Kappa PE / CD19 PerCP-Cy5.5 / CD20 PE-Cy7 / CD5 APC / CD45 Pacific blue

Alternativa 2:
Lambda FITC / Kappa PE / CD19 PerCP-Cy5.5 / CD45 PE-Cy7 / CD5 APC / CD20 Pacific blue

Alternativa 3:
Lambda FITC / Kappa PE / CD20 PerCP-Cy5.5 / CD19 PE-Cy7 / CD5 APC / CD45 Pacific blue



Comp-_PE Cy7-4 :: CD19 _PE Cy7-4
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Krok 4: nové alternativy
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Comp- PB-A:: CD45 PB-A Comp- PE Cw7-A CD45 PE Cw7-A

14.5 12.9
1.78 1.78

Staining index:
MeanPos-Meanneé

2*SDneg

Separation index:
MedianP°s-Medianneé
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Krok 5: titrace nové kombinace

* Titrace nového koktejlu — 50 pl vzorku + 40 pl/20 pul/10 pl/5 ul koktejlu

APC-A
APC-A

APC-A CDS
APC-A: CDS

Comp-
Comp-
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SEC-A SEC-A

CD5 APC 1,0 pug/ml snizeni na 0,5 pg/ml
CD45 PB 1,1 pug/ml zUstava

CD20 PerCP-Cy5.5 4,0 pg/ml snizeni na 2 ug/ml
CD19 PE-Cy7 1,3 pg/ml zUOstdva

Kappa PE 5,0 pug/ml snizeni na 2,5 pg/ml

Lambda FITC 5,0 ug/ml snizeni na 2,5 pg/ml



Krok 6: srovnani ,mixu“ a ,,susenky”

* Lambda FITC / Kappa PE / CD20 PerCP-Cy5.5 / CD19 PE-Cy7 / CD5 APC / CD45 Pacific blue

ka

susen

Comp-_PB-A :: CD45 _PB-A

mix

Comp-_PB-A :: CD45 _PB-A
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Comp-_PE-A - Anti-Kappa _PE-A

Krok 6: srovnani ,mixu“ a ,,susenky” (2.kolo)
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Krok 7: objednavka a test ,susenek”

Custom Product Ordering Form: |EXBIO Product Cat. No.*: ICPDOOI |
Date: 08/10/2018

Customer name: Tomas Kalina

Customer number: 01851

Klinika détske hematologie a onkologie, Fakultni nemocnice v Motale, V Uvalu

Customer address: 84/123, Praha 5 - Motol, Ceska republika

Contact e-mail: lomac kaling@ifmotal cunicz
|Pmﬂm:t name: ‘B-CLL |
[Number of ordered tests: [250 |

Product specification:

Reagent: 1 2 3 4 5 6 7 8 9 10 11 12
EXBIO Cat. Number: ED7095 ED7242 ED7133 ED7181 ED7222 ED7216
Antigen: CD4s CD5 CD1g CD20 Ig Kappa Ig Lambda
Fluorochrome: Pacific Blue APC PE-Cy™7 PerCP-Cy™5.5 |PE FITC
Volume per 1 Test (ul): 1.1 0.5 13 2.0| 25 25
SAMPLE: FCData**:
Volume (ul): 50
Material: O Peripheral blood EDTA
O Peripheralblood Heparin
0 Bessmarcun
Other:
INCUBATION:
Time (min.): 15
Temperature (°C): 23 N T
0 sk DK 1Sk oM 2 w ot
— s30A nise 5401 COZ0_FRrCR CyEA
LYSIS: KRB KORTEA Koia 45515 0 SxEIORs KRS KOKTEAL Ko 1a 452 15 0 Dm0
Lysing solution: Ammonium chloride NH,CI 30-Aug2ne
Volume (ul): 3000 'y
O wash 3
O Mowash 2
Comments / Notes: 5,
wash with 3 ml of 0,5% BSA with PBS two times before adding antibodies f
e

‘Event Gount. 35311

* Do not fill - will be filled by EXBIO ** Please attach model pattern in jpg. format or FCS file, if neccessary including gating strategy and other details.



Zavery

Priprava cytometrického panelu je komplexni proces sestavajici z vybéru
protilatek, titrace, studia vzajemného ovliviiovani presvitem a ovérovani
fungovani v mixu/ususeném stavu, prip. opakovanim téchto krokt v blize
neurceném poctu...

v pripadé B-CLL zkumavky trval cely proces 7 mésict (9 mésict do plného
pouziti v rutiné)

Konecny format susenych reagencii je stabilni, umoznuje vzajemnou
porovnatelnost mezi pacienty i v ¢ase

Vyznamné zlepseni kvality!! Aneb 7 mési¢ni prace za to stoji ©
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