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PNH

= YTTOVIO  SIATAPAXN TOL  APXEYOVOUL
AIUOTTOINTIKOL  KOTTAPOL  TTIOL  EXEl
ODTTOOTEl IO OWUATIKN UETAANCEN OTO
PIG-A YOVibIO LIE KAIVIKO
XOPAKTNEIOTIKA TTOL  TTOIKIAOLY  ATTO
Qo Bevn o€ AoBEVN KATA TNV TTOPEIA TNC
VOOOUL



YWUATIKN METOANOEN
ToL PIGA yovidiov

AlaTapaxn ocvvBeong
GPl-anchor

AVETTOPKEIQ OADV TRV
TTOWTEVAWV TTOL
(PLOIOAOYIKA
ouvvbEovTal OTNV
KOTTAPIKN PeEpPoAvVN
ueow 1N GPl-anchor

Ek6NAWON KAIVIKGV
XOPAKTNEIOTIKGWV

[laBoyeveio

GPI Anchor

2. Failure to Synthesize
GPI Anchor

1. Somatic Mutation in HSC
PIG-A Gene

3. Deficient Presentation of
GPl-anchored Proteins

0

Thrombosis

4. Hemolysis Secondary to
Defective Inactivation of Complement




Alayvwon pe KP

M&BoSoc avagpopacg via 1
Siayveoon PNH

= [I0OCOTIKN TTANPOPOPIA

= H TTOALXPWUATIKN  AVOALON  TTAPEXEN

LYNAN evaicBnoia TNS Taéncg Touv 0,05%

= MEAETN TTOAAQV KOTTAPIKWY OEIPWV

= MEAETN TTANBWEAC AVTIYOVRV




Alayvaon pe KP

= Baoiletal oTnNV Ammovoia TOLAAXIOTOV
SVo GPIl-linked TTPWTEIVROV OTA £€pLOPA
KAl OTA OLOETEQLOPING, EVW N MEAETN
TV ~ JOVOKLTTAPWY  MTTOPE VO
XPNOIUOTTOINBE WG ETTITTAEOV
ETTAANBELTIKO SE6OUEVO

= H PEAETN TWV  AELKOKLTTAPWYV EIVal
eTIRERANUEVN KABWC TTOOO(PATO
ETTEICOSIO  AIOALONG N METAYYION
KOBIOTA AAvBaouévn  EKTIUNON  TOUL
TTABOAOYIKOL KAWVOL YOVO oTa RBCS




QT TTOETTEN VA YIVETAI N SIAyvVWoN

= YTTOPOEN EYKEKPIUEVNC BEOPATTEIAC VIO TOLC
aoBeveic pe aloALTIKO PNH (Eculizumalb,
Alexion, Cheshire, CT )

= AVOKOALYN KAl TTAPAKOAOLBNON £€0TW KAl
UIKOWV KAWVWV TTOL OLVOSELOLYV TNV
ATTAQOTIKN AOvVAIUId KAl TO
HLEAOSLOTIAQOTIKO CLVSPOUA

= MRD ammAQOTIKNG QVAIUIAC PYETA ATTO
UETAUOOXELON




| [eVIKOC XEIPIOUOC TOL SEIYUATOC

AVTITTNKTIKO EDTA, heparin, ECD
Oykog 1 -3mL

MEYIOTOC XPOVOG avaAvong amo  ~7 PEPES yia 1a RBC
N S€lypaToANWia ~48h yia Ta WBC

ATTOONKELON SEIYUATOC 4°C peTa TIC 24h

AIOANOUATA ALONG Kavévag TepIopIcouog

Evaicbnoia otnv avaiuvon 1%, cLANOYN TOLAGXIoTOV 5,000
POULTIVAC events TOL TTPOC PEAETN
TTANBLOUOL

AvaAlvonc bynANng evaioBnoiag  0,01%, GLAANOYIN TOLAQXIOTOV
250,000 events TOL TTPOGC HEAETN
TTANBLOUOL




YE TI SEIYUQA TTOETTEI VA YIVETAI O
1000 8100ICOC PNH;

= Aclypa emmAoync 1o PB
'QpPIUa AELKOKLTTAPA KAl EPLBPOKLTTAPA

= Evo o010 BM OAa 1O 01810
SIAPOPOTTOINONG UE TTOIKIAN EKPOAON
GPIl-TTowTEIVROV

= [10 £ELYNTIKOVLS OKOTTOLC KAl
Seiyuata BM




MovokOTTapa -BM
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KOKKIOKOTTapO -BM
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Y€ TTOIEC KOTTAPIKEG OEINEC TTOETTEI VA
YIVETAI O TTOOOCSIOPIOUOC PNH;

= ETTIKTNTN KAGWVIKN SIATAOAXN TOL
APXEYOVOL AIPOTTOINTIKOL KLUTTAOOUL TTOL
PEPEI TN HETAAANOEN PIG-A

= ETTNoeAlovTal OAEC Ol KUTTAPIKES
QIUOTIOINTIKEC OEINEC.




[1ooca avTiyova

= KokkiokOTTapa CD16/24/55/59/66b/157
= MOVOKUTTaPAO CD14/55/157

= B AEPPOKLTTAPA CD24/48/52/55
= CD4+ T Aeppokuttapa CD48/52/55

= HWOIVOPIAG CD&5/59

= CD8+ T Acpupokuttapa CD48/55

= CD56low NK kOTTOpa CDA48

= BDCA-6evOQITIKO CD55

= CD56high NK kuotTapa CD55

= EoLBPOKLTTOPAC CD59




YE TI TTOOOOTO:

1. MovoKOTTOPO LYNAOTELO TTOOOOTO
AAAQ PUIKPOC LTTOTTANBLOPOC

2. KokkiokOTTOpa (TTapOuOIO TTOCOOTO)

3. EpuBpokuTtTapa - aAAa Sivouy Kal TNV
euKalPIa TOTTOL |l (EAQTTON
ekppaonc), Totrovu Il (attovoia

EKppaong)




XPOVOG NuIlNG;

1. KokkiokOTTapa (uExpe! 48h)
2. EpuBpokuTtTapa

[Napauével O XPLOOC KAVOVACG TNG
KOTTAQOMETPIAC

.... |0 YOOYOV KAI XOPIV EXE




KOTTOPIKES OEINEC ETTIAOYNG
= KOKKIOKOUTTOPO
= EpLBPOKLTTAPO

= MOVOKUTTOPAO




[loia Ta kaAvTepa GPI - avTiyova

= FLAER (TToO-agpoAvoivn oubvbedepevn

ue Alexa-488)
+ CD24 0 CD16 KOKKIOKUTTAPAO
+ CD14 LOVOKULTTOPA

CD59 ( khAwvol MEM43 n OV9420) — PE

via TN Siakpion TottwV Il kai ll|
£EPLOPOKLTTAPA




OpIoBETNON — TTWC;

= PEIUA EPLBPOKLTTAPA
CD235a (KC16) — FITC o€ peyaAn apaicwoon

= KOKKIOKOUTTOPO
okebaOTIKA xapakTnEloTika CD33 CD15

= UOVOKLTTAPO
okeSAOTIKA XapaKTNEIOTIKO CD33 CDé4




[10IEC TEXVIKEC;

EovBpokLTTaPa
= cocktail HOVOKAWVIKWV AVTIOCWUATWY
= O€ JEYOAN ApAIoN
= QTTAAN avadevon

= TAOXEIQ PETONON

= Racking

= 100000 n

o€ 2 BeTika 1000000




[1pWTOKOAO RBC

MOVOKAWVIKO QVTIOCWUATA :
= CD235a

= CD55

= CD59

Apaion
LOVOKAWVIKWV &
avaAloyia MoAb /
sample cOuPWVa
LE TIC 0&NnYieC TOL
KATAOKELAOTN KAl
Ta guidelines

ATTOpLYN
aggregation & un
£16IKNC 6eopeLONC




[10WTOKOAO RBC

Oplo0BéTNnon e Paon TIC ES/SS 1610TNTEC
O€ AOYQAPIOUIKN KAIUOKAO (MOVOXOWUATIKN
avaAvon) + ékppaon ToL CD2350
(SITTAOC pBOPICUOC)

102
CD235-PE




[10WTOKOANO RBC

" PNH cells
- o, A

_TYFPE I
l

AIQKPION TV 3 TOTTV AIOKPION (PLOIOAOYIKWV
PNH epLuBp00oKLTTAOPWV & PNH gpuBpokuTTapV
(TYPE LIl




[10WTOKOAMO RBC

= XpNon evoc unstained &elyuaTtog wa
conftrol Tov aocBevn

Normal Control Patient




[10WTOKOAO RBC

2 [MTAY2ZEIL TOYAAXIZTON META THN
EMQAYH TON MONOKAQNIKON

.

ANODYIH MH EIAIKHY AE2XMEY2XHX
ANTIZQOMATQN

-

2Q2TH EKTIMHXH METE©OYY PNH
KAQNOY



[10WTOKOAO RBC

o
TYFE I
1 0 9%
Ny ' — T
w0’ o 10°
CDIPE
o 10°

AFTER 2
WASHES!!!




[1OIEC TEXVIKEC;

KOKKIOKOTTOPOA KAl JOVOKOTTAPO

= Cocktail povokAwVIK®V kal FLAER
= Y0VvNOnN ALTIKO

= 100000 KOKKIOKOLTTaPO

= 20000 povokLTTaPAa




[10WTOKOAO WBC

= MEAETN OLOETEPLOPIAWYV &
LOVOKLTTAP WV

o , AOY@® TOL
LEYAAOL XPOVOL (NG TOLC & TNC
UETARAANOUEVNC EKPOAOCNC TTOANGDV
GPl-linked mmpwTeivov




MeAeTn WBC

= OploBETNON WE PAOCN TNV EKPOAON KN
GPI-linked &¢eikToov

Ouvbetepopiha: CD45, CD15/SS

MovokOTTapa: CD45, CDé4, CD33 / SS




MeAeTn WBC

= GPl-linked &¢ikTeC

Ovbetepopiha: CD24, CD16, CDé6b,
CD55, CD58, CD59

MovokuTTtapa: CD14, CD55, CD58, CD59




[10WTOKOAO WBC
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[10WTOKOAO WBC
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CDI15/CD24 / FLAER

FLAER-ALEXA
FLAER-ALEXA

z|Type lll PNH
- 54.8%

f
“Type Il PNH
6.1%




[MBavoi cuvévaopoi yia Ta WBC

Cells 3 4 5 6
3 color G CD15
3 color M CD33/CD64
4 color G CD15 CD45
4 color M CD33 CD45
4 color G+M CD33
5 color G+M CD15 CD45
5 color G+M CD15 CD33/64
6 color G+M CD15 CD45 CDé4
6 color G+M CD15 CD45 CD33




6 XOWUATA

« FLAER / CD24 / CD14/CDI15/ CD45 /
CD64 (i CD33)

» FLAER/CD24 yia Tov TTpocSIopIcuo
KLTTAPWV PNH (arrouaoia kal Twv Vo) ot
CD15++ KOKKIOKOTTAPA/0LEETELOPIAQ

= FLAER/CD14 yia Tov TTpocSIopicuo
KLTTAPWYV PNH (atrouoia kal Twv 6V0) ot
CDé4++ (CD33++) povokotrapa




CD45/CDI15/CD33/CD24 / CD14 / FLAER




£pLOPA: ' CD235a-CD59
KOKKIOKOTTapPA Kai jovokuTTapa:  FLAER- CD24 - CD14 - CD15 - CD45
HOVOKULTTaPAd HOVO : FLAER- CD33 - CD14 - CDé4 - CD45

Op100£TNON YIa UYPNAR NMNooca KuTTOAPA

T waxvouue guaiobnoia kal €101IKOTNTA; HETPWVTAI
TUTTIKA
aTToUCia N .
RBC eAGTTWON CD235+ RBCs pévo f&'oloc?ogn .
Ekppaong CD59 P P

CD15+ wpipa
KOKKIOKUTTOpO /
OUDETEPOPIAQ

50,000 n
TTEPICOOTEPA

amrouoia FLAER

KOKKIOKUTTOPO kol CD24

atroucia FLAER

Kol CD14 CD64 n CD33 MoikiAAei (20,000)

MOVOKUTTOPO
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PNH &idyvwon
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ATTOVTNTIKO

Comment: Fiow cytometric analysis shows a PNH clone within the granulooytes (50.8%), monocyies (51.5%)
and R2C's (2.4%). These findings ars consistent with 3 diagnosis of paroxysmal noctumal hemoglobinuna (PNH).
Any potential difference in clone size detween the white blood cells and the rad blood cells may be due to
hemolysis and/or recent tranzfusion. The PNH clone in the monocytes and granulocytes showed a dimodal
distnbution, indicating Type || and Type il cells. The clinical significancs of this finding = stll under investigaton

Reference: Richards et al: Diagnosis and Management of PNH. Blood 2005 1086 {12]

Flow Results: Immunophenotypic analysis was perfformed using gating antibodies CD45. CD15
CD&4, GPI-inked antibodies CD58, CD14, CD24, as well as fluorescent Aeroiysin {

Cell Type Deficiency Result
Typ= || (partial CO5¢ deficiency) 5.3%
RBC Type ||l {complete COS2 deficency 4.1%

“NH Clone sze (Type | and Type Il combir 9.4%
WEBC - Monocytes FLAER/CD14 Deficiency 61.5% (57.2% Type lil + £.3% Type Il)
WEBC - Granulocytes | FLAER/CD24 Deficiency 60.9 (54.7% Type Il + £ 2 pe i)

Type [l and Type Il PNH cione In RBC's Type I (Dlug) and Type |I (green) PNH Ciong In Granuiocyles

The markers uced for thic Now oylometric analysic are ladeled 3¢ Analyte Speoifio Reagenic (ALR) and are uced for olinlox purpoces. The performance
oharacterictios of theds markerc have been detarmined by DCDL.Flow Cytomelry Laboratory. Thelr uos hac not besn aporoved by the U 8 Food and
Drug Adrmunistration; the FDA hat determined that suoh 2pproval iz not nsosscary

Elsotronio S.gnaturs
Pathologist Teoancogiet
Dare




ATTOVTNTIKO

= Ta MOADbs 1ToL Xxpnoliyotromndnkav
= OI KOTTOPIKEC OEINEC TTOL PEAETNONKAV

» Ta TTOCOCTA TWV PNH KA@VWV o€ KOB¢
KOTTAPIKN O€I00

= O TOTTOC TOL PNH KA®VOUL OTA £PLOPG




FOXOPIOTW VIO TNV
mooocoxn oac!!!




