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Abstract

Cancer resistance to therapy is one of the greatest challenges of the contemporary oncology
and as a result there is a constant need for research on new medicalibagnain objective

of this study was to investigate the potential anticancer activity afesv_dicarboximide
derivative, compound BK124, in preclinical studiegtroandin viva The studies were carried

out in models of chronic myelogenous leukemia (CML): in the human K562 cell line, derived
from the CML blast crisis, in leukemia stem and progenitor cells taken from patients, and in a
mouse model of CML after K562 cell xenotrdastation.

Using flow cytometry, MTT and immunoblotting methods, it was found that the BK124
O2YL}RdzyR AYRdz0OSa&a |LRLW2&aA& Ay YpcuH OStta oL/
oncogenic pathways. A Zdur incubation with BK124 resulted in thetavation of caspase 9

and MAP kinases: p38MAPK and JNK, which was accompanied by nuclear localization of
p21lwafl/cipl and FOXO3a proteins and blockade of the cell cycle in the G2/M phase. In
addition, decreased levels of BBBL1 kinase as well as oncoggproteins of the JAK/STAT,
PIBK/AKT/mTORandNF.  LJ G Kgl @a @gSNBE 20aSNUSRO

Then, a nortoxic formulation of BK124 was developed, enabling administration by injection

in animals, and the basic pharmacokinetic parameters of the BK124 compound were
determined, as well as the optimal route of administration and dose. Compound BK124
administered intraperitoneally at a dose of 20 mg/kg of body weight was effective in

combating tumor cells in vivo in a mouse xenotransplantation model, without any apparent
deterioration in the weHlbeing of the mice or toxic effects on internal organs.

In addition, using the MTT assay and flow cytometry, BK124 was shown to be cytotoxic to
highly drugresistant cells: K562 cells with multidrug resistance type | (REBR1) expresing

the gene encoding-Blycoprotein (PgP), and to the leukemia stem cells from untreated CML
patients in the chronic phase. Compound BK124 was shown to be probably not a substrate for
GKS a5wm LlzYLJ oL/ pn I' HdPop ¥xalLodh adbeBa SNE )
concentration of BK124 for six months downregulated the RGFCBLgene transcript. BK124
RAOFNDBD2EAYARS 461 & ta2 G2EAO G2 /5onb £ Sdzl §°
including the particularly dangerous subpopulation of CD®BE8 cancerinitiating stem

cells.

Taking into account the favorable pharmacokinetic properties of BK124 as a potentiat anti
cancer drug, the special ability of BK124 to overcome multidrug resistance and the high
cytotoxic activity against cancer stem cgllit can be concluded that the future development

of BK124 may broaden the therapeutic possibilities of patients suffering from chronic
myelogenous leukemia, and potentially other cancers, that are not yet effectively treated,
as well as for patients whdnave developed resistance to existing therapy.
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haiNJ o6.bASR22 Mutacjew Anemia, Dzieci oraz
szpikowa 1 2 Y5 NJ . onkogenach, spontaniczne R2NRBT f A
(AML) mieloidalnej  pojedyncza krwawienia
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YASE20€ T

YASLINI 6AF
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12Rdz2nN0S32 St SYSy (i ABLWE 3 dzAiISH2 NPLERSA 5 10A yLB2IgA G | 2 S
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Tt SRT A22vaAtRA R YLD SO20z04 IAMQIABA A& G217 OA LI22F gA L
L262R2610 Real2YF2NIl ¢ fSéeyY LRROSONI dzo /11
KSLI G2YSAFLtAlFLd tFO02SyOAaA OiTtaidz2 R21 gAFROT I 2Tr
Y I RYASNGIDAAN 2 02 iis 68004d3D0AMNMRK HRRNWNBERKk AS2 geaaidtlL
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prognostyczne. System Sokala, Hasforda, EUTOS oraz ELTS (tabela 2). Najbardziej aktualna jest
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Skala (system) Opis Parametry Ryzyko
Sokal4® {1FrttlF dzoegl w w21 YA NJ Niskie <0,8
czasach przed w Odsetekl 2 Ys N| NBRY-AS nzy
wynalezieniem mieloblastycznych Wysokie >1,2
AYKAOAG2NE ¢ we krwi
tyrozynowe;j. obwodowe;j NiskiecR 6 dzt SGy A S
Od tego czasu w Wiek 90%; mediana czasu
parametry § LiczbadJoe G S1LINI S0@O0AlY p
LINI Soegl fyz | NB R gwulStnie
poprawie. LINI So &d0mS cp
YSRAFYLlF LINFI&
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LINI S0@0OAS c¢p
LINI SO0BOAILY H:
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&zt Sdz]l 2 O Wysokie:
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&2 f Sdzl 20 Xmnyn
T LE2T06 ol
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chromosom 22chromosom Filadelfia, PR)RIF 2S5 &At 06&08 geanNil1262 VYA
telLl2ge (FNR20G@L) 24208 R2G1yAtdGS2 LINJI Sgf Si1on
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gASt 121 OIREH. Wirhych tgpachP® A | OF OT {A X GF1AOK 2F 1 |
neutrofilowax O1 t aG2 aLJ2Ge R8s 2Said F2NXYIE Lkuon

Fuzja geniBBCRz genemABL1prowadzi doco najmniejtrzech podstawowychonkogenrych
konsekweng AT f I {A ae&3yl U2 mBiniedNI SRAGI gA2y 2 VI

 NaNi 2 z0ldz A SNI 2N davw 11 teIRdz2 BDiledicbE dzR2rSfyA 6 A | 2
RAYSNET FO2t 2N}T (2yaidedGdziesyn | dzi2aF2aF2)
ABL1. To z kolei prowai do fosforylacji kolejnych A I @ISf{| { dz a8 3yl 02¢S3
jak

o GRBZ2(ang. Growth Factor Receptor Bourirotein 2)/ GAB2(ang. Growth
Factor Receptor Bound ProteirA8sociatedProtein 2

0 CRKIlang.V-Crk Avian Sarcoma Virus CT10 OncogtamaologLike

o JAK/STATang.Janus kinase/Signal Transdueed Activatorof Transcriptiof

o0 MAPK(ang.Mitogen-Activated Protein Kinage

0 PI3K(ang.Phosphatidylinosite#,5-Bisphosphate &inasg*’-5%5,

1 Fosforylacja 177resztytyrozyny6 A I ©O1F ./ w |1 G@é&6dz2S 4l odoye 2
(ang. Rasprotooncogen#®® WS aid (2 F2raTR NeBkerhogeBdzy, & A ST 6
mutacja Tyrl77Phw tymrejonie2 0 Y A0 I 1T R2 { FCGRABL1L. Fo}fangagia O2 A
CMTT dzY20f A6Al 2RRI Adn@8ré Honal®y )0 A RBYSy Dw{ H
641 OFRYATIl 12YLX S{1adz Dw. HkD! . Hk{h{ 0D ¢I
w! {kw! Cka9Yk9wYZX {(0Gs5NB LINBgIRI A R2 GNIyaj
LINPf A FSNpudR D43 6ANIOIS2aT f 1 tLoYk!Ye¢X 1 iGsNE
za hamowanie apoptozy (punkt 2.4.2).
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Related Novel Protein Tyrosine Kidadel & gl 02l Gl KI Ydz2S | L
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FGF108S {¢{¢p o0ST LRI NBRYAZ LINEYdNQ (a2S5a22SE NG G/ BRIoN NE a8 81 | «
fosforyuje kompleks GRB2/SOS/GARgcingpochodzi z Braun T et al., Cancer Cell, 2020
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Activated Protein Kinase Catalytic Subunit Afffhaco prowadzi do fosforylacji BX(a
odpowiednio na reszcie eryny 12 orazna seryny 300 C2aF2NRt I 02S GS |
mitochondrialnej translokacji FOXO3a, gd2e2 08 Ay A O2261 6 (GNF yail NBL
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treoninie 32 serynie 253 oraz serynie 315 Tak ufosforylowane FOXO3aodd®ydz2S 1 o6 Al O
1430 UGNY yaALRZNIdz2znoey 32 LRI 2NRNRBXI 02 LINRg!
degradacfie.

Cyt op lazma * Thr32, Ser253, Ser315 » Jle‘O

Hamowanie proliferacji
Apoptoza

Naprawa DNA
Réznicowanie
Autofagia

'PISK/Akt 3 FOXO3a-P*

Degradacja

Rycinadd® { OKSYlI G 20N} 1T dz2ande g¢LIVEés | 1Gesy21 OA (AyLFT & 1Ye yI 2]
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Ch-hol dzf S3F OQedG2L3 T Yl Ge Ol yLE20 yarSS|ypASS (ifN\dzyQ) a0KezA deSiziiilipigh&ik] SNE2L G excsy?
prowadzi do jego degradacji
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kinaza kinazy MAPK (MAPKKK), kinaza MAPK (MAPKK) oraz MAP kinaza (MAPK).
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GeNRl eyz26S2 TyltSitAa 1 apedficinilprzeiwko foinénigiyiazy OA & |
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— J—

t

Complete cytogenic responseCR) 73,8%LJF O 2 S poidczag gdy stosowany do tej pory
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LYFGAYAD ALINI 6A0X 0SS LINJ S¢S51@w2 NRAG&O 0T 1T ad .
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LINB Ol e2yLdNAS 1 DNEBRDt T R20& @ W Stoll 2R yIAfl2YBe YA y I
aLISOTAOTI yeOK AYKAOAUGUZNB 6T 02 LRI SIELF YAYAY!
jednakOT t ¥ 8 LINP Sl RT A R2 dzZl RNBGASYAlLX || 2SReyA:

t NI SLINPSIFRT 2y2 6ASES poFdy qNRyn Of FRIOKIZI ¥ WIGG
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kinaz tyrozynowycs LINJ Sgt S10S2 oAl OFOT OS &aiLA126S2d
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< 10% transkryptu BCR-ABL1 MMR
© > 10% transkryptu BCR-ABL1 © - 0.1 - 1% transkryptu BCR-ABL1
Start 3 miesiace 6 miesiecy 12 miesiecy

Dodatkowe zmiany cytogenetyczne

dodatkowego ryzyka < 1% transkryptu BCR-ABL1
lub duze ryzyko wg skali ELTS

o > 1 - 10% transkryptuBCR-ABL1

Odpowiedz optymalna

o Koniecznos¢ monitorowania albo rozwazenie zmiany leku

Rycina5¢ a VYl YASYAS YAt26S¢é 2RLIZ2GASRIA yI GSNIFLAt AYKAOAG2NI YA
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A0KSYIF G20l yAS O & dzLJO énétiniendd 814 12tRS RV ALI2 OR tt FOALJ2 TSI SHsht y& OK Y
Y2YAG2NR Gl 0 2RLIRGASRI y2¢20ida2aNdy VWA § | Rideh2 N1 S0 § 25 Od AStyAssSl S 2
MMR)A L2 R2ND® 2RLRSEASRYAS {NRB1A ¢ LINJ @LJ Rldz oSchémdz NBI {1 O2A | ¢
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BCRABL
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przeciwnowotworowej, m.in. cytostatykakie jak etopozyd, doksorubicyna, winblastyna oraz
winkrystyna.

Inibitory kinazy tyrozynowe{w tym nowy lek przeciwkoCML- asciminiB®) Nk & y&I$ o
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F{1Gegl O2A 2y 123Sydzz Y23AN 42RO ¢1B® @02 y 2 Y
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1 Zmiany epigentyczneMutacje w regulatorach epigenetycznych Y | LINI 81 OF F
DNMT3A mhetylotransferaaDNA3M), 1 (15 NB ¢ LIO2 %2 RWI FYA S NR1 26
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2. Chemioterapia celowanaY 2 © S LINE g dzIRIl fA & opAdiedty AR OA NI VS 3?2
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3.1aldyArAsSan 12YsNJA Y (atghGhckréstern $ellsYSES|2 HisaN2 Nz
proliferacja pozostaje wyciszonguiescenlz O2 &ALINI gAl X 8S yAS
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5. N2g2062NE 1021 tA6S 60ANO 681 NB pbmmaAt &
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T 6AFR2Y21 OA 2Ry 21T yAS AaldyASyAl 1FyOSNR3aS)
12y I NBliyeOK 3ISysiNl 2R2IBREDIRFBEEJEL OA | OK
nowotworowej. 2 a0 RAdzY TFIglyazslyey {12YsNJ]A
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terapeutycznych.
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Innym LINJ & | O ldiRa2bsldyimidem jest talidomidy 2 Yy i N2 4 SNR2S 62150 L
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wprowadzony na rynek w 19983 L2 R yIF 1 6N KIyRf2¢énD /2y GSNAIY
probf SY@& 1 S &L} yASY CdntergdBphidpisyvanyd B&YOR2 d IONIEE Y 1 20 A €
bAS 6ASRIAlLY2 65601 1as S £S1 YI RIAFOFYyAS |
LJO 28Rz Do 1961r. talidomid g & O2 Fl y2 | dzo & OA|. Badaniadad 1 &1 21
T 6ANTjgda®YA S dza il & A apublikdwlnBdoriesienid naGkowe jeo
GLIOBGAS AYYdzy2Y2RdzZ  Oéd2ayey A LINJI SOAgwl LI f ye
12Ys5 N I OK vy 2@ 2t(i202 NBNERD Ra ALI2 ANy ANGAAR6S | R2  dzd &
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2l 12 0SS YyAS ge12Nlealdly?2 ¢ LISOYyA 2S32,wlLl2iSyoO
105 NEOK R2A0EEIES o E0T SIys66300@ &inl B 2 9 F S G & LIN
1ftAYyAO0Tl yeOK adG2adzendedOK GFfAR2YAR o0e&0& 204
LI 02S8Syisg OASNLIANOROK yI  OkaiRvgisushdsy GVHE R NI dzO S

ADSE | T 60Fal Ol GSNILSdziedl ye STS1#H Wz OK2NJ
grudm dz  mdpdd LI2ROI I & 12Yy3INBadz ! YSNER]I Z&a1AS3:
T ITLNBTSyilz26lyS geyralir 12adlve ddylryS T LN

Talidomidl 2 addbpugiczopR2 dzd @ (1 dz LINI ST YSNEB{(1FZ&1N I 3SyO:
2SRI Sy A I(Fo#l anfl Brug AdministratignFDA)s NR {1 dz mMmdpy O C5! YA
GFrf AR2YARdz R2 dOR@KA Y Lls TN OBS P21 LI2 Lidzt | NI/ 2 |
0STLIASOI SZaG ¢ EurSppan Meditibea AgencgdnbtBviije dopuszczenie
talidomidu do leczenia rm. szpiczaka i GVH od 09.07.2001

54. v2 L +BKAX¥

%gANl ST otRNO& LINI SRYA2GSY YA ysveBZovd®ei NRBT LJ
g ailt Ljyz&b&dany in vitro jako jeden z2 & A SYRT hé&dch t pochatnych
dil F Nb 21 ABINIVE Rs 6 & LJs OLINI TOSIZERIANSE [ TNR 2520 YNNI 6 A SO
Kuranz Warszawskigo Uniwersyteti Medyczrego 2 NJ- | INHzLX LINBPFSa2NI . |
| SYyGaNX¥zy . FRFEZ a2fS{dzZ I Nye@OK A 2 algleN®A[ 2t Sq IdR 1
przesiewowycls @ 02 YIARWIRI {A 2 ¢e®D2YREDAOS( Al 2Rdizy |1 dz Rz
iniy 2620 62NRPgeOK A yAalAisSe ¢ mmirlaadiynids iR22 112IYGI
jakoBK1246 21 y I O1 SyAS . Ymun 2S8&i (r200yEWAS (i@ KO R |
AAI2 Ra 0 ¢ RonshiyiinggdNENOPUS®014/15/B/NZ7/00966 | s NBE32 f ARSN)
Instytut Nenckiegp gNI yiiT 0680 NBIf AT 24 IRY&E 4 NIt N 1O246yM O
t 2Rgedal 2y ey aiunepmeiRdr. Raf. UtsilRWoldh SINJ 2S5 32 OSft Sy
badania przedkliniczne a1 { dz . YMHn S 1053 NBOK ge&yAlA 2LA&L
BKI24 2Sai RA1TIND21&a8AYARSYX LIaAiAlRIa2anoey ¢ a
FOGFEt AYARdz 2NJI T NRIT Jdychéitl A y2l0aum 28RO KY Alt GREl f82 gAYy
bazietalidomidu,] (i 5 MBczoBmarydnie 7 kolorem czerwonym.
t 2y RG2Z . YMHNn LIRaAl Rl ¢ agHekledsa imttk@agh S St S
odzNERT Gey26S32d 2 OKSYAA YSReOlySes {6+ a o dzN
dyiSie yBHeDKIt PR adER HIDB Yy Hrug déligetysystenis | y 3 &
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55{0% ¢ (0GsNBOK dzltyAlyAS tS{s6 11tSoyS 28§
NET gA2F aRt y262065 NJ

bl SGFLAS ol RIZ1240NIiS a i 8ok ge O 12 Ys NISIGK Ay
OAFOFOT 1l -@hLWPAANDSIORF OFOT 1+ &TLA126F03 | S|
referencyjnejnienowotworowych] 2 Y5 NS {1 Sy RHINECRKRN dzgle®OKYy 2% 0 S
jeden z kilkul & Asd | LJ2 &vysoKR Isalektywrdd (0 2 | a 8kiddowam pradeciwko
12YsNHRNYOI OGo1d@&xav 2 | 2SS K¥ aAQnsd ¢/yaSl OA  LINT SOA
HUVEC (k> 10&xM)!L { T OT S35 Ueg AaBYPAdS I ¢ 2 = | kowdakowgnki 2 LIdzo f
analizyl 32 RMAZIINIZ] G dzNB TTHeO2DISY AL YA S NRBToA2l2n0O aidN
LINEYASYA26F YAl - R22 LIUNPRdzZl U596 L1221 NBRY A OK
Synteza ipodstawowal { G @ gy 2106 Oeidz2i21aediyl ¢13ftRSY |
T2a0F 01 2LAaIMNYPE gl Lidiolf A 13R2F IOKOKNBR Y A2Y | LI S\
EP2687509

Rycina7.2 T 5 NJ & (0 NUZA24 dzNJ £ y& . Y
BKL24jest dikarboksyimiderml  OT SNB 2y 2 T |1 yRDIRY 26 O i N Fii I G AEYAR2YARSY®
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w21 RIVA X2 doSuyfdcy

Poprzednie badania nad nowymi2Z@DK2RY @ YA RA]1INDb21a8AYARs 6
23l 1026106 AOK F{1Gegy2io Oedz2dd21aed0lyn ¢ 12Y
g1 3Tt RSY  AYAAR YA SR AAnBY @R tSi@ksydzriegd®i/ bk OF y A |
I 6ANhigls204 G I badd®yRNjeb A  R2Y2 060802 NboyASox Of e 2
12YsN)l 2682 SF¥S|1G Oedz2ia21aéd0lyeée 0tRIAS NI SYA!
takim jak np. mysi modé A | O liz@skahyApBprzez ksenotransplantaltjdzkich] 2 Y5 NB |
nowotworowych / 2 ¢ Apore@ie® SRy &Y | Yyl 26At {1 &aDOOKE YBIR 6
oy12ft23AA 284l ZLREPBAUOIDFOILBSESYYEFAK eallye |
d1dziSOTye 6 LINJE@LI Rl dz y2620G62NYz aicps8@BEsft yAS
T oANT ST 2Sad 1 R2IYOR RBA SK 2R E|@zpaEaasdidtitriae | | vy S
Y262062NFb &
DUOsgyeyY OSftSY yAyAiSeacaiSe LINIOe R2102NmR1AS2 o
in vitro orazin vivoi ocena BA24jako potencjalneganowegoleku przeciwnowotworowego
do leczeniapr Sgt S1 0S2 o0ALOFOT 1A alLAl26Se
/ StS a1 01 S35026S5 a0dONOS NBFHEATFOA OSfdz 30
1. hOSyl LRRalGlIg26Se 022021124800 b6 QX | OKR fzzR
LINI Sgt S1T0S2 oALFLOFOT 1A alLAi]zeSe
2. Zbadaniel R2f y21 OA . YMHn R2 KEY2glyAl O&{ftdz {:
modulacjiial f 3 & By I ORHRIDKI yeOK K LINPSBAREONLY2N 2
nowotworowej.
3. Wyznaczenie podstawowych pararheb garmakokinetycznychBK124w modelu
T gASNI t OeYo
4. hOSY I & | darzBdvnoietwotdwej I ¢ A DT { dz . YMHN g Yeaa
ksenotransplantacyjny® K NB y A OT yS2 o6.AF OF Ol 1A &T LA 26S¢
5. ZbadanieR2 f ofi2d A DT1R4R 2. Wy RdzZl O2A 2L Ny 21 O} 6ASTt ;
2NI T G6NIOEAG21 0 12Ys5NB] 2 FTSyI24ie8LIAS a5wwm
6. Zbadanie € 12 (12 1AE @K PR12dz6 . Y2Ys N I OK YI OASNI @&
L2 OK2RT NO&@OK 2R LI O02S8Syisgs 6 FILTAS OKNRYAOQ
L2 R2t OASY SOOI SyAl o
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Metodyka

w21 RIaH {OS Nietodys

7.1. § w¥BBORATORYJINY

ye

b1 61 aLINJ t {dz Firma, model

Termoblok \ BioSan Bio TDB00
vyaoeall 02Nl G2NB2Yy ! Stuart Gyrerocker SSM3
2ANb 61l K2R2g6fl 12Ys NJ[iEppendorf5702

2ANb G|l aid20261! Eppendorf MiniSpin
ZasilacAdo elektroforezy) \ Biorad PowerPac Basic
adzaSt /Stft tylfel SNJ Merck Millipore

Chemidoc ' Biorad Chemidoc XRS+
T YAl 2Ryl o0K2R2gft !l < JulabaTwWi2

Ly(1dzol G§2NJ {2YsN]2g¢@ \ Thermo Fisher HERAcell240i

Waga analityczna

Sartorius Quintix

Spektrofotometr

\ BioSpectrometer, Eppendorf

Termocykler

Mastercyclet b SEdza ¥ 9 LIISY R2 N

Maszyna RT qPCR

RT Applied Biosystems 7900HT Fast-Riea¢ PCR
System

Tabeladd 2 &1l 1T &LINItldsg dzoes

7.2. Pw%9/ L2/ L _ A, 210D

Zastosowanie

t NI SOASOAL T

Fye@OK ¢ S1aLISNBYSY(Gl OKo®

2

9 OY{t9w, a9bec¢! /I

Numer katalogy, firma

Akt (pan) (C67E7)

4691, Cell Signalling Technologies

c-Abl 2862, Cell Signalling Technologies
ERK1/2 9102, Cell Signalling Technologies
FOXO03475D8) 2497, Cell Signalling Technologies
JNK sG7345, Santa Cruz Biotechnology
Kaspaz: 9662 Cell Signaling Technology (C:!
Kaspazaw OAt G 6! a Ll 9661 Cell Signaling Technology (C!
Kaspaz® 9502 Cell Signaling Technology (C:!
Kaspazap OAt I 6! a Ll 9501 Cell Signaling Technology (C!

Lamin B1 (Al11)

sG377000, Santa Cruz Biotechnolo

mTOR (7C10)

2983, Cell Signalling Technologies

Western Blot NFC . Lk po

5mn 9 mH U 8242, Cell Signalling Technologies

p21 Wafl1/Cipl (12D1)

2947 ,Cell Signalling Technologies

p38

PARP
p-ERK1/2
p-JNK
p-p38

612288, BD Transduction
Laboratories

BD Pharmingen 551025

9101, Cell Signalling Technologies
s¢6254, Santa Cruz Biotechnology
612289, BD Transduction
Laboratories

STATS

9363, Celbignalling Technologies

h-tubulin

T-6074, SigmaAldrich

i -Actin (8H10D10)

3700, Cell Signalling Technologies
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APC anti human CD34 antibody | 343607 Biolegend

APC Mouse IgGZ2asotype ctrl 400221 Biolegend
antibody
FITQVouse AntiHuman P BD Biosciencess7002

/ @ 02YSGNRLF LI glycoprotein (CD243) clone 17F9
FITC Mouse IgG2Hsotype Control BD Biosciencess5742
PE anti human CD38 antibody 303505 Biolegend
PE Mouse IgGZaisotype ctrl 400111 Biolegend
antibody
Tabela5® [ A&GF LINI SOAGOAL U dzweéesglyeOK ¢ S]TaLISNBYSyi(l OK®

7.3. 22 L +BKN4

Synteza BKR4T 2 4G OF 2 LIA¥d ya I adOTYSAty2AeSle 1 g A @phol. dz sy 7
g ANl S1 oepostdilodzadHEHSKAINRA]2LIA2y ST2 LINRAT | «
elektrostatycznyctb 5t I gal & &l 1 AirOwro LISNJadLIBNB 2B/ dilsye2 H N Y a
NEB 1 624 10086 DMSO i przechowywano-wn ¢/ X OKNBYANO LINJ Si
st 92y S3A2 NRIT G62NHz LINJ 3202066 Yy NFRBIYIASD MR IMOA
DMSODomedium hodowlanegd ¢ A DT S1 0 &U (RAPIRG My2z&2026S aidt o
STALISNEYSY(Gl OK yviduSdvirkdg. S1 NI OT + 02 ™2 0

7.3.1. Eksperymentyn vivo

52 S1 aLlSNnemodelal 5 & SNIBKIO®OYe 02 NRBIT LJdzal OT FyS & YA
{2tdzi2ftdz I { mp A mm>r Slily2tdzd t NEPOSRdz2NI NRIT L
W pierwszym etapie 1 mg BRANR 1 LJdza 1 OT Fy2 ¢ pn x[ {2t dzi2f dz
etanolu99.8% anas t LY A S ¢ @raeARigddanyw3Idn n Re2/ Y2 YSBKRdz | d

NB T Lzl OA 02 ait (Kohcorir@)dR OR S A | WP @zez308 Yodzinfwy &
temperaturach 3@ ¢ , dbafaktery2 ¢ I A R dzd |, prdeSchiip R H & A0XT AR2fyi NBR 6 | 6
ip2 ND2246+ 6 @

W drugim etapie koncentraN2 T O A S&Z2CR 1 yR2 (aquy/ proSrijeidng2 G NJ @ Ydz2Nn O
g GSy alLlRaso YASaAllLyAyt wmm: {2fdzizft | { wMpkKkwMm
0 NRT A Sle2 yLaeeafiiffeyadodye zatemLINT @ dz0 8 OKA B R ¥ & ORI LI2 NI
GaAyAal NI t9{T {I NI2NJAdzi I pojawduindoistérdiygh2 mD S NIV |- y

o A AA A v

LINPO356S1Td w2l (65 N R2doy A5 IRy LINBISORUZ G2 B WS
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74. Hhsh2[! YhajwYh2!

Nazwa odczynnika Firma, numerkatalogowy
Butelki hodowlane T25 \ Eppendorf 0030710029
DMSO SigmaAldrich D2650, D8418
Doksorubicyna ~ SigmaAldrich

FBS Fetal bovine serund t U2 R2 ¢ I & dzN, SigmaAldrich F7524
08Rft OFO
CAfGONB yladNlelleé126S i Sartorius 16532

NO®HHXKY

L-glutamina Sigma G7513

al GSNAIOe T ddeéesltyS Geldz LXIFaGAlA K2R2éfl yS

Muse Cell Count&Viability Assay Merck Millipore, MCH100102

Paklitaksel ~ SigmaAldrich

t.{ o00SI>i®M&Ys6 /| SigmaAldrich 79382

Penicylina 10000 [U/ml, 10 mg/ml Streptomycyna\ Sigma P4333

toedllr dc R201261 Thermo Scientifie Nunot Microwelbt
96-Well Microplate 167008

t OB OAR RR20126S Thermo Scientific Nunot CeltCulture Treated
Multidish 140675

rh GM-CSF 50ug (25 ng/mL) PeproTech 3003

rh IL-350 ug (50 ng/mL) \ PeproTech 2003

rh SCF 100ug (100 ng/mL) PeproTech 3007

RPMI 1640 w/o iGlutamine, w/ 25mM HEPES | Biowest L0496G00

StemProt-34 SFM medium Gibco 10639011

Winkrystyna \ TrimenChemicals

Tabelabd [A&Gl 2ROIT &8yyAlsoe A YIGSNAIOs¢ | doeskyeOK ¢ K2R26(A |

Metoda oznaczania Y2Ys5 NJ A Dt aG21 & @&a Naczynie
N2YsNBkYt
K562 7x166 pn xf
Test MTT K562¢ MDR1 7 x 16w 50% f t e GRROPpe
CD34 p Pompn xf
K562 1-H Pw@ml N .
Aneksyna Vijodek K562MDR1 1 Pwaml t 08 tR201c2
propidyny (apoptoza) CD34 HO®p SvW@3min N
CD34CD38 H®Op SW3min tOBURBOHE
Jodek propidyny (cykl i N Ry ol .
12YsNL 2680 K562 1-H Pw@ml t Oé tRAVc2 6
Immunobloting K562 1-H  Pweml t 02 GRAVc2 &
FENBASYALF LINJ @& d2de@OAdz LINI SOAGOAL Ol
K562 1H Pl RN5 NS5 . ,
Anty MDR1 K562MDR1 1n Pleaxs NBliL O°URATIc2 0
Anty CD32 CD34 H ®p °cells/mio t O GRR O &«

Tabela7d Dt &G 21 OA 12YsNB] 2N}1T ylFOl eyAl K2R24flyS 12Ys5NB| doeés

237@38G1AS tAYAS 12Ys5NJ26S 2NIFT 12Ys5NJA LASNB
WAY1dolFG2NT S o1 9w! OStf mMpnAIZ ¢KSNY2 pré&ASYyiGAT
HM: aldtodSyAl GfSydz LINI & dpx oAt I2Gy21 OA LIR2GA
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7.4.1. Liczenid 2 Y 5 iN&hdczanichdo @ g2 Gy 21 OA

Y2Y5NJ A LIoNIYS T K2R2gf AMuSRCelCChubiR\DdbilityABsay Y H 1
A 2Tyl Ol Fy2 LINJ& ddeOAdz Oedi2YSGNYz adzaS / St ¢
fdzo YFENIgS2 2Said 1ylFOl NORI BIRAE NBEB yd kit LIRIRIST A
oFNbye aeddyl Od t NI &|loOFR2g& LIZ2Nadotpldbtiepostiotid O LINT
lewej widoczna jest analizowana populacja, natomiastsponieLINI 4 S2 2RaSiS1 |
080K 2NINV2YENIBeOR@s6 yvS ROKBRBABANE YVSWiEd @
f23FNBGYAOTI yS3I2 A OSOK2gl OF 2SS deg2iy2106 GAt

POPULATION PROFILE 4 VIABILITY PROFILE

Live 4 Dead
99.1% ; 0.9%

- :

3P

P S

CELL SIZE INDEX

9

NUCLEATED CELLS
n

o o |

00 % 2 3 @8 o % 2 & 4
VIABILITY Live VIABILITY
Viable Cells /mL: 1.79E+06
Viability % : 99.10 %
Total Cells / mL : 1.80E+06
Events Acquired : 1004
Dilution Factor : 20.00

08O0Adz adzaS / Sttt !

Rycina8® t NJ @1 OF R2g& LRYAINI deg2iy21 OA LINJ & dz
1817 12Ys5NB] odegeldOK 2

Na rycinie widoczna jest analizowana populagjgkfes po stronidewe)) oNI T 2 R& §
(wykrespo stronie prawej).

742.2F Ndzy 1A K2R2¢f A LJ2al Ol SaAsfyeOK fAYAAX

7.4.2.1 K562

[ AVALF 12Ys5 QQEAMIECRABIp S H2 A4 F QldzLIA 2y ¢ ' ¢/ /1t oal
{1 O0® Y2YLIX SGYyS YSRAdzY K2R2gfFyS adly26A02 w
GlutaMAX, 10% FBS oraz 1% penicyliny/streptomydygyY s NJ A ¢ aASgl yS 06e0
C2x10°P1 2 YskN¥St] 6 mMnYfE LJ2 0O @ g kiedyh@dblHalk a BIN&A+ ®2 6 By & (i 2
C1x10°1 2 Ys NB1 k Y X -(iNd 82 SRyliA a0 2b AR IR 2 LJdza 1 O10°fy 2 R 2
12YsNB1kYf T3I2RYyAS T 11tftSOSYyAl YA ReéaidNEodzizN
12Ys5N]lFOK LR2OK2RI NOEDPKIBPsPRSEW EDRdzLINAR2 Hpd



LINT @ dz0e@OAdz dpr» C. {bmMmE: $AhET KHNFRXGt/ Sy RE &A
w-Mmgpcc/ P

[AYAlL 12Ys5N)] 26l Ypcu LROK2RIA 2R po fSidyirsSe
2 LJ0dzOy 2 ¢ S 3 BryzwblashNin&*©@A WS ad f AyANn LIRTo6FgA2YND T
41dz0S17 AyaSNO2A A BINI2S & dryyMIAO A 12 YNEINY[ 12/ S22R B NG (] o
(informacja ze strony dystrybutora).

7.4.2.2 LiniaK562 (MDR1+)

2 12YsNJIFOK tAYAA YpcH AYyRdzZl26ly2 FSy20G&L) 2L
1T32RYAS T LINR(G2120SY 2LIMATIVRRA GFPHR WESNNMEMD 8 H
gearSely2 ¢ 2LJeYltySa Itada210AT + ylLadtLyAS
Rodzl NPGySe 12y FOMEYyQAITRIGIPHMOCZEEBDRPNEYE 0 a0
winkrystyny podnoszono dwukrotnie.

{itdSYyAS pe2i OA26S gAYy I NERaAlEYyR® $RR2R¥A2 RbOY
g1 NI 2s0GA FL/aGt 0 Sy kM Popydy&ny 2esof/p MDRM potwierdzono przy

dzd & ReklfimegPCR ora® & (1 2 Y S NR A dpiskheSodiiowiea@amSpankaie. 8.3

oraz 7.9.17.9.3).

74231 2R26fI 12Ys5NB] LASN¥2iyeéOK

Y 2 Y5 NJ Awyizobwane & T O1 S 35 OvankcieZaJA & 1 2 Y5 NBabtycle SRy 2 2
INBA 20062R26S2 LI O2Syilsgs 6 FIL1AS OKNRYyAOIySe
medium StemPr&FM z dodatkiem 10% FBSj &4 | on§/mlpLs8, 25ng/ml GM-CSF oraz
100ng/ml{/ Cd t2 AT2fF02A 12Ys5NJA Ayldzm2ély2 4
roz2 OT t OASY S1aLISNEBYSyYyGdz T . YMHNO®

75 To{¢ A, 2 h ¢ bMTT/ L (BROMEK  3-(4,5DIMETYLOTIAZQLYD)- 2,5

DIFENYLOTETRAZOLIOWY

Nazwa odczynnika Firma, numer katalogowy
Dodecylosiarczan sodu \ SigmaAldrich L3771
Yol a OKE2NRG2R2NBG& 06 ai SigmaAldrichH1758
MTT (Thiozyl Blue Tetrazolium Bromide) \ SigmaAldrich M2128

Tabela8® [ A&all 2ROT@YyyAlso doeglyeOK ¢ (G§STOAS ac¢¢

¢Sad ac¢¢ 2Saild 2 LI NieBydragerady inochghdrialoej § yiisaN®dz] I G | f
NE I {LONGtS |1 a1 did ©®OSFA F NBT LIdzaT OT 1 ftySe2a 6 62RIAS 3
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g2UNNOIFyYyS3I2 g 18Babwl OROPNMIESB IRFTRDZF2TI YWSSrSil 62
LT ot 2a1 102606 0eg2Gy2106 A LINRfAFSNI Oat

T 6ANTWSsIszaT O Sy Af@matahliparwala In® ddszgtanie absorbancji przy

RUOdzI 2 UGB70FAME # | NIi21 6 | 042 NIDIZy GevaA geaalda 1d e Y SamAd
YSGFLo2t AOT yI 12Ys5NB]®

751t NJe326G26FyArAS 2ROT @yyAlsée

7.5.1.1 MTT

{ LINR AT | 2 6 IMIB250mgrdzpuszizono w 50 ml PBB Qg2 dzl @ 41 dz2NO &Gt ¢
p YakYEfd w2l 65N yIFadt LWYAS LINn$poporcjows@dpl y 2  LIN
A0SNRfyeOK LINPOs5 S| ® w2l Lidzéemg@iatarye®0cd do az&slt S1  LIN
dzd @ OA | @

7.5.1.2 Bufor do lizy

t2galGlan0sS ¢ 1desgyeOK YSilo2ft A0TYyAS 1 2YsNJI
g 2RI AS® 52 NRBIT LlzAl O Sy Al  dzaakwaszgheg® OIM: R2 RS
kwasem solny®® aASallyAyl GF dzy2d0fAgéAl NBI(1OFR 12
uwat YAF 2RO 1T yAOK LT 2adlkoS {NealdlFO1lA F2N¥IIT
RSGSNEBSyldz 6{5{0d !de80AS (6l adz a2ftyS32 yArsst
7.5.2. Przebieg eksperymentu

Y2Ys5N)J A 6eaASsly2 6 pn xf 12 YLKSAYS® LBDR 6R 2
R2RIF gl y2 m xf NRBIT OASZ o4 Ssald, winkiysiyayOdokSaubicyhys A DT |
abo DMSOg nd xf (12YL® SVgyBC24dR0EBNASYAS 5a{h &
g NRAIFYOAS wm3: ¢ LINJ & LI-MDRborag 2,796 W 18 LX Rz A 2Yp &
CD34. Wtabeli 9przedstawionoszczs 02 g2 LINI e320261 yAS NRIT (62 Nk

1 mM i 10mM roztworu podstawowego BR4.
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<o hoat (2]
Y2Z02 6 Yzzo%ﬂ S e a roztworu 2l
aidt oSiea autosy w2l OAsSZ: 0 wowego w2l ug: 5a{h «
. DMSO {/v) Neoz2OT & P g podstawowy
wkKaé BK124
[%6] .
wk f 8
0 1 - - - | 20
0,1 1 10 2 0,1 mM 18
1 1 100 10 90
2 1 200 20 80
4 1 400 40
1mM |60
6 1 600 60 40
8 1 800 80 20
10 1 1000 100
B:
< . hoat d2l
Y2Z024 Y%Z,Q%Q S ox . oa roztworu s s .
< e on A autoSy w2zl OASZ: w2l U6:
aut osSia podstawowego 5a{h «
. DMSO y/v) robocze [mM] podstawowy
wkKaé BKL24
[%0] .
wk f 6
0 0,1 - - - | 100
0,1 0,1 0,1 5 45
1mM e
0,5 0,1 0,5 20 20
1 0,1 1 5 45
1,5 0,1 1,5 7,5 42,5
2 0,1 2 10 10 40
5 0,1 5 25 25

Tabela9® { Gt & Sy A124dM®eo@016S .Sa G OK OelG2G21a&801 y2l OA ﬁ
¢FoStS LINI SRaidGlégAala2n ail Ol S3s50262 LINJ e32026MWpS 1 BRE B L2 ROKS NI
K562 i K56MDR1 (A) oraz CD34+ (B)

t2 ny J2RTAYFOK Ayldzml O2iA 1 0 RioztwbdrdSmgnk DT 1 A S
a¢es  YIFaldtLyAS 1 2YsNJA dzyaSai Ol 2y2 1 L3R éNE
Ol aAS R2 R201562 RERIBEYNRPDOUDRRY 2ROO0O& {1 2Ys N
NBIT LJzal OT SyAS {NBal (Gl O1s6 F2NNIITI dzdp N2 TGl
NRT Lidza 1 OT [ vé aAatz O2 dzv2d0ftAgAl 02 2ROT&GLHYyAS

23y A1lA LINJI Soesglty21 OA | yI fyad 24 | YN 28R Yol &R 1y05
Foa2NblyO2A {(2YyGNRBEtASX (Gs NN adlyz2¢grove 12Ys )
umieszczano w programigrFit (ver. 1.042, licencja MPPO = | (s NB LRT gl f |y I

odpowiedniej krzywej teoretycznej do wyznaczOnfg LJdzy 1 is 4 A LINBOel &2y
parametru E® t NJ @ dzo&@ OAdz LINPINIF Ydz DNJ LKt R t NRAY
parametru IGo. EGo 12 aAGt 0SYAS o6FRIFyS2 &adzmaidl yoOoa2aiasz LN
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maksymalnej odpowiedzi. ParametrsdG/ I G 2 YA &G Ys A 2 Rl 60S AYK
hamuje on czynnik albo proces biologiczny o0 50% (PR f A TENEQRA Y262 (062
1 0@ geyizgriuday y I 8 VKA SR 2NBI yAT Ys g AGLIOO® 2 LINJ & LI
te parametry YI 20 1 0f A 032 y 2 yghlSNGF01 6 STFS14GSY 2Sad 1
nowotworu (czynnik biologiczny). ¢&y A1l OK I dzi2 NJ I IGeJ2 a0dz3dz2S &

76. Phe, { YL2! bLOCDBA2AYWROLY h.2h5h29W t!/W9b¢j2 /1 hw, /I

LY v/ w»wyB {%tLYh?2+
Nazwa odczynnika Firma, numer katalogowy
Anhydrous Dglucose * SigmaAldrich G5767
Cadi 201 VWR 22317.297
DPBS \ Gibco14190144
EasySep Human CD34 Positive Selection Kit || StemCell Technologies
FicoltPaque Plus ' GE Healthcaré7-144003
KCI VWR 26764.298
MgChki £ | ' VWR 25108.295
NacCl VWR 153274V
t NPosgll Yyl |1NBg \ EDTAK2 Vaatainer tubes, Becton Dickinson
TrisHCI SigmaAldrich648317

Tabelalod h ROT @y y Al A dzoeé (S +R@wiobot®d.02A 12YsNB] /5o0mn

7.6.1. Zgoda komisji bioetycznej

%IA2Rt Yl O0FRFYAS 6&8NITADIF Y2YAaz2l . A2S8SGe01yl
Warszawie(nr referencyjnyKB/107/2018. 9 1 a LISNEB YSy Gé 1 dzRT A OSY VY
gelz2yeslyS oeve ¢ 132RITAS 1T LRally26ASyAl YA

L2t a1 AYAZ NBIdzZ I O2F YA ' YAA 9dzNRLIS24& 1 Atte 2 NI T
Code of Ethical Medical Resegréhii 6 2 NJ 2 y @ Y LIW®ri§ Mediéal Asgfatian &

YFORe LI O02Syid LIRRLAASY geNITAD TgAlR2YND 1T 3I2R
7.6.2. Izolowanieg] 2 Y5 NB1 2SRy22NDRNI FadeoOK 1T {NBA 2002
t2 dzZ ealtyA@&2REEl RRVEAS oy 2L MNBie cRBF Py (s 6 6
LINI So1L8] 8§88 S10S2 oAl OEQFEPAAARLIYVT Do-&Kew EF § @
LJ2 OK2RR ALYt 00T &1 y A -7Hlat id&dndz&ianyah Watelireli kimice o

KSYIFG2f23AAT 2y12t23AA A OK2Nko @SgytiaNye

Warszawskiego Uniwersytetedycznego (tabeladl).
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BCRABL1 | Teadtz2106 gex

ID pacjenta  Wiek t OS( Faza transkrypt populacji CD34[%]
CML1 42 K t NI Sgt S1 0l b3a2 ' b/d

CML2 79 M t NI S6t S1 Ul obecne 67,44

CML3 64 M t N §6t S1 0l b3a2 95,3

CML4 56 K t NTJ St S Ol b3a2 91,64

CML5 46 M t N §6t S1 0l b3a2 76,7

CML6 39 M t N St S1 Ol b2a2 92,5

CML7 68 M t NJ §6t §1 Ol b3a2 ' b/d

CML8 Brak M t NI St S1 Ol b/d 87,24

Tabelalld [A&lGl ZLI OBSFOKGYH GSNAF Odz dzoeid2 6 yAYyA seal se LINJ O& o
Tabela zawierinformacje2 RYW2AIS 6 A S1 dz=  LJo@ajtrarBiypt@ BGRBRLENR G @8E 105 Ol 2ai21 OA
gerl 2f261 yeOK.!| RYEINDRI/ ok Ré 21T yIF OT I 0N} RIFIyeOKo®

t N6 61A {NBA NBITIOASZOI 2y2 ¢ ®Biadcedsal sutigny m ¢ |
T I 6ASNI 2naRtYdz{/ed vz i pShcka iyl /2fia 8,054 mM KCI, 14.5

mM Tris pH 7.6 w 0.9% soli fizjologiczhej, Y I & Gt LIYA S yI { OFRFy2 2aiNER
¢F1 LINJe3a2d0261yS LINBEO1A 6ANRSI 2P0 kiNdwéiliu nn Y,
TOASNIrYy2 12YsNJA 2SRY22NRNIFadSs i t.alz
gFNEGSF YAD Y2YS NLINI SISO dy] I A&0 ty12y AGNT @ { NRGY A S LI
dza G t SyAdz At 2 DXs BRI 2f abl RROK (i IMadda &YSAi t A 20/25A¢
12YsNB] 2SRy22nNDRNI I aideéoKD

763. { St S102 12YsNB] /50nb 1 LRLMzAZI O2A 12Ys5NB
Y2Ys5NJl A TFgASall y2 cjidDPBS zydbdatkietaR% RBSU RIZNMAEDBA) il
LINI Sy2ail2y2 R2 aiSNeBfySe LRtAaZGeENBy2sS2 LINRO
LINI SOAGOALI U R2 #&XYX| Ol3Mb 04 Axdt 2LlyQAdzoemn y2 1 6| |
121 222¢S2e WNPdsta]M §2 Rz S1 YI Iy &iiR Of yEIKIKO ¥ A
Lyldzo26ty2 wmn YAydzi ¢ GSYLISNIGdzZNIS L1R{12226S
YAYydziz | ylradtLyasS T RSOeR24tyeVI NIDKISTND G t ¢
pozbawione antygenu CD34&Krok ten powtar I y2 OT G SNBE NIT &d | 2R24f f
aL2aso 1 2YswplnkcieR4l2B. 4 y 2
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77. C ¢ha9¢wL! tw%9t , 2h2!

Nazwa odczynnika Firma, numer katalogowy
FITC Annexin V Apoptosis detection kit with 7 AAIj Biolegend, 640922

FITC Annexin V Apoptogietection kit 11 BD Bioscience$56570

Jodek propidyny ‘ Sigma P4170

RNaza wolna od DNaz ThermoFisher ScientifEN0521

Tabelal2d hROT @yyAlA dzéélyS R2 O8ld2YSUNRA LINJ SLIés2sS20

91aLISNEYSYyGe LINJe doeldAadz Oeidz2YSiNHz LINJ SLve
/] @G2YSOUONRA ¢ LyaideiddzOAS . A2t23AA 521 Al ROT I
7.7.1. Badanie apoptozy

LYyFEAT 261 y2 O8G2YSGNRBOIYAS 2RASIHSPI{2a2s NMHNI
g 1 2 Ys NJ KBRMDRpom#CD34% Klasyfikacji dokonywano przy pomocy barwnika
7-AADalbo jodku propidyny PIp Y A { | RBO§ @R s NBS] YI Nlige OK 2NI I
posiada silne powinowactwo do fosfatydyloseryly. I RNRB g S2 {t@ifosexyPeS T2 a4 T
Tt21FtAT 261yl 2SadG Lk Oedz2L)X T YIFrGagedoliySe adl
apoptozyolh SN dz2S aAt 2% PodddbrBR Yt TAYYyBRBEFaAYe + LI2OND
I FEtd2NROKNRYSY 6yLID FTfd2NBaOSAYNO WR®ISEsI ¢
LJ2 LJdzf  O2A {12YsN]26S2d t2yIFR0I2Y o002yl 12YsN]
przepuszcza substancje takie jak jodek propidyny ¢x@® {1 G5 NS 2RRI Al 0dz2n i
12YsNJAD 2 GSy &alLl2aso Y2 AP O2ARaNdyia yWR),0we | 2 Y5 NJ
wczesnej apoptozie (RADPIO Aneksyna V0 = ¢ LIls 1 yS2 | LI2-ARDPIMA S  dzo
AneksynaV)s | GF 1 0S 1 2RkrosydeheX7AADPINIAESYngB)YD [ 21+ AT I O
L2 al O S35 t ypizéstawlald Indrfcini® 2 A
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7-AAD - PerCP

Komérki martwe

7-AAD )
Aneksyna V ()

Péina apoptoza/
Komérki martwe

7-AAD )
Aneksyna V ]

Komorki zywe

7-AAD 0
Aneksyna V ()

Weczesha apoptoza

7-AAD )
Aneksyna V )

AneksynaV - FITC

Rycina9. Analiza apopto2  LINJ & dzd & OadD.| ySl aedye =k

2280l NBAZYS RiZYsINY[S o &O@ (1INISE Ndd a DI &LI0e 6265320 Y2YsNJ A 0ésS
R2fyeyY 16 RNIYOAST dzYASNI 2ndOS 68 601 SaySe |LRLI2TAS 6 LINI &¢
YENI S 6 161 RNIYOAS 3Is NyeyY AaNYy sBsYNY &2 Yo aNgd & YWIONIGd R dEEdFoO AySS 1t Nep
L2 RLIA AL VI 521t1@NJatté Y208 0836 (S0 MN®IOdzWA HyH SDhy2d Ohe 2RS 1dz0 LINIBSLIX
reagentu.

7721 YEEATE FLRLIG2T & 46 -MDRIY =udiparnidrigch Yigp B = Ypc
12Ys5NyFOKI YpzYis RIND OK / 5o0n
Y2Y5N]lA LINBAY(1dzo26ly2 uwn 3A2RI,REe R2OU]BYVLIRERY S
5a{h OR2 &aiGtoSyAl 1 2 z2102wHBt20 Sy>Amlz 0> pl Paial 1 DN
12t S2ye@ 0K wun 32RI Ay i12dkierdnyibamidndadlnie zizaletenibidi A 1
LINE RdzOSyYy (I = dodegl a2an0 1 Sadlégdz R2 RSGS{02A LR
FYyrtAl 26FyS yI Oed2YSGNI S .5 C!/{/}fAddzNI dz
Franklin Lakes, NJ, USA).
7712V YEEATE FLRLG2T®CDB {2Ys5 Ny FOK /50n
t 2 LINBAY ] dzml O2AR2R2 41225 Neal{ h/ 500R2 a0t 8SYy Al 12
BKI24g ait o Z¥draiz5ma®pt 2 Hn FA2RIAYFOK 12YsNJA 1034
LINI SOASOAL U &1ASNBSI yeé O@unktIrE, Sbelads) 2 / Bdo & (i t2LUN
barwiono A2 RY A S 1T LINR G 21 2 OSW jotkis® IINBOLSNY RIS y & dy S @leJtnt
2RLI2GASRYAS 12yiUNRBES AT 206eL26Sd 280 NBA2YS |
dzd @ OA dz BPIISRFOBeEEHr y I adt LIy AS LINJ & dzoé OAdz 2 LINR:
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772 . A £ AT Oelfdz {2YsN)]26S32

7.7.2.1 Przebieg barwienia

/81t 12YsNl26e FyltAT26Ly2 LINJ& dzdéOAdz 22 R d:
R2 AYUSNJlIflO2A ¢ ail0NHzZ GdzNY 5b! > RIFI2nNO 0 NX
dzNJ DRT SYyAS ¢ (IyRf SSY2HALTRENDINE g& {d12B0 AAL KA
2ROT @GFYyAS SilFLldz Oelftdz YAG20G801T yS3a2 12YsN]A
rycinie 10.

y Informacje
o modelu

M Do Gt File analyzed: 171124.004
Faza G1 e Date analyzed: 27-Now-2017
; Model: 1nn0n_DSD

800

Number
400
1 1 1 l 1 1 1 l 1 1 1 l 1 L 1 ]

Analysis type: Manual analysis
Auto Linearity: No

Ploidy Mode: First cycle is diploid

Model teoretyczny

600

Diploid: 100.00 %
Dip G1: 26.90 % at 50.12
Dip G2 13.17 % at 100.25
Dip S: 59.94 % G2G1: 2.00
%CV: 2.30

Total S-Phase: 59.94 %
Total B.A.D.: 0.00 % no debris no aggs

Debris: %
Faza GZ/M Aggregates: %
Modeled events: 8368

Al cycle events: 8368
Cycle events per channel: 164
RCS: 5.026

llo$¢ komaorek

200

0

L [ I ) I LI I T

0 20 40

T

N
|
60

FL2-A

Jodek propidyny (PE)

& Oeélfdz 12YsN] 26532 1 LINRIANI
N SLIeg26S8325 LINRINI Y Yzm
6 Lyzlad 6Ol oSyans S k. STl S Y SO/KG &

Rycinal0d t NJ
bl LR2Rail ¢
R210lFRYAS

c

Z
&j) Py
—_—C - T«

N > @
— (p—
— <N
> D ™
Oc¢ Q¢ @#
A
— -

Po 24 godzinach preinkuBe2 A’ R2 R201356 R2RIgly2 5a{h R2 a
BKI24g S5a{hd Y2Ys5NJA o0& ylLaldtLWAS Ayldzwm2slyS
12Ys5NJ A LINI SLIOdzl A gl y2 12hovey@V >t | { FYaddEyA82y3
w zimnym 70% etanolu imieszczonowdi nc/ Yyl un 3J2RIT Ayeéed t2 Gay
I 12Ys5NJA phokSavpy22R]dz LINRPLIAREYy® A pn x3IKY
i inkubowano 30 minutw 37/ ® / @1t 1 2 Y5 Ndag2yéoetrteyBD EACEGalblry 2
dzdé gl 2nNnQCcelgEdditwaé . 55 CNIyltAy [1SazZ bwsz | {!
programuModFit LT (3.2 software, Verity Software House, Topsham, ME, USA).
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7.7.3. Analiza ekspresiji glikoproteity LINJ & dzd & OAdz O G2 YSGNRA LINT ¢
Po 24 godzinach preinkubacjido@d 5 4 R2RIFy2 5a{h 0aidtdSyAS {2Z
ToANT {560 Y2YaBWMOOXYquWd2¥pgs o0&0& yladt LIWAS
12YsNJA T SoNIy23 LINI SLIOdzZ]Fy2 LINJ& dooeOAidz nIy
LINJ @ dzd @ OA dz ietdNdn&® praediwko IMDR1 aalbo odpowiedniej kontroli

Al 20@L2gS2d t2 AyldzolO2A 12YsNJA LINJI SLIOdz] A &
propidyny i analizowanoa cytometrze. 5 C! / {/ F £t A6 dzNJ LINJ &8 (B2 & OA dz
Franklin Lakes, NJ, USA).

7.7.4. PomidNJ Ol 24021 OA LRLIAA RO2K| YROKNB] 1 2¥Yae NB|

krwi obwodowej

t2 AT 2fFO02AHyRYisANBR s V2ondl 64216 asSts&102A
pozytywnychw populacji). Zx 10¢1 2 Ys COB4LINI SLIOdzl A gl y2 t . {SY T F
BSAMMVW A NBTRITAStTIYy2 yI RHAS LINbBOosglA GelLiz 9l
zawieszanoveuforzet . { T R2RIG1ASY nZp: .{! 626003 | VY

LINI S O Apair®tA7l2@mbela 5)t N3 0 1A (I Nb G12 62NIS1az2é6ly2 A
YAyYydzi® t 2 A yLINdOS LAedx) A ENE2NE Ay F2aRINGLIYYAASSD &a@3nadet | O
i martwl) dodawano danich jodek propidyny i analizowano na cytometrze BD FACSCalibur

LINJ @ dz2deéOAdz / StfvdzSaild az2Fiaé6lNB 6.5 CNIylftAy
LINE 6S]1 L}lail Ol Sasfye 0l rydide2E§REaSGS1WAR2TE WB

~

1
pozytywy @ OK Rfl 11F0RS3I2 LI O2Sy il tabelPld punk¥y.6.2NT SR & ( |
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