HABIP IOA

ANA KNIbKICHOIo BU3HAYEHHA
CCND1 B TKAHUHHUX TOMOTEHATAX,
KNITUHHUX NIBATAX, CYNEPHATAHTAX
KNMITUHHUX KYNIbTYP | IHLUUX BIOJTOTNTYHUX
PIAUHAX NNIOAUNHN

SEA585Hu, Cyclin D1 (CCND1)

Kam. Ne :SEA585Hu Bepcia 12
Kinbkicme 196
Bupo6Huk  :Cloud-Clone Corp. (CLUA)

OCHOB0I0 _NpuU__nposedeHHi _aHAsi3y € opueiHan _iHcmpykuil
aHesnilicbkolo _M0o8olo, 8kiadeHoi 8 Habip. Homep i dama _eepcii
opue2iHamy ma nepekaady iHcmpykuil NnoguHHi cnisnadamu.

TinbKu 0na eukopucmaHHa 8 00cNiOHUYbKUX Yinsax ma in-Vitro
He 0nsa suKkopucmaHs 8 KNiHiYHuX diazHocmu4HUX npoyedypax

MPU3HAYEHHA

[LaHwuin Habip € imyHObepMEHTHMM aHasi3om Tuny "ceHaBiu" anA KinbkicHOro
Bu3HaveHHA CCND1 B romoreHaTax TKaHUH, KNITUHHWX Ni3aTax, CynepHaTaHTax
KNITUHHUX KYNIbTYP Ta iHLWMX 6iONOriYHUX pignHaX NogUHW.

PEATEHTU TA MATEPIAJIY, WO NOCTAYAIOTbCA 3 HABOPOM

PeareHTn Kinbkictb
[OTOBUIN O BUKOPUCTAHHA, 96-NYHKOBUIA CMY>KKOBUN
nnaHweT 3 nonepeaHiM NOKPUTTAM 1
CraHgapt 2
PeareHT gna getekuii A 1x 120 Mkn
PeareHT onsa getekuii B 1x 120 Mkn
Cy6ctpat TMB 1x9mn
MpomusHun Bypep (30x KoHueHTpaT) 1x20mMn
Mniska ana 96 nyHoK 4
PO34YMHHUK CTaHZapTiB 1x20Mmn
Po6ounii PO3UMHHUK A 1x12mn
Po6ounii Po3unHHUK B 1x12Mmn
Cron Po3unH 1x6mMn
IHCTpYKUiA 1

HEOBXIAHI MATEPIAJIU, LLIO HE MOCTAYAIOTbCA 3 HABOPOM
MikponnaHweTHWi 3unTyBay 3 dinbTpom 450 £ 10 HM.

TouHi ogHO- abo 6araTokaHanbHi NINETKN Ta O[HOPA30Bi HAKOHEUYHVKMU.
MikpoueHTprdyxHi NpobipKu.

[eioHizoBaHa abo ANCTUNbOBAHA Boaa.

OinbTpyBanbHUIA Nanip AnA NPOMOKaHHA MaHLLeTa.

KoHTelnHep anAa [MpOMUBHOrO PO3UMNHY.

0.01 monb/n (a6o 1x) PBS (pH 7.0-7.2).

NowunhwNn =

3BEPIFAHHA HABOPIB

1. [Ana Hepo3KpUTUX HabopiB: Bci peareHTV NOBMHHI 36epiraTnca 3rigHo 3
iHbopmallieto, BKaszaHOW Ha ¢nakoHax. CraHpapTt, PeareHT pnAa
AeTeKuUil A, PeareHT Ana AeTeKuii B i nnaHweT noBuHHi 36epiratnca
npuv Temnepatypi -20 °C npu OTprMaHHi, a iHWi NOBMHHI 36epiratncs npu
4°C.

2. [na BigkpuTux Habopis: [icnA BigKpnTTA HAbOPY peareHTy AK i paHille
NOBUHHI 36epiraTnca BifNoBiAHO [0 BlLLEe3a3HAYEHUX YMOB 36epiraHHs.
Kpim Toro, 6yab nacka, NoBepHiTb HEBUKOPUCTaHi CMyXKM B NNacTUKOBY
YNaKOBKY, AKa MICTUTb OCyLLyBaY, i WiNbHO 3aKpuiTe ii.

MpumiTka:

PekomeHAyeTbCA BUKOPUCTOBYBATY 3a/IULWKK peareHTiB npoTtarom 1 micausa 3a
YMOBW, WO He 3aKiHUMBCA TepMiH NpuAaTHOCTI Habopy. TepmiH NpuaaTHOCTI
Habopy BKa3aHWii Ha eTVKETL Ha ynakoBLji Habopy. Bci KOMMOHeHTW cTabinbHi
710 3aKiHYeHHA TepMiHy 10ro Ail.

Mepeknaday 3enexcokaT. |.

3ABIP | 3BEPIFTAHHA 3PA3KIB

FomoreHaTn TKaHuH: [1igroToBKa roMmoreHaTiB TKaHUH BapiloETbCA 3aneXHo

Bif TUMNY TKaHNHW.

1. TKaHWMHM NpoMMBalOTb B AyXe oxonomaxeHomy PBS, wo6 Bupanutn
HaA/IMLLOK KPOBI i peTesibHO 3BaXyI0Tb [0 rOMOreHisadii.

2. TMNoppibHWTM  TKaHWHW Ha APIOHI WMATOUYKWM i romoreHisyBatn ix B
cBixomy 6ydepi ana nisucy (katanor: 1S007, pisHi 6ydepu ana nisucy
NOBWHHi 6T 06paHi Ha OCHOBI BHYTPILIHLOKAITUHHOI IoKani3auii 6inka-
MmiweHi) (w:v = 1:20-1:50, Hanpuknag, 1 mn 6ydepa ana nisncy AopaTb
no 20-50 mMr 3paska TKaHWHW) 3i CKIAHUM FOMOFeHi3aTOPOM Ha Jiboay
(takox Micro Tissue Grinders woks).

3.  OTpumaHy cycneHsilo 06po6NAIOTb 3 YNbTPa3ByKOBUMM PYNHIBHUM
NPUCTPOEM, W06 OTPUMATK NPO30PUIA PO3UUH.

4. Micna uboro romoreHatTu LUEeHTpUoYryloTb MNPOTATOM 5 XBUAWH npwu
10000xg. Bupanutn cynepHaTaHT Ta aHaniyBaTu HeranHo abo
nigroTyBaTy anikBoTu i 36epiraty Npu Temnepatypi <-20 °C.

KniTuHHi ni3atm - KnitTmHu noBuHHI GyTW ni3oBaHi nepep aHanizom y

BiANOBIAHOCTI 3 HACTYNHUMMN KPOKaMMU.

1. ApAresumBHi KNiTUHW MOBUHHI 6yTn obepexxHO npomuTi xonogHum PBS, a
noTiMm BiAOKpPemneHi TpUNcMHOM i 3ibpaHi UeHTpudyryBaHHAM npwu
1000xg npoTarom 5 XBUAMH (NiABICHI KNiTUHU MOXYyTb OyTn 3i6paHi
LNAXOM LieHTpryryBaHHA H6e3nocepesiHbo).

2. BumuinTe KNiTMHW Tpu pasu B xonogHomy PBS.

3. PecycneHpyBaTu KNiTUHW B CBiXXOMY Bydepi Ans nisncy 3 KOHLEeHTpaLi€o
107 KniTMH/MA. AKWO HeobXiAHO, Ui KNiITUHW MOXYyTb OyTW nigdaHi
06p0o6Li yNbTpa3BYKOM, MOKM PO3UMH He CTaHe MPO30pyM.

4.  UeHTtpudyrysatn npu 1500 xg npotarom 10 xsunuH npu 2-8 °C ans
BUANeHHs 3anuLWKiB KNiTUH. AHanisyBaTu HerailHo abo anikBoTyBaTw i
36epiratu npu < -20 °C.

CynepHaTaHTU KNiTUHHI  KynbTypu i iHwi GionoriuHi  pignHu:

LleHTpudyrysatn 3paskm npotarom 20 xBuavH npu  1000xg. 3i6patu

CynepHaTaHT Ta aHani3yBaTu HeranHo abo 36epiraTvi 3pas3ku B anikBoTax npu -

20 °C a6o npwu -80 °C AnA NisHIOro BMKOPWUCTAHHA. YHMKANTE NOBTOPHUX

LMKNiB 3aMOPOXKYBaHHSA/BiATaBaHHS.

Mpumirtka:

1. 3pasku, AKi 6yAyTb BUKOPUCTaHi MPOTAroM 5 AHiB, MOXHa 36epiratv npu
Temnepatypi 4 °C, B iHWOMY BUMNaAKy 3pa3ku MOBWHHI 36epiratucsa npw
Temnepatypi -20 °C (< 1 micaub) abo -80 °C (< 2 micAaui), Wob yHUKHYTH
BTpaTy 6ionoriyHoi akTMBHOCTI Ta 3a6pyAHEHHSA.

2. Temoni3 3pa3ka 6yae BNAMBaTU Ha pe3ynbTaT, TOMY reMOAITUYHI 3pa3Kku
He MOBMWHHI aHani3yBaTucA.

3. Tpu BUKOHaHHI TeCTy NprBeCTU 3pa3ku A0 KiMHATHOI TemnepaTtypu.

MIArOTOBKA PEATEHTIB

1. MpuBecTu BCi KOMMOHEHTM Habopy Ta 3pa3ku A0 KIMHATHOI TeMnepaTypu
(18-25 °C) nepep BUKopucTaHHAM. AKLLO Habip He byae BUKOPUCTaHWI 3a
OAVH pa3, 6yAb Nacka, TiNbKM BUAMITb CMYXKM i peareHTn anAa JaHoro
aHanisy, i 3anuWiTb pewTy CMYXOK i peareHTiB y BiANOBIAHMX yMOBax
36epiraHHs.

2. Cranpaprt - BigHoButn Cranpapt 3 1,0 mn Po3uMHHMKa cTaHpapTy,
AKNA 36epiraBca npotArom 10 XBUAMH MpW KiIMHATHIN Temnepatypi,
3/1erka noTpycuTn (He [0 YTBOPEHHA MiHW). KoHUeHTpauia ctaHaapTy B
BUXigHomy po3uuHi 80 Hr/mn. byab nacka, cnouaTky po36asTe BUXigHUI
po3unH Ao 20 Hr/mn, a po36aBneHnin CTaHAAPT BUCTYNA€E AK HaNBULLMIA
ctaHpapT (20 Hr/mn). MoTim nigroTyiTe 7 NpobipoK, wo mictatb 0,5 mn
Po3umHHuka CTaHfapTy, i MpoBeaiTb MNOABIVHWA psaf po3baBneHHn
BIAMOBIZHO 3 ManoHKOM Hmkue. [epemiwainiTe KoXHY npob6ipKy
peTenbHO nepes HacTyNMHUM nepemileHHAM. HanawTynte 7 po3BefeHb
cTaHpapty, Hanpwknag 20 Hr/ma, 10 Hr/mn, 5 Hr/mna, 2.5 Hr/mn, 1.25
Hr/mn, 0.625 Hr/mn, 0.312 Hr/mA, | ocTaHHA Npobipka EP 3 PO3UuMHHMKOM
cTaHgapTy € 6naHKkom 0 Hr/mi.
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3.  PeareHT peTekuii A i PeareHT getekuii B - LieHTpudyrysatn BuxigHun
Po3unH [etekuii A Ta BuxigHun Po3uuH [etekuii B nepeq
BMKOPWUCTaHHAM. P036aBWTM pobouMin  KOHUEHTpaT 3 pobourm
Po3unHHMKOM AnA aHanisis A a6o B signosigHo (1:100).

4. MpomuBHuin Po3umH - Po3sectn 20 mn KoHueHTpaTy Po3uvHy ana
npomuBaHHaA (30x) 3 580 mn aeioHi30BaHOT abo ANCTUNBOBAHOI BOAY ANA
oTpumaHHa 600 mn Po3unHy ana npommnsaHHa (1x).



5.  Cy6crtpat TMB - AcnipyBaT HeoOXigHi 1031 PO3YMHY 3a AOMOMOrOL0
CTepuni3oBaHUX HAKOHEYHUKIB i He MoBepTaTy 3anuLWKM PO34KHY 3HOBY

y GnakoH.

MpumiTtka:

1. TpoBefeHHA cepiiHUX po3BefeHb 6e3nocepefiHbo B JlyHKax He
[lOMyCKa€ETbCA.

2. TpwuroTtyBaTn CTaHAapT NpoTAarom 15 xBununH Ao aHanisy. byab nacka, He
po3unHATe peareHT 6e3nocepenHbo npu 37 °C.

3. O6epexHo BigHoBUTU CTaHaapTn abo poboui PeareHTu getekuii A i By
BiANOBIAHOCTI 3 IHCTPYKLIEID, YHMKa4UM MiHOYTBOPEHHSA, i aKypaTHO
nepemillaTy, NOKM KPUCTany NOBHICTIO HE po3umHATLCA. LLlo6 3BecTn fo
MiHIMyMy HETOYHOCTi, MOB'A3aHi 3 nineTyBaHHAM, BUKOPWCTOBYWTE
HeBenvKi 0bcArM i nepekoHanWTecs, WO NiNeTKM KanibpoBaHi.
PekomeHpayeTbca HabupaTy Ginblue 10 MK Ha OAHE NineTyBaHHA.

4.  BigHosneHi CtaHpapTw, PeareHT geTekuii A Ta PeareHT aetekuii B moxyTb
6yTV BUKOPUCTaHi TiNbK1 OAMH pas.

5. Akwo Kpuctanu yreopunnca B KoHueHTpaTti PO3unHy ana npomueaHHA
(30x), noro HeobXiZHO HarpiTM JO KiMHAaTHOI TemnepaTypu i akypaTHO
nepemilaTti, NOKM KPUCTanm NOBHICTIO He PO3UYNHATLCA.

6. 3abpynHeHa Bofa abo KOHTEMHep ANnA NPUroTyBaHHA peareHTiB 6yayTb
BMAVBATW Ha pe3yNbTaTi aHanisy.

NIArOTOBKA 3PA3KIB

1.  Kopnopauis Cloud-Clone Hece BignoBiganbHicTb TiNbKM 3a cam Habip,
ane He 3a 3pa3kw, AKi BUKOPUCTOBYIOTbCA B NpoLieci aHanisy. Kopucrtysau
NOBUHEH po3paxyBaTtu MOXKNUBY KinbKicTb  3pas3kiB, wo
BUKOPMWCTOBYIOTbCA B TecTi. byab nacka, npurotyiTte JOCTaTHIO KinbKiCcTb
3paskiB 3a3ganerigb.

2. byab nacka, po3paxyite KOHLUeHTpauilo nepep AOCNIMKEHHAM. AKLO
3HaYeHHA KOHLeHTpauin He BXOAATb B Aiana3oH 3HauyeHb CTaHAapTHOI
KPUBOI, KOPWUCTyBau MOBMHEH BW3HAUMTU OMTUMAsbHi PO3BefEeHHA
3paska A5 KOHKPETHOro eKCneprMeHTy. 3pa3ok cnif po36asuTtu PBS.

3. fKwo 3pa3Kku He BKa3saHi B iHCTPYKLUIi, HeOOXiAHO NPOBECTU NonepesHin
€KCMEPUMEHT MO BM3HAUYEHHIO OOrPYHTOBAHOCTI BUKOPWCTaHHA Habopy.

4,  EKCTpakUilHi 3pa3kn TKaHUH abo KNiTWH, NPUrOTOBaHi 3a AOMOMOrOK
XiMiyHOro nisytoyoro 6ydepa, MOXYTb MpPK3BECTU O HecrnomiBaHUX
pe3ynbtatis ELISA uepes Bnnuns AeAKnX XiMiuHUX peYOBUH.

5. Y 3B'A3Ky 3 MOXIMBICTIO PO36IKHOCTI MiXK aHTUreHOM iHLOro
NMOXOAXEHHSA | @aHTUTINOM, BUKOPWCTOBYBaHUM B JaHOMy Habopi, peski
HaTVBHi @60 pPeKOMGIHaHTHI GiNKK Bif IHWUX BUPOBHWKIB MOXYTb He
npawioBaTi 3 JaHUM HabopOoM.

6. MNig BnnvBom ¢GakTopiB, TakUX AK XKUTTE3ZATHICTb KAITUH, YACTIO KAITUH
abo uac TecTyBaHHA 3pa3KiB, 3pa3ku CynepHaTaHTy KyJbTypu KNiTWH
MOXYTb OyTI/ He BUsIB/IEHI 3a JOMOMOr Ot Habopy.

7. [nA TecTyBaHHA PEKOMEHAYETbCSA BUKOPUCTOBYBATW CBiXi 3pa3ku 6e3
TpuBanoro 36epiraHHsA. B iHWomMy Bunagky, pAerpapauia 6inkiB i
[eHaTypanizauis MOXyTb BigOyTWCsA B UMX 3pa3kax, Wo npu3Befe Ao
HeBipHWX pe3ynbTaTiB.

NPOLIEAYPA TECTYBAHHA

1. Bu3HaunTK KiNnbKiCTb NYHOK Afifi po36aBneHOro cTtaHZapTty, 6naHka i
3paska. lligrotyBatn 7 nyHoK AanAa craHpapTy, 1 NyHKy AnAa GnaHka.
Hopatn 100 MKNn KOXHOro 3 po3BeAeHb CTaHAApTy (uMTante npo
nigroToBKy peareHTiB), 6naHKka i 3pa3kiB y BiAnoBigHiI NyHKW. Hakputn
nniekoto. IHKy6yBaTu npotsarom 1 rogunm npu 37 °C.

2. Bupanutu piguHy 3 KOXXHOI NyHKW, HE MUTW.

3. [Jopatu 100 MKkn poboyoro po3unHy PeareHTy ana petekuii A B KOXHY
NyHKy. Butpumatu npotarom 1 roguHu npu 37 °C nicna nokputta
nnaHLwweTa nnisKoto.

4.  AcnipyBaTv pO34MH i NPOMUTU 3 BUKOPUCTAHHAM 350 MKn 1x Po3umHy
AN MPOMUBAHHA Ha KOXHY JIYHKY, 3aCTOCOBYlOUM MNysbBepu3aTop,
6araToKaHanbHy MinNeTKy, po3nofinbyy Konby abo aBTonpomuBad, i
3anMWmMTM Ha 1~2 XBUAUHW. Bupanutn 3anvwkn piguHM 3 JyHOK
MOBHICTI0, MOCTYKaBLUM MAAcTUHOW Ha GinbTpyBanbHMi nanip. Npomutn
3 pasw. lMicna oCTaHHbOI NPOMUBKM BUAANWUTA 3anULWKMA NPOMUBHOIO
6ydepa wnaxom acnipauii abo aekaHTyBaHHA. [epeBepHYTU MAaHLWET i
NMPOMOKHYTU 10ro GinbTpyBasbHUM Narnepom.

5. [Jopatn 100 mkn poboyoro po3unHy PeareHTy ana getekuii B B KoxHy
NyHKy. Butpumatu nportarom 30 xsunuH npwu 37 °C nicna nNOKpWTTA
nnaHLweTa nnisKoto.

6.  [oBTOpWTM NpoLec acnipauii/npoMmBaHHA BCbOro 5 pasis, AK onucaHo B
Kpoui 4.

7.  [Dopatn 90 mkn Po3umHy cy6cTpaTy B KOXHY NyHKY. [oKputu HOBOO
nniskoto. IHKybyBaTn npotarom 10-20 xsunuH npu 37 °C (He Ginbwe 30
XBUAMH). 3axuwaTtu Bif cBiTna. PignHa cTaHe CMHbOrO KONbopy npu
[0oAaBaHHI po3umnHy cybcTparty.

8. [Jopatn 50 mkn CTon pO3uYuMHYy B KOXHY NYHKy. PigMHa cTaHe »KoBTOro
Konbopy npu goaasaHHi CTon po3ynHy. 3miluaT PiavHY, NOCTYKYOUM NO

Mepeknaday 3enexcokaT. |.

CTOPOHi NnacTuHWU. fAKWOo 3MiHa KonMbopy He BifOyBa€TbCA, nerko
nocTyKaTuh No NNacTuHi, Wob 3abesneunTy peTesibHe NepemillyBaHHA.

9.  Bupganutu BCi Kpanni BOAW i NOCTyKaTW MO HWKHIA YaCTWHI NNacTuHM;
BMEBHUTUCH, WO Hemae Oynbballok Ha MoBepxHi piguHU. [loTim
3anycTUTK MIKPOMMaHLLeTHMI 34MTyBay | NMPOBEeCTU BUMIPIOBAHHA Npu
450 HM HeraliHo.

MpumiTtka:

1. NiprotoBka Ao aHanisy: lNpuroTyiiTe BIANOBIAHY KiNbKiCTb NYHOK AnA
KOMXHOMO eKCrnepuMeHTy i 3a6epiTb 3aiBi NyHKM 3 nnaHweTa. JIyHKu, fKi
He BUKOPVCTOBYIOTbCA, MOBWHHI 36epiratnca npu temnepatypi -20 °C.

2.  [OopaBaHHA 3pa3KiB a6o peareHTiB: Byab nacka, BuKopucroByiite
cBiXonpurotosneHnin CraHaapT. O6epexxHO [oAATW 3pa3Ky B NYHKM i
aKypaTHO nepemillati, Wob YHMKHYTU MiHOYTBOPeHHA. He TopkaTucb
CTIHOK NYHKW. [InA KOXHOro eTany npovenypu 3aranbHUN 4ac A03yBaHHA
ONA [OfaBaHHA peareHTiB abo 3pa3kiB B MaHWeT AnA aHanisy He
noBrHeH nepesuwyBat 10 xBunuH. Lle 3abe3neunTb piBHOMIpHMIA
po3noAin yacy MineTyBaHHA [AJii KOXKHOrO KPOKy, 6e3 nepepriBaHHsA.
PekomMeHpyeTbca Oy6ntoBaHHA BCiX CTaHZApTIB i 3pa3kiB, xouya Le He €
060B'A3KOBMM. LLI06 YHUKHYTM mepexpecHoro 3abpymHeHHs, MiHANTe
HaKOHEeYHVKN MineTok MK [JOAaBaHHAMW CTaHAapTiB, 3paskiB i
peareHTiB. KpiMm TOro, BUKOPMCTOBYITE OKPEMi pe3epByapu A1 KOXHOro
peareHTy.

3. Iuky6auia: [na 3abe3neyeHHA TOYHOCTI pe3ynbTaTiB  HeobXigHe
HaneXxHe nNpoBefeHHA repmeTM3auii MnaHweTa nig yvac iHKy6auii. He
fonyckawTe, Wo6 NyHKW 3anvluanucb BiKPUTUMM Ha AOBLUMIA Yac MiX
iHky6aLiamu. AK Tinbkn peareHTn 6ynu goaani B nyHku, HE JO3BONANTE
cmyxkam BUCUXATU B 6yab-Akuin yac nig yac Tecty. Yac iHky6auii i
TemnepaTypa NOBMHHI KOHTPOMIOBATHCA.

4. MpommBaHHA: [lpoueaypa MPOMMBAHHA € KpUTUYHOW. [loBHe
BUAANEHHA PIAVHN Ha KOXHI CTagii Ma€ BaXKnvBe 3HauYeHHA A1Aa BUCOKOI
npoAyKTMBHOCTI. [licnA OCTaHHLOI NPOMUBKM BUAANUTU  3aSIULLKK
PO3uUMHY ANA MPOMMBAHHA WNAXOM acnipauii abo feKaHTyBaHHA i
BUAANUTW BCi Kpanni BOAW MNOCTYKYBaHHAM KiHYUMKamu nanbuis no
HWXKHIN YacTWHi nnacTMHW. HepoctaTHA nNpoMMBKa NpPU3BOAUTbL [0
HU3bKOI TOYHOCTI | TOMUNKOBUX NiABULLEHNX Pe3yNbTaTiB BUMIPIOBaHHA.

5.  KoHTponb uacy peakuii: CrnocTtepirante 3a 3MiHOK Kosbopy nicna
fofaBaHHA cybctpaty TMB (Hanpwknag, CnoCTepeXeHHA KOXHMX 10
XBWIMH), AKWO KOnip 3aHaaTo HacuuyeHun, pgoparnite Cton po3uvH
3a3panerigb, Wob YHUKHYTU HagMipHO CUMbHOI peakLii, Wo npu3sege Ao
HETOYHOCTI NOKa3aHb ONTUYHOI WifIbHOCTI.

6. Cy6crpat TMbB nerko 3abpypaHioeTbca. byab nacka, 3axuianTte 1noro Big
cBiTna.

7. Bonorictb HaBKONMWHBLOrO CcepefoBuMLia, MeHWa 3a 60 %, moxe
BMIMHYTM Ha pobOoTy, TOMy 3BOJIOXKyBauy MOBITPA PEKOMEeHAY€ETbCA
BMKOPWCTOBYBATU B TAKOMY CTaHi.

NPUHLN TECTY

MikponnaHweT, AKUIA BXOAWTb A0 Habopy, OyB nonepefHbO MOKPUTWIN
aHTuTinoM, cneuyndiyHmm go CCND1. CraHfapTv Ta 3pasku A0fAlTbCA [0
BiAMOBIAHUX NYHOK nNnaHweTa 3 6iOTMH-KOH'IOrOBaHUMM  aHTUTINaMK,
cneyundiyHmmm go CCND1. MNoTim pgofaetbca KoH'toraT aBigH-HRP go KoxHoi
NYHKN MiKponnaHweTa i NpoBoAnTbCA iHKybauia. Micna goaaBaHHA pPO3UUHY
cybcrpaty TMB, Tinbku Ti nyHKu, Wwo mictatb CCND1, 6ioTMHMNbOBaHI aHTWTINa
i depMeHT-KOH'loroBaHnin aBiguH, byayTb [OEMOHCTPYBATK 3MiHY B KONbOPI.
DepmeHT-cybeTpaT Peakuia  pepmeHT-cy6CTpaT 3ynMHAETbCA AOAABaHHAM
pPO3UMHY  CipyaHOi  KuCnoTtu i 3MmiHa KONbOPY  BUMIPIOETbCA
CNeKTPoGOTOMETPUUHO Ha AOBXMHI XxBuii 450 HM + 10 HM. KoHueHTpauis
CCND1 y 3pa3kax BM3HAYaETbCA LWAAXOM MopiBHAHHA OD 3pas3kiB Ha
CTaHAAPTHIN KPUBIN.

NIAPAXYHOK PE3YJIbTATIB

Bn3HaunTtn cepefiHe 3HaueHb B Ay6NAX N1 KOXKHOrO CTaHAAPTY, KOHTPOSIO i
3paskiB i BIJHATW CepefHE 3HAYeHHA ONTWMYHOI LWiINbHOCTI HYNbOBOrO
ctaHgapty. MobyayBaTv cTaHOapTHY KpuBy, Bigknagatoum cepepHio OD i
KOHLIeHTpaLjii ANA KOXKHOro CTaHZapTy i MPOBEeCTV Kpaluii BapiaHT KpuBOI
yepes TOUKM Ha rpadiky abo CTBOPUTU CTaHAAPTHY KPUBY Ha noraprudmiuHomy
nanepi 3i 3HauyeHHAMM KoHueHTpauii CCND1 Ha oci opguHat i abcopbuieio Ha
oci abcumc. BuKopucTaHHA nporpamHoro  3abe3neyeHHs, Hanpuknag,
Ekcnepta KpuBoi 1.30, TakoX pekoMeHAyeTbcA. AKWO 3pasku  6ynu
po36aBneHi, KOHLUEHTpaLilo, AKa 3YMTYETbCA 3i CTaHAAPTHOI KpWBOI, cnif
MOMHOXUTY Ha KoedillieHT po3BefeHHsA.

TUMNOBI AAHI

[na Toro, Wwob 3pobuTtn po3paxyHOK NPOCTILMM, M1 BiKNafaEMO 3HAUYEeHHs
OD cranpapTy (X-Bicb) NpoTK BiAOMOI KOHUeHTpauii ctaHaapTy (Y-Bicb), xoua
KOHLIeHTpaLjiA € He3aneXHot 3MiHHOI | 3HauyeHHA OD € 3anexHoto 3MiHHOl0.
TuM He MeHwW, 3HayeHHA OD cTaHAAPTHOI KPMBOI MOXYTb MIHATUCA 3aneXHo
Bifi YMOB aHanisy (Hanpuknag, onepaTtopa, TeXHiKW MineTyBaHHA, TeXHiku



npoMmBk/ abo TemnepaTypHux BNAUBIB).  PekomeHpyeTbca nobypoBa
CTaHAAPTHOI KPMBOI [ANA KOXHOro TecTy. Tunosa cTaHfjapTHa KpwBea,
npriBefieHa HIKYe, MpU3HaueHa TiNbKy A1 03HaNOMIIEHHS.
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0.312-20 Hr/mn. KoHueHTpauii CraHAapTHOI KpWBOI, AKi BUKOPUCTOBYBaNnCh
ana ELISA, 6ynu 20 Hr/mn, 10 HF/mA, 5 Hr/mnA, 2.5 Hr/mn, 1.25 Hr/mn, 0.625
Hr/mn, 0.312 Hr/mn.

YYTNUBICTb

MiHimanbHa go3a CCND1, Aka BM3HAYaETbCA, TMMOBO € MeHwWwow 3a 0.113
Hr/Mmn.

YyTnmeicTb paHoro aHanisy, abo HwxHs Mexa BusasneHHa (LLD), 6yna
BM3HAY€Ha AK HaHMX4Ya KOHLEHTpaLlis MpoTeiHiB, Hinblua 3a Hynb. BoHa 6yna
po3paxoBaHa [OAaBaHHAM [ABOX CTAaHAAPTHUX BiAXUNEHb [0 3HAYEHHA
cepeaHbol ONTUYHOT WinbHOCTI 20 HYNbOBUX CTaHZApTiB, nicna yoro Gyna
po3paxoBaHa BignoBigHa KOHLEeHTpaLUis.

CNEUUNDIYHICTD

[aHuniA aHani3 mMa€ BUCOKY UyTIMBICTb Ta Haf3BMYaiHy cneumdiyHicTb ana
BuasneHHA CCND1.

He cnoctepiranocs 3HauHOI nepexpecHoi akTMBHOCTI abo iHTepdepeHLUii Mixk
CCND1 i aHanoramm.

MpumiTtka:

Y 3B'A3Ky 3 0OMEXeHHAM HaBMYOK Ta 3HaHb, HEMOX/NBO ANA HAC MOBHICTIO
3aBepWwnTN BUABMEHHA MepexpecHoi peakTtnBHocTi Mk CCND1 i Bcima
aHasioramu, ToMy nepexpecHa peakLia MoXe BCe Lie icCHyBaTu.

TOYHICTb

TouHicTb B aHanisi: 3 3pa3kn 3 HU3bKMM, cepefHim i Bucokum pisHem CCND1
6ynu npotectoBaHi 20 pasiB Ha OfHOMY NNaHLLETI, BiaNOBigHO.

TouHiCTb MiXK aHanizamu: 3 3paskun 3 HU3bKUM, CepefHiM i BUCOKNM piBHEM
CCND1 6ynu npoTtecToBaHi Ha 3 pi3HUX MiaHLeTax, 8 NOBTOPIB Ha KOXXHOMY.
CV (%) = SD/cepenHe X 100

B ananisi: CV < 10%

Mix ananizamu: CV < 12%

CTABUIbHICTb

CrabinbHicTb Habopy IDA BM3HAYAETbCA LWBMAKICTIO BTPATVM aKTUBHOCTI.
LUBMAKICTD 3HWKEHHA aKTMBHOCTI AaHOro Habopy cKknajae MeHwe 5%
NPOTAroM TepMiHY NPUAATHOCTI NPV BifNOBIAHUX yMOBax 36epiraHHA.

LLlo6 3BecTn fo MiHiIMyMy AOAATKOBMWIA BNAVB Ha NPOAYKTUBHICTb, HEOOXiAHO
[OTPUMYBATUCb NOPARKY NPOBefEHHA TecTy i nabopaTopHMX YMOB, 0COBNNBO
KiIMHaTHOI TemnepaTypw, BONOroCTi MOBITPA, TemnepaTypu iHKybaTopa, fKi
MaloTb CYBOPO KOHTpoOmoBaTuCA. KpiM TOro, pekoMeHZyeTbcs, Wob Becb
aHani3 NPoBOAMBCA OQHVM | TUM »Ke OnepaTopOM Bifi MOYATKY i A0 KiHLA.

3HAYEHHA A4 3PA3KIB

CupoBatka/nnasma — 21 3pa3oKk CMpOBaTKM Ta Nnaasmu Bif 3[0POBUX
nobposonbliB Oynu ouiHeHi B UbOMy aHanisi. Bci BumipsaHi 3pa3ku manu
3HaYeHHA, MeHLUi HiX HalHWXuYmn ctaHgapt CCND1.

KniTuHHi nisaTty - KnitTuHHi nisatn npurotoBnexi BignoBiaHO fO NpoToKony,
HaBepeHoro B po3gini 3bIP TA 3BEPIFAHHA 3PA3KIB, 6ynu ouiHeHi anAa
BM3HaueHHA piBHA CCND1. Pe3ynbTaTyi noKasaHi B Tabnuui HKye.

3pasku [ianason O.D.
Knitnin MCF-7 0.334-0.678
KnituHn JAR 0.692-0.936

PE3IOME NPOLIEAYPU AHANI3Y

1. TigrotysaTtu BCi peareHTw, 3pa3ku i CTaHpapTy;

2. [opatu 100 MKn cTaHpapTy abo 3pa3ka B KOXHY NYHKy. IHKybysatu 1
roaunHy npw 37 °C;

3. Acnipysatn i pogatn 100 mkn nigrotoBneHoro PeareHTty [etekuii A.
IHKy6yBaTh 1 roguHy npu 37 °C;

Mepeknaday 3enexcokaT. |.

4.  AcnipysaTu i npomuTy 3 pasu;

5. Jdopatm 100 mkn nigrotoBneHoro PeareHTy [etekuii B. IHky6yBaTn 30
XBUNUH npu 37 °C;

6.  Acnipysatu i npomutm B 5 pasis;

Nopnatn 90 MKn po3umnHy cybcTpaty. Butprmatu 10-20 xsunuH npu 37 °C;

8.  [dopatn 50 MKn cTON pO34umHy. 3untaTti Nnpu 450 HM HeramHo.

N

3AYBAXEHHA

1. O6MeXeHi MOTOYHMM CTaHOM Ta HAyKOBMMMU TEXHONOTIAMW, MU He
MOXEeMO TOBHICTIO npoBecT BcebiuHy igeHTUdIKalilo Ta aHanis
CUPOBVHW, fiIKa HAfAETbCA MOCTayanbHUKaMn. TOMY MOXYTb iCHyBaTU
JesKi AKiCHI Ta TeXHIYHi PU3NKM NPY BUKOPUCTaHHI Habopy.

2. OctaTouyHi pe3ynbTaTu aHanisy OyayTb TiCHO noB'A3aHi 3 AKiCTIO
npoaykKuii, onepauinHMX  HaBMYOK  KIHUEBUX  KOpMCTyBauyiB i
eKcrneprMeHTanbHNX YMoB. byab nacka, nepekoHamTtecs, WO AOCTaTHA
KinbKicTb 3pa3KiB € 4OCTYMHOI0.

3. Habopu 3 pi3HMX NapTil MOXe TPOXW BiAPI3HATUCA 3a [Aiana3oHom
BUABJIEHHA, YYT/IMBICTIO i Yacom pPO3BWTKY 3abapsneHHA. byab nacka,
NpoBoAbTe eKCNepUMEHT B TOYHIN BiANOBIAHOCTI [0 IHCTPYKUii, AKa
[OAAETbCA B KOMMMEKTi; eNeKTPOHHI BepCii 3 HaWoro canty € TifbKu
iHpopMmaLiiHUMK.

4.  3ab0pOHAETLCA BMKOPUCTOBYBATU peareHTU 3 HabopiB pisHMX NapTil.
BuKopucToByiiTe TinbKn PeareHTy, Wo NoCTaBNAoTbCA BUPOOHUKOM.

5.  3axuwaTtv BCi peareHTV Bif ACKPaBOro CBiTNa Nig yac 36epiraHHA Ta
iHKy6aUii. Bci NpobKku Ha nnfAwWwKax 3 peareHTamyi MOBWHHI 6yTU WiNbHO
3akpuTMK, WO6  3anobirt  BMMApPOBYBaHHA i 3abpygHeHHs
MikpoopraHiamamu. Cyb6ctpat TMB noBrHeH 3anuwwatucb 6e36apBHUM,
MoKM BiH He pearye 3 GepMeHTOM, AKUA HaHECeHWA B JNYHKU
MiKpOMnaHLeTy.

6.  lpu nepliomy BigKpUTTI B NyHKaX MOXe 3HaXOAWUTUCb fJeAka peyoBUHa.
Lle He 6yae MaTu HiSIKOro BMAMBY Ha OCTAaTOYHI pe3ynbTaTi aHanisy. He
BUIMaNTe MIKPOTUTPAUINHMIA NnaHLWeT 3 nakeTy, Ae BiH 36epiraeTbcs,
MOKMW Lie He € HEOOXiaHUM.

7. HenpaBunbHe onepauiloBaHHA MpwW MiAroToBUi peareHTiB Ta iX
3aBaHTa)KeHHi, a TakoX MOMWIKMA B HanawTyBaHHi napameTpiB Ana
nnaHWweTiB ~ MOXYTb  MPW3BeCTM A0  HEBIPHWMX  pe3ynbTaTib.
MiKponnaHwWeTHWI 34nTyBay 3 LWMPUHOK AOPIKKA 10 HM abo MeHLwe i
ZianasoHoM onTUYHOT WinbHocTi 0-3 O.D. abo 6inblue Npu JOBXKMHI XBUAI
450 + 10 HM € NPUAHATHMM [NA BUKOPWUCTAHHA ONA BUMIPIOBaHHA
abcopbuii. Byab nacka, NpounTanTe yBaXHO iHCTPYKLilo i HanawTyiTe
npwnag oo eKcnepriMeHTy.

8.  HaBiTb 0fMH i TON e onepaTop MOXe OTPMMATK Pi3Hi pe3ynbTaTn y ABOX
OKpemux ekcnepumeHtax. [ns Toro, wWob6 oTpumat  Kpaily
BiITBOPIOBAHICTb pe3ynbTaTiB, pob0Ta KOXHOIO KPOKY B aHasli3i MOBUHHA
KOHTponioBaTnuca.  Kpim  TOro,  pekoMeHAyeTbCcA  MNpPOBeAeHHA
nonepeAHbOro eKcnepuMeHTy nepes aHanisom Ana KOXKHOI naprii.

9. KoxeH Habip nponwoB TecT 3 KOHTpono sKOCTi. TUM He MeHL,
pe3ynbTati Bif KiHLEBUX KOPUCTYBayiB MOXYTb OyTW HeCymiCHUMK 3
HalMMK  BHYTPIWHIMKA  AaHMMKW Yepe3 fJeAki HecnopiBaHi yMOBM
TpaHCMopTyBaHHA abo pi3He ycTaTKyBaHHA Nabopatopii. Po36ixHicTb
MK cepiamn cepefi KOMNAEKTIB 3 Pi3HMX NapTil MOXe BUHWUKHYTWU B
pe3ynbTaTi uMx paKkTopiB, TEX.

10. Habopu Bif Ppi3HUX BUPOOHMKIB MOXYTb MPU3BOAWUTM [O Pi3HWX
pe3ynbTaTiB, Tak AK MU He MOPIBHIOBANM Hawly MNPOAYKUilo 3 iHWUMKN
BUPOBHMKaMU.

11. CraHpapTt Habopy Ta iMyHOreH, BMKOPWUCTOBYBaHi ASiA MPUrOTyBaHHsA
AQHTWTIN, 3a3BUYaAl € PEKOMOIHAHTHUMK Gifikamuy, TOMy, NpuW NiAroToBLi
PEKOMbIHaHTHMX GifKiB, 3 Pi3HUMK parmeHTamm, pisHUMYK CNocobamm
OUNMLLEHHS, MW He MOXXEeMO rapaHTyBaTy, WO Habip MOXe BUABUTK
PEKOMOGIHaHTHMI  6INOK BUPOOHMUTBA iHWNX KomMaHin. OTxe, He
pPEeKoMeHAYETbCs BMKOPWCTOBYBATH Habip ans BUABNIEHHSA
PEKOMbiHaHTHOrO Ginka.

12. TlporHo3yinTe KOHLUEHTpaLUilo MofeKyn-milleHb Yy 3pa3kax, abo
OpraHisyinTe nonepefHiii EKCNeprUMEHT; Lie € XOPOLUMIA CNocib BUPILLINTY
KOHKPeTHy npobnemy, Hanpuknag KOHLEHTpauia 3paskiB nepeBuLLyE
Zliana3oH BUABNEHHA Habopy.

13. Habip Moxe 6yTu HenpuaaTHUM ANA BUSABNEHHA 3paskiB 3 AKOrocb
CneLianbHOro eKCnepuUMeHTY, HanpyKnag, eKCNEPYMEHTIB 3 BUOKBaHHS,
yepes HeBM3HAYEHICTb IX epeKTUBHOCTI.

14.  IHCTpyKUia TakoX nigxoanTb AnA Habopy 48T, ane BCi peareHTV Habopy
48T 3MeHLUeHi HanoNoBMHY.

15.  Habip npr3HayeHnin TiNbKM AN1A BUKOPUCTaHHA in vitro Ta JOCNiAHNUbKIX
uineir, Mm He GyZemMo BiAMOBigaNbHUMM 3a OyAb-ike NUTAHHA, AKLLO
Habip BUKOPUCTOBYBABCA B KNiHIYHIN AiarHOCTMLI a60 B 6yAb-AKNX iHLWINX
npoueaypax.

3ACTEPEXKEHHA

CTOM-pO34MH, 3anMpOMNOHOBaHUI [ANIA BUKOPUCTaHHA 3 LWMM Habopom, €
PO3UYMHOM KMCOTW. BMKOPUCTOBYBATM 3axXUCT AfIA OYen, PyK, obnuyus npu
po60Ti 3 AaHMM MaTepianom.



BUPILWEHHA NPOBJIEM

Mpo6nema Moxnunse gxxepeno KopuryBanbHi pgii
MoraHa HenpasunbHa nigrotoBka | 3abesneunTu TouHy poboTy
CraHpapTtHa | CTaHgapTHOI KpusOi po36aBneHHs B3ipus
KpuBa HenosHa npomuBKa Ta AfekBaTHi NpoMu1BKa Ta
acnipauis acnipauis
HeTouHe nineTyBaHHA MepeBipuTn Ta Kanibpysatu
nineTkn
He3aBeplueHa npomrBka | 3abe3neunTyt 4OCTATHIO
Cnab6ka NYHOK NPOMMBKY
TOYHICTb HepocratHe ApekBaTHi acnipauia i
nepemilwyBaHHA i 3MilLyBaHHA peareHTis
acnipauisa peareHTis
[oBTOpHe BUKOPUCTaHHA | 3MIHNTK | BUKOPUCTOBYBATU
nineToK, KOHTeNHepiB Ta HOBi HAKOHEYHUKM,
repmeTuku KOHTeWHepu Ta repmMeTuKy
HeTouHe nineTyBaHHA MepeBipuTn Ta Kanibpysatu
nineTkn
HepocratHi ob6caru MpoBecTu KanibpyBaHHs
HusbkKi peareHTy, AofaHi B IyHKM | NineToK i 4ofaTu afeKkBaTHy
3HAYeHHA KiNbKiCTb peareHTis
0.D. HesipHuii yac iHKy6aLii 3abe3neynTy 4OCTaTHIN Yac
iHKy6aUii
HesipHa Temnepatypa PeareHTn npusectn go
iHKy6aUii KiMHaTHOI Temnepatypu
He npautoe koH'torat abo | 3miwaiiTe KoH'lorat i cyb6cTpart,
cybcTpat KOnip NOBMHEH pO3BMUBATUCA
HeranHo
He po6asneHo Cton [loTprmyinTecb NnpoToKony
pPO34uH aHanisy
Pe3ynbTat 3uMtaHo nisHo 34ynTanTe B TEPMiHM,
peKkomMeHA0BaHi B KePiBHULITBI
3HauyeHHA HenpaBunbHe 36epiraHHa | 36epiraTvi 3pa3ku HaneXXHUM
3paskKiB 3paska YMHOM | BUKOPUCTOBYBATH

CBiXKMI 3pa3oK

HegipHi 3a6ip Ta
niaroToBKa 3paskis

BrnbpaTtn npaBunbHUi MmeTon
3ab0py 3pa3KiB i iX NifroToBKM

HepocTaTHA KinbKicTb
aHaniTy y 3paskax

BukopucToByiiTe HoBMIA
3pa3okK i MOBTOPITb aHani3
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