HABIP IOA

ANA KNIbKICHOIo BU3HAYEHHA
COL4 B CUPOBATLI, MNA3MI, TKAHUHHUX
FTOMOrEHATAX, KNITUHHUX NTIIBATAX,
CYNEPHATAHTAX KNITUHHUX KYJIbTYP |
IHWKX BIOJIOTNYHUX PIAUHAX TIOANHNA

SEA180Hu, Collagen Type IV (COL4)

Kam. Ne :SEA180Hu Bepcia 12
Kinbkicme 196
BupobHuk  : Cloud-Clone Corp. (CLUA)

OCHOB0I0 _NpuU _NnposedeHHi aHAJI3y € OpueiHan _iHCMpyKuil
aHenilicbkolo M08oI, 8K/Ia0eHoi 8 Habip. Homep i dama eepcii

0pue2iHamy ma nepekady 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
Bu3HayeHHA COL4 B cupoBatui, nnasmi, romoreHatax TKaHWH, KNITUHHUX
ni3aTax, cynepHaTaHTax KIiTMHHMX KynbTyp Ta iHWMX 6ionoriyHux piamHax
NOANHN.

PEATEHTU TA MATEPIAJIY, LLO NOCTAYAIOTbCA

PeareHTn KinbkKicTb
[OTOBUI 4O BUKOPUCTAHHA, 96-NYHKOBUIA CMY>KKOBUN
nnaHLWeT 3 nonepeaHiMm NOKPUTTAM 1
CraHgapt 2
PeareHT gna getekuii A 1x 120 Mkn
PeareHT onsa getekuii B 1x 120 Mkn
Cy6ctpat TM 1x9mn
MpomusHun Bypep (30x KoHueHTpaT) 1x20mMn
[niBKa AnA 3aKneBaHHA NNaHLWETIB 4
PO34YMHHUK CTaHZapTiB 1x20Mmn
Po6ounii Po3unHHUK A (2x KoHueHTpaT) 1x12mn
Po6ounii Po3unHHUK B (2x KoHueHTpaT) 1x12mn
Cron Po3unH 1x6mMn
IHCTPYKUiA 1

HEOBXIAHI MATEPIAJIU, LLO HE MOCTAYAIOTbCA

MikponnaHweTHM 3unTyBay 3 450 + 10 HM dinbTpoM.

TouHi ogHO- abo 6araTokaHanbHi NINETKN Ta OAHOPa30Bi HAKOHEUYHNKMU.
MikpoueHTprdyxHi NpobipKu.

[eioHizoBaHa abo ANCTUNbOBAHA Boaa.

QinbTpyBanbHWI Nanip ANA NPOMOKaHHA NiaHLLeTa.

KoHTenHep ana MpoOMUBHOrO pO3UmnHY.

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

NoupswN o

3BEPIFAHHA HABOPIB

1. [nAa Hepo3KpwuTMx HabopiB: Bci peareHT! NMOBUHHI 36epiratuca 3rigHo 3
iHbopmauielo, BkasaHowo Ha ¢nakoHax. CrtaHpapTt, PeareHT pgna
peTeKuil A, PeareHT Ana AeTeKuii B i nnaHweT noBuHHi 36epiratnca
npu Temnepatypi - 20 °C Npy OTPUMaHHI, a iHWi NOBWHHI 36epiraTuca
npu 4 °C.

2. [ns BigKpuTMX HabopiB: nicna BigKpWUTTA Habopy peareHTU fK i paHille
NOBVHHI 36epiraTnca BiANoBigHO A0 BULLE3a3HAYEHNX YMOB 36epiraHHs.
Kpim Toro, 6yab nacka, NoBepHiTb HEBUKOPUCTaHi CMyXKW B NIacTUKOBY
YNaKOBKY, AKa MICTUTb OCyLLYyBaY, i WiflbHO 3aKpuiTe ii.

MpumiTtka:

PekomeHayeTbcA BUKOPUCTOBYBATU 3a/IULLKK peareHTiB npotarom 1 micaua 3a
YMOBU, WO He 3aKiHYMBCA TepPMiH NPMAATHOCTI Habopy. TepmiH NpyuaaTHOCTI
Habopy BKa3aHWiA Ha eTUKeTLi Ha ynakoBLi Habopy. Bci KOMNOHeHTY cTabinbHi
110 3aKiHYeHHA TepMiHy 1oro fil.

3ABIP | 3BEPIFAHHA 3PA3KIB

CupoBaTKa: BukopuctoByinte npobipky pAnsa BigAineHHA cvMpoBaTKy i

[03BOJSIbTE 3pa3kaM YTBOPUTM 3ryCTKM NPOTATOM ABOX FOAUH MPU KiMHATHIN

Temnepatypi abo npotarom Houi npu 4 °C nepep UeHTpUdbYyryBaHHAM

npotarom 20 XBUAWH Ha WBMAKOCTI 6nm3bko 1000xg. AHanisyBatu

CBI>KOMPUroTOBJIEHY CMPOBaTKy HeralHo abo 36epiraTv 3pasku B anikBoTax

npyu -20 °C a6o npu -80 °C AnA Ni3HIWOro BUKOPUCTAHHA. YHMWKaiTe

MOBTOPHWX LIMKSIiB 3aMOPOXYBaHHA/BiATaBaHHA.

Mnasma: Mposectn 3abip nnasmu 3 BUKopuctaHHaAm EATK abo remapuHy B

AKOCTI aHTMKoarynaHTy. LieHTpudyrysatn 3pasku npoTtarom 15 XBUAUH npu

1000 x g npu 2-8 °C Ha npoTsa3i 30 XxBUAWH nicns 3abopy. Buganutu nnasmy i

aHanisyBaTu HeranHo abo 36epiratu 3pasku B anikeoTtax npu -20 °C a6o -80 °C

- ANA  NOJanbluoro  BUKOPWUCTAHHA. YHMKaWTe MOBTOPHMX  LUKNIB

3aMOPOXyBaHHsA / BiiTaBaHHA.

FomoreHaTn TKaHWH: [1iaroToBKa roMoreHaTiB TKaHVH BapiloETbCA 3aeXHO

Bif TUMY TKaHUHW.

1. [InA uboro TecTy TKaHVHU NPOMMBAIOTL B fiy>ke oxonogkeHomy PBS (0.01
monb/n, pH 7.0-7.2), wo6 BMAANUTM HAQIMWOK KPOBi i peTenbHo
3BaXKyl0Tb O rOMOreHi3allii.

2. MNoppibHWTW TKaHWHW Ha APIOHI WMATOYKU | rOMOreHisyBaTu iX B
cixomy Oydepi ana nisucy (katanor: 1S007, pi3Hi 6ydepun ansa nisucy
NMOBVHHI 6T 06paHi Ha OCHOBI BHYTPILIHBOKAITUHHOI NOKani3aLii 6inka-
MiwweHi) (w:v = 1:20-1:50, Hanpuknag, 1 mn 6ydepa ans nisncy godartb
[0 20-50 Mr 3pa3ka TKaHUHW) 3i CKNAHUM rOMOreHi3aTOpOM Ha Nboay.

3. OTpvMaHy cycrneHsilo 06po6nATb YNbTPa3ByKOM 3a [AOMOMOro
YNbTPa3BYKOBOro fe3iHTerpatopa KiiTuH abo nigaaoTb ABOM LUKIaM
3aMOPOXKYBaHHA-BiATaBaHHA ANA NOAJANbLIOTO NOAPIOHEHHA KNITUHHUX
mem6paH.

4. TMicna yboro romoreHatyt LEeHTPUYryloTb MPOTArOM 5 XBUAWH Mpu
5000xg. Bupanut cynepHaTaHT Ta aHanisyBaTu HeramHo abo
nigroTyBaTh anikBoTy i 36epiratv npu Temnepatypi <-20 °C.

KniTuHHi nisatm - KnitTmHn noBuHHi 6yTn ni3oBaHi nepep aHanisom y

BiANOBIAHOCTI 3 HACTYNHNMM KPOKaMMU.

1. AgresumBHi KNiTUHW MOBUHHI ByTV 0bepexxHo npomuTi xonogHum PBS, a
noTiM BigOKpemneHi TPUNCUMHOM i 3ibpaHi LeHTpudyryBaHHAM npu
1000xg mpoTArom 5 XBUNWH (MigBICHI KNITMHU MOXYTb OyTW 3i6paHi
LWAAXOM LieHTprdyryBaHHa 6e3nocepesHbo).

2. BumunTe KNiTUHW Tpu pasu B xonogHomy PBS.

3. PecycneHpyBaTu KNiTUHW B CBiXXOMY Bydepi Ans nisncy 3 KOHUEeHTpaLieo
107 knitmH/mMn. AKWO HeobXigHO, Ui KMITMHU MOXYTb OyTW nigaaHi
06pob6Li ynbTpa3ByKoMm, MOKM PO3UMH He CTaHe MPO30PKM.

4.  UeHTpudyrysatn npu 1500 xg npotarom 10 xsunumH npu 2-8 °C ana
BUAANEHHA 3a/MLLKIB KNITWH. AHanisyBaTn HeraiHo abo anikBoTyBaTw i
36epirat npu < -20 °C.

CynepHaTaHTU KNiTUHHI  KynbTypy i iHwi GionoriuHi pignHu:

LleHTpndyrysatu 3pasku npotsarom 20 xsunuH npu 1000xg. Buganutn TBepgi

YaCTMHKM Ta aHani3yBaTu HeranHo abo 36epiraty 3pas3ky B aniksoTtax npu -20

°C a6o npu -80 °C an1s Mi3HILLOro BUKOPUCTAHHSA. YHMKalTe MOBTOPHUX LIMKIB

3aMOPOXKyBaHHsA/BiATaBaHHA.

MpumiTka:

1. 3pa3ku, fKi OyoyTb BMKOPMCTOBYBATWCA MNPOTArOM 5 [AHIB, MOXHa
36epirat npu Temnepatypi 4 °C, B iHWOMY BMNafKy 3pa3ku MOBUHHI
36epiratncsa npu Temnepatypi -20 °C (< 1 micaub) abo -80 °C (< 2 micaui),
o6 YHUKHYTY BTPaTU 6ioNoriYHOi aKTUBHOCTI Ta 3a6pyaHEHHS.

2. Temoni3 3pa3ka 6yae BNAMBaTL Ha pe3ynbTaT, TOMY reMOMITUYHI 3pa3Kku
He MOBMWHHI aHani3yBaTuca.

3. Tlpu BUKOHaHHI TeCTy NpMBECTU 3pa3kun A0 KiIMHATHOT TemnepaTtypu.

4. HacTiliHo peKOMeHAY€ETbCA BUKOPUCTOBYBATN CMPOBATKY 3aMiCTb Niasmu
[ANA BU3HAYEHHA Ha OCHOBI KiNIbKOCTI HaLIWX BHYTPILLHIX AaHWUX.

NIArOTOBKA PEATEHTIB

1. MpuBecTu BCi KOMNOHEHTM Habopy Ta 3pa3ku Ao KIMHATHOI TeMnepaTypu
(18-25 °C) nepen BUKOPUCTAHHAM. fKWoO Habip He 6yge
BMKOPWCTOBYBATNCSA 3a OAVH pas, 6yAb Nacka, TiIbKM BUNMITb CMYXKM i
peareHTU ANA faHOro aHanisy, i 3anulWiTb pewTy CMYXOK i peareHTis y
BiANoBifHUX yMOBax 36epiraHHA.

2. CraHpaprt - BigHoButn CtanpapTt 3 1,0 mn Po3pigKyBaua ctaHpapTy,
AKNN 36epiraBca npotArom 10 XBUAWH MpW KiIMHATHI Temnepatypi,
3/1erka noTpycuTn (He [0 YTBOPEHHA MiHW). KoHUeHTpauia ctaHaapTy B
BUXiAHOMY po3uuHi 500 Hr/mn. Byab nacka, nigrotyinTe 7 npobipok, Lo
mictaTb 0,5 mn Po3umHHMKa CTaHpapTy, i NpoBeAiTb NOABINHWIA pAf
po36aBneHHs BiAMNOBIAHO 3 MatoHKOM HuKue. [epemillaiite KOXHY
NpobipKy peTenbHO Mepef HacTynHVMM nepemilleHHsaM. Hanawrtyiite 7
po3BefeHb CTaHAapTy, Hanpuknag 500 Hr/mn, 250 Hr/mn, 125 Hr/mn, 62.5
Hr/mn, 31.2  Hr/mn, 15.6 Hr/mn, 7.8 Hr/mn, i ocTaHHA npobipka EP 3
Po34nHHMKOM CTaHAapTy € MOPOXKHbBOIO O HI/MA.
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3.  PeareHT peTekuii A i PeareHT pgetekuii B - LienTpudyrysatn BuxigHui
Po3unH [etekuii A Ta BuxigHuin Po3umH [etekuii B nepep
BMKOPWCTaHHAM. P036aBWTM  pobouMii  KOHLEHTpaT 3 pobounm
Po3unHHMKOM ana aHanisis A a6o B signosigHo (1:100).

4. MNpomuBHuii Po3umH - Po3sect 20 mMn KoHUeHTpaTy PosuumHy ana
npomuBaHHaA (30x) 3 580 mn aeioHi3oBaHOT abo ANCTUNBbOBaHOI BOAYW ANA
oTpuMaHHA 600 mn Po3unHy ana npommeaHHaA (1x).

5. Cy6crpar TMB - AcnipyBat HeOOXigHI 403U PO3UMHY 3a LOMOMOro
CTepuni3oBaHUX HaKOHEYHUKIB | He MoBepTaTy 3anuLWKK PO34KHY 3HOBY

y dnakoH.

MpumiTtka:

1. TpoBeaeHHs cepilHMX po3BeAeHb 6e3nocepefAHbo B JyHKax He
[lOMyCKa€ETbCA.

2. TpuroTyBaTn cTaHAAPT NpoTArom 15 XxBUnuH Ao aHanisy. byab nacka, He
po3unHAlTe peareHTU 6e3nocepenHbo npu 37 °C.

3. O6epexHo BigHoBUTN CTaHaapTu abo poboui PeareHTn getekuii A i By
BiANOBIAHOCTI 3 IHCTPYKLIEID, YHMKauM MiHOYTBOPEHHA, i aKypaTHO
nepemillaTii, MOKW KpMCTanm MOBHICTIO He po3unHATbeA. o6 3secTn fo
MIiHIMyMYy HETOYHOCTI, MOB'A3aHi 3 MineTyBaHHAM, BUKOPWUCTOBYWTE
HeBenvKi  obcArM i nepekoHamTecs, WO NiNeTKn KanibpoBaHi.
PekomeHpayeTbcs HabrpaTy Ginblue 10 MKN Ha OAHE NiNeTyBaHHS.

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

5. Akwo Kpuctanu ytBopunuca B KoHueHTpaTi Po3unHy ana npomuBaHHA
(30x), noro HeobXifHO HarpiTM JO KiMHATHOI TemnepaTypu i akypaTHO
nepemilwaTtu, NOKN KPUCTanu NOBHICTIO He PO3UYNHATLCA.

6. 3abpypHeHa BoAa abo KOHTEMHep AN NPUroTyBaHHA peareHTiB 6yayTb
BNAMBATN Ha pe3ynbTaTu aHanisy.

NIArOTOBKA 3PA3KIB

1.  Kopnopauis Cloud-Clone Hece BignoBiganbHicTb TifIbKM 3a cam Habip,
ane He 3a 3pasKu, AKi BUKOPUCTOBYIOTbCA B NpoLieci aHanisy. Kopucrtysau
NOBUHEH po3paxyBatu MOXJIMBY KinbKicTb  3pas3kiB, wo
BUKOPUCTOBYIOTbCA B TecTi. Byab nacka, npuroTynte JOCTaTHIO KifbKiCTb
3pas3kKiB 3a3ganerigb.

2. byab nacka, po3paxynte KOHUeHTpauilo nepep AOCHIAKEHHAM. AKLO
3HAaYeHHA KOHLEeHTpaLi He BXOAATb B Aiana3oH 3HayeHb CTaHZapTHOI
KPWBOI, KOPUCTyBay MOBUHEH BW3HAYMTU ONTUMAsbHi PO3BEAEHHA
3paska AnA KOHKPETHOrO eKCMNePrIMEHTY.

3. fIKWwo 3pa3Ku He BKasaHi B iHCTPYKLii, HeObXigHO NPOBECTW nonepenHii
€KCMEPUMEHT MO BU3HAUYEHHIO OOrPYHTOBAHOCTI BUKOPUCTaHHA Habopy.

4.  EKCTpakuiliiHi 3pa3ky TKaHWH abo KNiTWH, MPUroTOBaHi 3a AOMOMOroio
ximiuHoro nisytouoro 6ydepa, MOXyTb MPU3BECTM AO HECNOAIBaHUX
pe3ynbTatis ELISA uepes BNAnB AeAKMX XiMiYHUX PeYOBVH.

5. Y 3B'A3Ky 3 MOXIMBICTIO PO36IXKHOCTI MK aHTUreHoM iHwWoro
NMOXOMPKEHHA i aHTUTINOM, BUKOPUCTOBYBaHUM B AaHOMY Habopi, aeski
HaTUBHI abo peKoMOiIHaHTHI 6inku Bif IHWWX BUPOBHMKIB MOXYTb He
npawoBaTy 3 JaHUM HabopoM.

6. Mig BNnvBOM $aKTOpiB, TakUX AK KUTTE3ZATHICTb KNITWH, YACNO KNITWH
abo uac TecTyBaHHA 3pa3KiB, 3pa3ky CynepHaTaHTy KynbTypu KNiTWH
MOXYTb OyTW He BUABJIEHI 3a AONOMOroto Habopy.

7. [nA TecTyBaHHA PEKOMEHAYETbCA BUKOPUCTOBYBATW CBiXi 3pasku 6e3
TpuBanoro 36epiraHHA. B iHwWomy Bunagky, pAerpapauia 6GinkiB i
JeHaTypanisauia MoXyTb BifbyTncAa B LMX 3pa3kax, Wo npu3Befe A0
HeBipHWX pe3ynbTaTis.

MNPOLIEAYPA TECTYBAHHA

1. Bu3HaunTn KinbKicTb NyHOK AnA po3baBneHOro cCTaHAapTy, OnaHka i
B3ipua. lMigrotysatm 7 nyHok AnAa cTaHfapty, 1 nyHKy ana 6naHka.
Jopainte 100 MKN KOXHOrO 3 po3BefleHb CTaHAapTy (uuTanite npo
niAroToBKy peareHTiB), 6naHKka i 3paskiB y BifANoBiAHI NyHKW. Hakputn
nniskoto. IHKy6yBaTu npotarom 1 roguum npu 37 °C.

2. Bupanutu piguHy 3 KOXXHOI NYHKW, HE MUTW.

3. Jopatn 100 mkn po6oyoro po3unHy PeareHTy ana getekuii A B KOXHY
NyHKy. Butpmmatn npotdarom 1 rogmHu npu 37 °C nicna nokputta
nnaHwera nniBKoto.

4. AcnipyBaTv pO34YMH i MPOMUTU 3 BUKOPUCTaHHAM 350 mMKn 1x Po3umny
AN MPOMUBAHHA Ha KOXHY JIyHKy, 3aCTOCOBYIOUM MNy/bBepusaTop,
6araTokaHanbHy nineTky, posnoginbuy Konby abo asTOonpomuMBaY, i
3anMwmTM Ha 1 ~ 2 XBWAMHW. Bupanutn 3anvwkn piguHn 3 nyHOK
MOBHICTI0, MOCTYKaBLUX MAACTUHOIO Ha GinbTpyBanbHMi nanip. NMpomutn

3 pa3w. lMicnAa ocTaHHbOI MPOMUBKN BUAANUTY 3aNULLKKA MPOMUBHOIO
6ydepa wnaxom acnipauii abo fekaHTyBaHHA. MepeBepHyTW MnaHWwerT i
NMPOMOKHYTU MOro GiNbTpyBasbHMM Marnepom.

5. Dopatn 100 mkn pobouoro po3umHy PeareHTy gna getekuii B B koxHy
NyHKy. Butpymatn npotarom 30 xBunuH npu 37 °C nicna nokputTa
nnaHueTa nniBko.

6.  TosTOPUTK NpoLec acnipauii/NpPoMMBaHHA BCbOro 5 pasis, AK ON1CcaHo B
Kpoui 4.

7. [Jopatn 90 mkn Po3umHy cy6cTpaty B KOXHY JIyHKY. [oKpuTy HOBOIO
nniskoto. IHKy6yBaTh npotarom 10-20 xBunuH npu 37 °C (He Ginbwe 30
XBWIMH). 3axuwwaty Bif cBiTna. PiguHa cTaHe CMHBOrO KOMbopy npu
[ofaBaHHi PO3umnHy cybcTparty.

8. [Hopatm 50 mkn CTON PO3UYMHY B KOXHY NyHKy. PidvHa cTaHe »oBTOro
KONbopy Npu foaasaHHi Cton po3unHy. 3milaT PignHY, NOCTYKyUM No
CTOPOHI NnacTvHW. fKWO 3MiHa Konbopy He BifOyBa€eTbcA, nerko
NoCTyKaTu Mo NIacTuHi, Wob 3abe3neuntn petesibHe nepemillyBaHHs.

9.  Bupganutu BCi Kpanni BOAW i NOCTyKaTW MO HWKHIA YaCTWUHI NNaCTUHW;
BMNEBHUTWCA, WO Hemae Oynbbawok Ha noBepxHi piguHU. [oTim
3anycTUTU MIKPOMMaHLLETHUI 34UnTyBay | NPOBECTN BUMIPIOBAaHHA Npu
450 Hm HeralnHo.

Mpumirtka:

1. MNipgrotoBka Ao aHanisy: lpuroTyiiTe BiANOBIAHY KiNbKiCTb NYHOK AnA
KOXXHOTO eKCnepuUMeHTY i 3abepiTb 3aiBi NyHKM 3 nnaHwerta. JlyHKu, Aki
He BUKOPMCTOBYIOTbCA, MOBWHHI 36epiratnca npu temnepatypi -20 °C.

2. [opaBaHHA 3pa3KiB a6o peareHTiB: Byab nacka, BuKopucrosyiite
cBixkonpuroroBneHuin CraHaapT. O6epexxHO [0AaTV 3pa3Ku B NYHKMU i
aKypaTHO nepemilati, Wob YHMKHYTU MiHOYTBOpPeHHA. He TopkaTucb
CTIHOK NIYHKW. [INA KOXHOro eTany npoLenypu 3aranbHuin 4ac A03yBaHHA
OnA [ofaBaHHA peareHTiB abo 3pa3kiB B MaHWeT AnA aHanisy He
noBvHeH nepesuwyBat 10 xBunuH. Lle 3abe3neunTb piBHOMIPHUIA
po3noAin yacy mineTyBaHHA AN KOXHOFO KPOKy, 6e3 mepeprBaHHA.
PekomeHayeTbca fybnioBaHHA BCiX CTaHAAPTIB i 3pa3kiB, Xoua Ue He €
0608'A3K0BMM.  LLI06 YHUKHYTV nepexpecHOro 3abpyfaHeHHs, MiHANTe
HaKOHEeYHMKN MiNeToK MiX [JoAaBaHHAMU CTaHAapTiB, 3paskiB i
peareHTiB. KpiMm TOro, BUKOPUCTOBYITE OKpEMi pe3epByapu AS1A KOXHOIo
peareHTy.

3. IHky6auia: [nAa 3a6e3neuyeHHA TOYHOCTI pe3y/bTaTiB HeobXigHe
HaneXxHe NpPOBeAeHHA repmeTu3auii mnaHweTa nig yvac iHKy6auii. He
fornycKawTe, WO6 NyHKN 3anvllanucb BifKPUTUMM Ha AOBLUMIA Yac MiX
iHKy6aLiamu. K Tinbkn peareHTn 6ynn gopaHi B nyHku, HE JO3BOSIANTE
cmyxkam BUCUXATU B 6yab-Aknin yac nig yac Tecty. Yac iHky6auii i
TemnepaTypa NOBVHHI KOHTPONIOBATUCA.

4. Mpomueka: lNpoueaypa NPOMUBaHHA € KpUTUYHOIO. MOBHe BrAaneHHA
PiAVHN Ha KOXHIM CTagil Ma€e BaXknuBe 3HAYEHHA [NA  BUCOKOI
npoayKTMBHOCTI. [licnA OCTaHHBOI NPOMUBKM BUZANUTU  3aNIALLKK
pO3uVHY [Jii NMPOMMBAHHSA LWIAXOM acnipauii abo [eKaHTyBaHHs i
BUAANUTW BCi Kpanni BOAM MNOCTYKYBaHHAM KiHUMKamu nanbuiB no
HWKHI YacTUHi nnacTHW. HepoctaTHA NpOMMBKa NpU3BOAWUTbL [0
HU3bKOI TOYHOCTi i TOMUNKOBUX NiABULLEHWNX pe3ynbTaTiB BUMIPIOBaHHA.

5.  KoHTponb uacy peakuii: CnocrepiranTe 3a 3MiHOIO KOnbopy nicna
fofaBaHHA cybctpaty TMB (Hanpwknag, cnoctepexeHHA KOoXHuX 10
XBWIMH), AKWO KONip 3aHaaTO HacuuyeHuin, pgoparnite Cton po3yvH
3a3panerigb, Wob YHUKHYTU HaAMIPHO CUMBbHOI peakLii, Wo npu3Bege fo
HETOYHOCTi NOKa3aHb ONTUYHOI LWiSTbHOCTI.

6. Cy6crpat TMbB nerko 3abpyaHioeTbcs. byab nacka, 3axuianTe 1noro Big
cBiTNa.

7. Bonorictb  HaBKONMMILHBOrO cepefoBuLia, MeHWa 3a 60 %, moxe
BMVHYTM Ha pobOoTy, TOMy 3BOJIOXKyBauy MOBITPA PEKOMEHAYETbCA
BMKOPWCTOBYBATW B TAKOMY CTaHi.

APUHLUUN TECTY

MikponnaHweTt, fKUA BXOAUTb [0 Habopy, OyB nonepeaHbO MOKPUTWN
aHTuTinom, crneuudiyHum go COL4. CraHpapTu Ta 3pasku AopalTbca O
BifNOBiZHMX JIYHOK MnaHweTa 3 6iOTUH-KOH'IOrOBAaHUMMW  aHTUTINaMK,
cneunodiuHumm go COL4. MNoTim gopaeTbes KoH'torat asignH-HRP fo KoxHoi
NYHKM MiKponnaHweTa i NpoBoAnTbCA iHKybauia. Micna gogaBaHHA pPO3UnHY
cybctpaty TMB, Tinbku Ti nyHKK, wo mictatb COL4, 6ioTHUNbOBaHI aHTUTINA i
depmeHT-KOoH'loroBaHuin aBiavH, 6yayTb [AEMOHCTPYyBaTU 3MiHY B KOMbOPI.
DepmeHT-cybcTpaT Peakuia  ¢pepmeHT-cybCTpaT 3yNMHAETbCA AOAABaHHAM
pO3UnHy cipyaHoi  Kucnotu i 3MiHa Konbopy BUMIPIOETbCA
CNekTPoGOTOMETPUYHO Ha JOBXKMHI xBUAi 450 HM £ 10 HM. KoHueHTpauina
COL4 y 3paskax BM3HAYaAETbCA LWAAXOM nNopiBHAHHA OD 3pa3kiB Ha
CTaHAAPTHIN KPUBIN.

NIAPAXYHOK PE3YJIbTATIB

Br3HauuTh cepefiHe 3HaueHb B ByONAX N1 KOXHOrO CTaHAAPTY, KOHTPONIO i
3pasKkiB i BIJHATW CepefAHE 3HAYeHHA ONTWMYHOI LWiINbHOCTI HYNbOBOrO
ctaHfapty. MobyayBaTv cTaHAapTHY KpuBy, Bigknagatioum cepepHio OD i
KOHLIeHTpaL|iil ANA KOXKHOro CTaHAapTy i NPOBEeCTV Kpalwuii BapiaHT KpuBoOi



Yepes TOUKM Ha rpadiky abo CTBOPWTYN CTaHAAPTHY KPVBY Ha norapupmiyHomy
nanepi 3i 3HaueHHAMM KoHUeHTpauii COL4 Ha oci opanHaT i abcopbuieto Ha
oci abcunc. BukopuctaHHs nporpamHoro  3abe3neuyeHHs, Hanpwknag,
Ekcnepta KkpuBoi 1.30, TaKOX pPeKOMeHAyeTbcA. fAKWo 3paskm  6ynu
po36aBneHi, KOHUEHTpaLilo, fika 3UUTYETbCA 3i CTaHAAPTHOI KpWBOI, Chig
NMOMHOXMTU Ha KoediLlieHT po3BeaeHHs.

TUNOBI AAHI

ina Toro, Wob6 3pobuTn Po3paxyHOK MPOCTIIMM, MW BiAKNAJAEMO 3HaUYEHHSA
OD craHpapTy (X-Bicb) NpoTW BiOMOI KOHLeHTpaUii ctaHaapTy (Y-Bicb), xoua
KOHLIEHTpaL|iA € He3aneXHoto 3MiHHOIO i 3HayeHHA OD € 3aneHo 3MiHHOIO.
TuUM He MeHLW, 3HayeHHA OD cTaHJapTHOT KPMBOI MOXYTb MIHATUCA 3aNeXHO
Bifi YMOB aHanisy (Hanpuknag, onepatopa, TeXHiKM NineTyBaHHA, TeXHIKu
npomMuBk/ abo TemnepaTypHUX BNAUBIB).  PekomeHAyeTbca nobyposa
CTaHAAPTHOI KPMBOI [NA KOXKHOro TecTy. TunoBa cTaHfjapTHa KpuBa,
npuBefeHa HUXKYe, Mpr3HaveHa TiNbKM AnA O3HaNOMIIEHHS.
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AIAMNA30H BUABNEHHA

7.8-500 Hr/mn. KoHueHTpauii CTaHgapTHOI KpuBOi, AKi BUKOPUCTOBYBaNnCh
ana ELISA, 6ynun 500 Hr/mn, 250 Hr/mn, 125 Hr/mn, 62.5 Hr/mn, 31.2 Hr/mA, 15.6
Hr/mMn, 7.8 Hr/mn.

YYTNUBICTb

MiHimanbHa go3a COL4, AKa BM3HAYA€ETbCSA, TUMOBO € MeHLLOto 3a 3.1 Hr/mn.
YyTnmeicTb paHoro aHanisy, abo HwxHs Mexa BusasneHHa (LLD), 6yna
BM3HAY€eHa AK HaHMX4Ya KOHLEHTpaLlisi MpoTeiHiB, binblua 3a Hynb. BoHa 6yna
po3paxoBaHa [OAaBaHHAM [ABOX CTAHAAPTHUX BiAXUNEHb [0 3HAYEHHA
cepefHboi ONTUYHOI LWiNnbHOCTI 20 HYNbOBMX CTaHAAPTIB, MicnA uyoro byna
po3paxoBaHa BignoBiAHa KOHLeHTpaLiA.

CNEUUDIYHICTD

[aHuiA aHani3 mMa€ BUCOKY UyTNMBICTb Ta Haf3BUYalHy cneuundiyHicTb ans
BuaBneHHA COL4.

He cnoctepiranocs 3HauHOI nepexpecHoi akTMBHOCTI abo iHTepdepeHUii Mk
COL4 i ananoramm.

MpumiTtka:

Y 3B'A3Ky 3 0OMEXEHHAM HaBWUOK Ta 3HaHb, HEMOXIMBO AJ1A HaC MOBHICTIO
3aBepWwnTN BUABMEHHA nepexpecHoi peakTuBHocti mixk COL4 i Bcima
aHanoramu, TOMy nepexpecHa peakLia MoXe BCe Lie iCHyBaTu.

BIAHOBJIEHHA

MaTpuui, nepepaxoBaHi  HwK4Ye, Oynu  HacUYeHi NEeBHUM  pPiBHEM
pekombiHaHTHOro COL4 i wBmAKiCTb BifHOBNEHH:A Oyna po3paxoBaHa LUAAXOM
NOPIBHAHHA BUMIPAHOr0 3Ha4eHHA Ta o4ikyBaHoI KifibkocTi COL4 y 3pa3kax.

B ananisi: CV < 10%
Mix ananizammn: CV < 12%

CTABUIbHICTb

CrabinbHicTb Habopy IDA BM3HAYa€eTbCA LWBUAKICTIO BTPATW aKTUBHOCTI.
LBMAKICTb 3HWKEHHA aKTMBHOCTI AaHOro Habopy cknapgae meHwe 5%
NpPOTArom TepMiHy MPUAATHOCTI NPW BiANOBIAHMX YMOBaXx 36epiraHHsA.

LLlo6 3BecTM fo MiHIMyMy AOLATKOBMIA BMAVB Ha NMPOAYKTUBHICTb, HEOOXIAHO
[OTPUMYBATUCh NOPAAKY NPOBEAEHHA TecTy i nabopaTopHMX YMOB, 0CO6NBO
KiMHaTHOI TemnepaTtypw, BOSOroCTi MOBITPSA, TeMnepaTypw iHKyb6aTopa, AKi
MaloTb CYBOPO KOHTpostoBaTucA. Kpim Toro, pekoMeHmyeTbcs, Wob Becb
aHanis NPoBOAMBCA OAHMM | TUM »Ke OonepaTopoM Bifl NOYaTKY i A0 KiHUA.

3HAYEHHA oNnd 3PA3KIB

CupoBatka / nna3ma - 3pasku Bif 340poBUX Ao6poBoNbLiB Oynu ouiHeHi B
LboMy aHanisi. lctopii xBopobu A[O6GPOBOMBLLIB, AKI BUKOPUCTOBYIOTbCA B
LibOMy aHanisi, He 6ynv OCTYNHi.

3pa3okK [Liana3oH (Hr/mn) BuasneHHs (%)
CupoBatka (n=34) 35.8-134 100
EATA nnasma (n=21) 37.6-129 100
lenapuHoBa nnasma (n=21) 36.8-121 100

MaTtpuua AianasoH CepepHe
BiAHOBNEHHA,% 3HauYeHHA, %
Cuposatka (n=5) 78-93 86
EATK nna3ma (n=5) 94-105 101
lenapuHoBa nnasma (n=>5) 81-98 93

JIHIAHICTb
NiHinHicTb Habopy aHanisyBanu 3a [oromorot BUMpobGyBaHb 3paskis,
HacMyeHux BiANOBIAHOO KOHUeHTpauieto COL4, i ix cepiHMX po3BefdeHb.

Pesynbtat  6ynn  NpoOAEMOHCTPOBaHi Yy  BiACOTKax  pPO3paxXyHKOBOI
KOHLIEHTpPaL|i€lo 1O OYiKyBaHOI.

Bsipeub 1:2 1:4 1:8 1:16
Cuposatka (n=5) 90-101 % 80-91 % 95-104 % 93-102 %
EATK nnasma (n=5) 85-92 % 90-105 % 87-94 % 82-94 %
lenapuHoBa
nnasma (n=>5) 81-96 % 91-99 % 85-103 % 79-97 %

TOYHICTb

TouHicTb B aHanisi: 3 3pa3kn 3 HU3bKUM, cepefHim i BUcokum pisHem COL4
6ynu npotectoBaHi 20 pasiB Ha OAHIN NNACTVHI, BiANOBIAHO.

TouHicTb MiX aHanizamu: 3 3pa3ku 3 HU3bKUM, CEPEAHIM i BUCOKMM piBHEM
COL4 6ynu npoTecToBaHi Ha 3 Pi3HKX NnaHLeTax, 8 NOBTOPIB Ha KOXHOMY.

CV (%) = SD/cepepHe X 100

PE3IOME NPOLIEAYPU AHANI3Y

1. TigroTtyBaTtu BCi peareHTw, 3pa3ku i CTaHgapTy;

2. [Jopatm 100 mKn cTtaHZapTy abo B3ipus B KOXHY NYHKy. IHKybyBaTh 1
roavHy npu 37 °C;

3. Acnipysatn i pogat 100 mkn nigrotosneHoro PeareHty [etekuii A.
IHky6yBaTn 1 roguny npu 37 °C;

4.  AcnipysaTu i npomuTy 3 pasu;

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

6.  AcnipysaTu i npomuT B 5 pasis;

Oopaty 90 MKN po3unHy cybcTpaty. Butpumati 15-25 xsunuH npu 37 °C;

8. [dopatn 50 MKn cTON PO34KMHY. 3untaTii Nnpu 450 HM HeranHo.

N

3AYBAMKEHHA

1. O6MexeHi NOTOYHVMM CTaHOM Ta HAYKOBUMW TEXHOSMOMAMW, MW He
MOXEeMO TMOBHICTIO npoBecT BcebiuHy igeHTUdIKalilo Ta aHanis
CUPOBVHY, AKa HafaeTbCA MocTavanbHWKamu. ToOMy MOXyTb iCHyBaTu
AeAKi AKICHI Ta TeXHiIYHi PU3NKK NPY BUKOPUCTaHHI Habopy.

2. OcTaTouyHi pe3ynbTaTh aHanizy OyayTb TiCHO noB'A3aHi 3 AKicTIO
nNpoaykKuii, onepauinHMX  HaBWMYOK  KiHUEBUX  KOpUCTyBauyiB i
eKcnepuMeHTanbHUX ymoB. byab nacka, nepekoHaiTecs, WO AOCTaTHA
KinbKicTb 3pa3KiB € 4OCTYMHOI0.

3. Habopu 3 pi3HMX NapTil MOXe TPOXW BigPI3HATUCA 3a [Aiana3oHom
BUABJIEHHA, YYTIMBICTIO i YacoM PO3BUTKY 3abapsneHHsA. byab nacka,
NnpoBoAbTe eKCNepUMEHT B TOYHI BiANOBIAHOCTI [0 iHCTPYKUii, AKa
[OAAETbCA B KOMIMMEKTi; eNeKTPOHHI Bepcii 3 HalWoro canty € TiNbku
iHbopMauinHumK.

4.  3a60pOHSAETbCA BMKOPUCTOBYBATU peareHTU 3 HabopiB pi3HMX NapTil.
BrikopucToByiTe TinbKu PeareHTu, Wo NoCcTaBnsioTbCA BUPOOHUKOM.

5. 3axuwaTtn BCi peareHTV Bif ACKPaBOro CBiTNa Mifg yac 36epiraHHA Ta
iHKy6aUii. Bci NpobKku Ha nnfAlwKax 3 peareHTamyt MNOBWHHI BYyTU WinbHO
3aKpUTUMK,  Wo6  3anobirTi  BMNApOBYBaHHA i 3abpyAHEHHA
MiKpoopraHiamamu.

6.  [pu nepliomy BiAKPUTTI B lyHKax MOXe 3HaxOAUTUCb AeAKa pevyoBKHa.
Lle He 6yae maTh HiAKOro BMAIMBY Ha OCTaTOYHI pe3ynbTaTh aHanisy. He
BUMaiATe MIKPOTUTPaLUiiHWIA NNaHLWeT 3 NakeTy, Ae BiH 36epiraeTbca,
MOKM Lie He € HeobXiaHMM.

7. HenpaBunbHe onepauiloBaHHA nNpW NIAroToBUi peareHTiB Ta iX
3aBaHTa)KeHHi, a TakoX MOMWIKM B HanawTyBaHHi MapameTpiB Ana
nnaHwWeTiB  MOXYTb  MNPM3BECTM [0  HEBiPHWX  pe3ynbTaTiB.
MikponnaHWeTHMI 3UMTyBay 3 LWMPUHOI AOPIKKM 10 HM abo MeHLe i
Ziana3oHoM onTuYHOT WinbHocTi 0-3 O.D. abo 6inblue Npu JOBXUHI XBUAI
450 £ 10 HM € NPUAHATHUM ANA BUKOPWUCTAHHA ANA BUMIPOBaHHA
abcop6buii. byab nacka, npounTaiTe yBaXKHO iHCTPYKLilO i HanawTyinte
npwnag Ao ekcnepumenTy. [ina oTpumaHHA fofaTkosoi iHdopmaLii, byab
nacka, 3BEpHiTbCcA Ao onepauiiHoro Bigeo  (http://www.cloud-
clone.us/homepage/operate.htm).

8. HaBiTb 0fuH i TON >Ke onepaTop MOXe OTPUMATU Pi3Hi pe3ynbTaTi y ABOX
OKpeMux eKkcnepvmeHTax. [ina Toro, wo6 oTpumath  Kpaly
BiTBOPIOBAHICTb pe3ynbTaTiB, po6OTa KOXHOrO KPOKY B aHani3i NOBMHHA
KoHTponioBaTucA.  Kpim  TOro,  peKkoMeHAyeTbcA  MpOBefeHHA
nonepenHbOro eKCnepyuMeHTy nepeq aHanizoM Ana KOXHOI naprii.
KoxeH KomnneKkT npouwwoB TecT 3 KOHTponto AKOCTi. TM He MeHL,
pe3ynbTaTi Bif KiHLUEBUX KOPWUCTYBauiB MOXYTb OyTU HECYMiCHUMM 3
HaWMMK  BHYTPIWHIMKA  JaHMMKW 4Yepe3 fAedAki HecnogiBaHi  yMOBU
TpaHCNopTyBaHHA abo pi3He ycTaTKyBaHHA nabopatopii. Po36ixHicTb
MiXK cepiaMu cepef, KOMMNNEKTIB 3 Pi3HMX NapTil MOXe BUHWKHYTU B
pe3ynbTaTi unx GaKTopiB, TEX.
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10. Habopu Bif Ppi3HUX BUPOOHMKIB MOXYTb MPU3BOAWUTM [O Pi3HWX
pe3ynbTaTiB, Tak AK MU He MOPIBHIOBANN Hally NPOAYKLUilo 3 iHWUMKN

BMPOBHMKaMU.

11.  IHCTpyKLUiA TakoX nigxoaunTb AnA Habopy 48T, ane BCi peareHTU Habopy

48T 3MeHLeHi HanoNoBYHY.

3ACTEPEXEHHA

CTon-po3unH, 3anpoMOHOBAHUN [NA BUKOPWUCTAHHA 3 LUM Ha60pOM, €
PO34YNHOM KUCIOTWU. BVIKOpI/ICTOByBaTI/I 3axXUCT AnAa ouen, PYK, 061myuA npun

po60Ti 3 AaHNM MaTepianom.

BUPILWEHHA NPOBJIEM

Mpo6nema MoxnuBe gxepeno

KopwuryBanbHi gii

Morana HenpasunbHa nigrotoBka | 3abesneunTyn TOUHy poboTy

CranpaptHa | CTaHpapTHOI KpmBoi po36aBneHHs B3ipus

KpuBa HenosHa npomuBka Ta ApekBaTHi NpoMKBKa Ta
acnipadis acnipadis

HeTouHe nineTtysBaHHA

MepeBipnTn Ta KanibpysaTm
nineTku

HesaBepLueHa npommnBka
Cna6ka NYHOK

3abe3neunTi JOCTaTHIO
NPOMUBKY

TOUHICTb HepocratHe
nepemiwyBaHHA i
acnipauin peareHTis

ApekBaTHi acnipauia i
3MilLyBaHHA peareHTiB

MoBTOpHE BUKOPUCTaHHA
nineTok, KOHTEeNHepIB Ta
repmMeTuKm

3MiHWUTW | BUKOPUCTOBYBATU
HOBi HAKOHEUHUKMU,
KOHTEHepU Ta repmMeTrKy

HeTouHe nineTtyBaHHA

MepeBipnTn Ta KanibpysaTm
nineTku

HepocTaTtHi 06caru

MpoBecTu KanibpyBaHHA

Hu3sbki peareHTy, AOAaHI B IYHKM | MNiNeTOK i AoaaTu afeKksaTHy
3Ha4YeHHA KinbKiCTb peareHTis
0.D. HeBipHuin yac iHKy6auii 3abe3neunTn AOCTaTHIN Yac

iHKy6aLji

HesipHa Temnepatypa

PeareHTn npuBectn fo

iHKy6aLji KiMHaTHOI Temnepartypu
He npautoe koH'torat abo | 3miwaiTe KoH'lorat i cyb6cTpart,
cybcTpat Konip NoBrHeH po3BMBaTUCA

HeranHo

He po6asnexo Cton
PO3UMH

[loTpumyinTecb NpoToKony
aHanisy

Pe3ynbTat 3uMtaHo nisHo

34ynTanTe B TEPMIiHM,
peKoMeHAOBaHi B KepPiBHULTBI

3HauveHHA HenpasunbHe 36epiraHHA
B3ipuis B3ipusn

36epiraTy 3pa3Kku HanexHUm
UYMHOM | BUKOpUCTOBYBAaT
CBI>KWNI 3pa3okK

HegipHi 3a6ip Ta
nigroToBKa B3ipuis

Brnbpatn npaBunbHUin meton
3abopy 3pa3kiB i iX NirotoBKM

HepoctaTHA KinbKicTb
aHaniTy y B3ipuax

BukopucTosyinTe HoBuiA
3pa3oK i NOBTOPITb aHani3
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