HABIP IDA

AnA KiNbKICHOIro BU3HAYEHHA
OE®EH3UHY B NIOACHKIA CUPOBATL,
NINA3MI, FOMOINEHATAX TKAHUH,
KNITUHHUX NISATAX, CYNEPHATAHTAX
KYJNbTYPU KINITUH TA IHWKUX BIOJNTOIN4YHUX
PIAUHAX

SEB373Hu, DEFb1

Kamanoa. Ne: SEB373Hu
Kinbkicms  : 96
Bupobruk  : Cloud-Clone Corp., (CLLUA)

Memoduka eid 07-2013
Bepcisa 11

OcHoBow rpu _npogedeHHi aHarizy € opueiHan iHcmpykuii

aHenilcbKo MO08o, ekradeHoi 8 Habip. Homep i dama
sepcil _opueiHany ma nepeknady iHCMPYKUii no8UHHI
= criienadamu.

Tinbku Onsi sukopucmaHHs1 8 dociOHUUbKUX Yinsix ma in-Vitro
He dnsi sukopucmaHHs 8 KniHiYHuUx diazHocmu4HuUX npoyedypax

NPU3HAYEHHSA

OaHun Habip € iMyHOEepMeHTHUM aHanisom Tuny '"caHasiv" ans
KinbkicHOro Bu3HadeHHs [edensuHy (DEFb1) B cupoBatui, nnasmi,
romMoreHaTax TKaHWH, KIMTITMHHUX Ni3aTax, cynepHaTaHTax KynbTypu KNiTUH
Ta iHWKX BionoriyHMX pignHax NanHN.

PEArEHTU TA MATEPIAJIY, LLO NOCTAYAKOTbCA

PeareHTy KinbkicTb
[0TOBMIA O BUKOPUCTAHHS, 96-MYHKOBUI CMY)XKOBUIA NNaHLLET 3
nonepesHiM NOKpUTTAM 1
CraHpgapt 2
PeareHT ans getekuii A (3eneHui) 1x 120 Mkn
PeareHT ans getekuii B (YepBoHuin) 1x 120 mkn
Cy6crpat DEFB1B 1x9mn
TMpomusHuit Bydep (30x KoHueHTpat) 1x20 mMn
IMniBKka Ans 3aKnelBaHHs NNaHLLIEeTIB 4
Po3pipxysay cTaHgapTis 1x20 mn
PoBoumit Pospimxysay A (2x KoHueHTpart) 1x12mn
Po6ouuit Pospimkysay B (2x KoHueHTpaT) 1x12mn
Cron Po3uuH 1x6mn
IHCTPYKLUis 1
HEOBXIAHI MATEPIAJIU, LLIO HE MOCTAYAIOTbCA
1. MikponnaHweTHui 3untyBad 3 450 + 10 HM inbTpoMm.
2. TouHi opgHO- abo GaraTokaHanbHi MiNETKM Ta OOHOPA30Bi

HaKOHEYHUKN.
Mpobipkn Ennengopda ans po3baBneHHs 3paskis.
[eioHizoBaHa abo AMcTuUnLoBaHa BoAa.
®inbTpyBanbHWIA Nanip ANs NPOMOKaHHSA MnaHLweTa.
KoHTenHep ans NpoMUBHOIO po3ynHy.
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3BEPIFrAHHA HABOPIB

1.  [Ons Heposkputux HabopiB: Bci peareHTn noBuHHI 36epiratucsa
3rigHO 3 iHbopMmauielo, BkasaHow Ha nakoHax. CrtaHpapr,
PeareHT ansa petekuii A, PeareHT gnsa getekuii B i nnaHweT
NoBUHHI 36epiratucsa npu Temnepatypi - 20 ° Npy OTPMMaHHI, a iHLWi
noBuWHHI 36epiratucs npu 4 °C.

2. [Ons BigkpuTux HabopiB: micna BiaKkpuTTA Habopy peareHTV $K i
paHilwe NoBWHHI 36epiraTcsa BigNOBIAHO A0 BULLE3a3HAaYEHUX YMOB

36epiraHHa. Kpim Toro, ©Oyab mnacka, MOBEPHiTb HEBUKOPUCTaHI
CMYXKW B NMacTUKOBY YNaKoBKY, ika MICTUTb OCyLLyBaY, i LUiNbHO
3akpunte ii.

MpumiTka:

PekomeHOyeTbCA BUKOPUCTOBYBATM 3anuULLKW peareHTiB npotsrom 1
MicALS 32 YMOBW, LLIO He 3aKiHYMBCS TePMiH npuaaTHocTi Habopy. TepmiH
npuaaTtHocTi Habopy BkasaHWA Ha eTuKeTLi Ha ynakoBui Habopy. Bci
KOMMOHEHTU cTabinbHi 40 3akiHYeHHs TepMiHy oro aii.

3ABIP | 3BEPIFAHHA 3PA3KIB

CupoBatka: BukopucTtoByiite npobipky Ans BigAineHHs cupoBaTku i
[03BOJbTE 3pas3kaM YTBOPUTU 3ryCTKM MPOTSrOM [ABOX rOAWH MNpu
KiMHaTHIn TemnepaTypi abo npotdarom Houi npu 4 °C nepeq

LEeHTpUdYryBaHHAM NpoTsirom 20 XBUMMH Ha WBUAKOCTI 6nun3bko 1000xg.
AHanisyBaTu CBIXOMPUrOTOBIIEHY CMpoOBaTKy HeranHo abo 36epiratu
3paskm B aniksotax npu -20°C abo npu -80°C pans nmisHiworo

BUKOPUCTaHHS. YHukanTte NOBTOPHUX LMKniB

3aMOpO>XKyBaHHsI/BiATaBaHHS.

Mna3ma: MNposecTun 3abip nnasmu 3 BukopuctaHHam EATK abo renapuHy

B SIKOCTi aHTUKoarynsHTy. LleHTpudyrysatu 3pasku npotarom 15 xsBunuH

npu 1000 x g npu 2-8°C Ha npoTasi 30 xsBunuH nicns 3abopy. Buganutn

nnasmy i aHanisyBatu HeranHo abo 36epiraTv 3pa3ku B anikeoTax npu -
20°C abo -80°C - gns noAanbLIoro BUKOPUCTAHHS. YHUKaNTe NOBTOPHUX

LMKIIB 3aMOPOXYBaHHS / BifTaBaHHS.

FomoreHaTn TKaHuH: [ligrotoBka roMoreHaTiB TKaHWH BapiloeTbCH

3anexHo Bifg TWNy TKaHWHW. [ns UbOro TecTy TKaHWHWU MPOMUBaOTH B

ayxe oxonomkeHomy PBS (0.01 monb/n, pH 7.0-7.2), wo6 Buganutu

HaANWLWOK KPOBi i peTenbHO 3BaXyloTb A0 romoreHisadii. MoapibHUTH

TKaHWHW Ha ApibHi WwMmaTouykn i romoreHidyBatm ix B 5-10 mn PBS

CKIISSHMM roMoreHizaTopomM Ha neogy. OTpyMaHy cycneHsito o6pobnsioTs

yNbTPa3ByKOM 3a [OMOMOrOK YnbTpa3ByKOBOro AesiHTerpatopa KiiTuH

abo nigoaloTb  ABOM  LMKNaM  3aMOPOXYBaHHs-BiATaBaHHS  Ans
noAanbLIoro NoApioHeHHs KNiTUHHUX MeMbpaH. [icns Lboro romoreHaTu

LeHTpudyrytlot  npotarom 5 xBunuH npu 5000xg. Bwupganutn

cynepHaTaHT Ta aHanisyBaTu HeraniHo abo nigroTyBatu anikeotu i

36epirati npu Temnepartypi <-20°C.

KnituHHi nisatu: Knituin nosuHHi ©yTu nisoBaHi nepen aHanisom y

HaCTYNHiN BigNOBIAHOCTI.

1. ApfresvBHI KMiTMHU MNOBWHHI OyTW BIOJOKPEMmeHi 3a [OMOMOrot
TPUNCUHY i MOTIM 3i6paHi LEeHTpUdyryBaHHAM (CyCneH3iviHi KNiTuHM
MOXYTb ByTU 3i6paHi LeHTprdyryBaHHsIM 6e3nocepeaHbo).

2. Bumwuiite kniTuHW Tpudi B xonogHomy PBS.

3. Pecycnenagysatu knitnHn B PBS (1x) i 06pobutu ix ynbTpassykom 4
pasn (abo 3amopoxysaTu KfiTuHM npu < -20°C. Po3aMoposnTu
KNiTMHM  npn  obepexxHoMmy nepemiwyBaHHi. [oBTOpUTM  LMKN
3aMOpOXKyBaHHsI/BiATaBaHHs B 3 pasu).

4. UeHTtpudpyrysatu npu 1500xg npotarom 10 xBunuH npm 2 - 8°C ans
BUAANEHHS KNITMHHUX 3aINULLKIB.

CynepHataHT KynbTypu KniTMH Ta iHWwi GionoriyHi pianHKu:

LlenTpudpyrysatu 3pasku npotsrom 20 xsunuH npu 1000xg. Bupganutn

TBEpAi YacTWHKM Ta aHanidyBaTu HeravHo abo 30epiratu 3pasku B

anikeotax npu -20°C abo npu -80°C ANA MisHILLOrO BUKOPUCTAHHS.

YHVKanTe NOBTOPHUX LIKIIB 3aMOPOXKYBaHHS/BiATaBaHHS1.

MpumiTka:

1. 3pasku, ski 6yoyTb BUKOPUCTOBYBATWUCS MPOTAroM 5 AHIB, MOXHa
36epirat npu Temnepatypi 4 °C, B iHLIOMY BUNaAKy 3pasku MOBUHHI
36epiratnca npu Temnepatypi -20 °C (£ 1 micaup) abo -80 °C (< 2
Micaui), wWwo6 YHUKHYTM BTpaTM GionoriyHOi aKkTMBHOCTI Ta
3abpyaHEeHHs.

2. Temoni3 3paska byge BnnvBaTVM Ha pe3ynbTaT, TOMY FeMOniTUYHI
3paskn He NOBWHHI aHani3yBaTuCS.

3.  Tpwv BUKOHaHHI TECTY NPUBECTM 3pas3ku OO KiIMHATHOI TemnepaTtypu.

NIArOTOBKA PEATEHTIB

1. lpuBectn BCi KOMNOHEHTM Habopy Ta 3paskm [0 KiMHaTHOI
Temnepatypu (18-25 °C) nepeq BUKOPUCTaHHAM.

2. CraHpapt - BigHoButn CrtaHpapt 3 1,0 mn Po3piaxyBayva
cTaHaapTy, skun 3b6epiraBca npotsirom 10 XBUAWMH NpU KiIMHATHIN
TemnepaTtypi, 3nerka MoTpPycuTM (He OO0 YTBOPEHHS MiHW).
KoHueHTpauis ctaHgapTy B BuxigHoMy posuuHi 8.000 nr/mn. Byab
nacka, cnoyatky posbaste po3uuH o 4.000 nr/mn i po36aBneHun
CTaHZapT CNyXuTb B SIKOCTi CaMoOro BUCOKOro ctangapTy (4000
nr/mn). Byob nacka, nigroTyite 7 npobipok, wo mictate 0,5 mn
PosunHHmnka CTtaHgapTy, i npoBefiTb NoaBiviHuiA psif po3baBneHHs
BiAMOBIAHO 3 MasnHKOM Hux4ye. [Nepemiwante KoxHYy npobipky
peTenbHO Meped HACTyMHUM nepeMiweHHaMm. Hanawtywte 7
po3BedeHb cTaHgapTy, Hanpuknag 4.000 nr/mn, 2.000 nr/mn, 1.000
nr/mn, 500 nr/mn, 250 nr/mn, 125 nr/mn, 62.5 nr/mn, i ocTaHHsA
npobipka EP 3 Po3unHHUKOM cTaHAapTy € nopoxHboto 0 nr/mn.
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3. PeareHT petekuii A i PeareHT getekuii B — LleHTpudyrysatn
BuxigHnin Po3unH [Oetekuii A tTa BuxigHun PosumH [etekuii B
nepep BUKOPUCTaHHAM. Po36aButy poboumin KoOHUEHTpaT 3 pobounm
Po3unHHukom ansA aHanisiB A a6o B BignosigHo (1:100).

4. TpomuBHMIA Po3umH - Po3sectn 20 mn KoHUeHTpaTy Po3uuHy ans
npomuBaHHa (30x) 3 580 mn pgeioHizoBaHoi abo AMCTMNBOBaHOI
BOAM ANS oTpuMaHHsA 600 mn Po3unHy Ans npoMuBaHHs (1x).



5. Cyb6ctpar TMB - AcnipyBatu HeobGXigHi [03M poO3uMHy 3a
[0MOMOro0 CTEPUITI30BAHNX HAKOHEYHUKIB | HE NoBepTaTh 3anuLLIKn
PO34MHY 3HOBY Y (PNaKOH.

Mpumitka:
1. TlpoBepeHHs1 cepitHuxX po3BedeHb OesnocepegHbO B fyHKax He
JonyckaeTbesi.

2. TpwrotyBaTu craHgapT npotarom 15 xBunuH go aHanisy. byab
nacka, He po3ynHsanTe peareHTy 6eanocepeaHLo npu 37 °C.

3. OGepexHo BiaHoBMTM CTaHgapTh abo poboui PeareHTn geTekuii A i
B y BiAMoBiAHOCTI 3 iHCTPYKUi€lO, YHMKalYM MNiHOYTBOPEHHS, i
aKypaTHO MepemiliaTti, MoKV KpUCTanM MOBHICTIO HE PO3YMHSTLCS.
LLlo6 3BecTn A0 MiHIMyMy HETOYHOCTI, NMOB’A3aHi 3 NinNeTyBaHHAM,
BVIKOPVICTOBYWTE HEBENuKi 0bCArM i nepekoHamTecs, Lo NineTku
KanibposaHi. PekomeHayeTbca Habupatu Ginbwe 10 Mkn Ha ogHe
nineTyBaHHs.

4. BigHoeneHi CtaHgaptu, PeareHT getekuii A Ta PeareHT petekuii B
MOXYTb BYTV BUKOPUCTaHI Tiflbk OAUH pas.

5. Axwo «kpuctanu yrteopunuca B KoHueHTpaTti Po3uuHy ans
npoMmmBaHHa (30x), 1oro HeobXigHO HarpiTh [0 KiMHaATHOT
TemMnepaTtypu i akypaTHO nmepemillaTii, NoKU KpUcTanu NoBHICTIO He
PO3YMHATBLCS.

6. 3abpyaHeHa Boga abo KOHTEMHep ANS MPUrOTYBaHHS peareHTiB

OyayTb BNIMBaTK Ha pe3ynbTaTty aHaniay.

NniaroToBKA 3PA3KIB

1.  Kopnopauisa Cloud-Clone Hece BignoBiganbHicTb TinbkvM 3a cam
Habip, ane He 3a 3pa3ku, siki BUKOPUCTOBYOTLCS B NPOLIEC aHaniay.
KopucTtyBay nMOBMHEH pO3paxyBaTu MOXIIMBY KifbKiCTb 3paskiB, LUO
BVIKOPWCTOBYIOTbCA B TecTi. byab nacka, npuroTyite [ocTaTHHO
KiNbKICTb 3paskiB 3as3ganerigp.

2. byab nacka, pospaxyhWTe KOHLEHTpauilo nepea AOCMiOXEHHSM.
AKWO 3Ha4YeHHA KOHUEHTpauii He BXoAsTb B AianasoH 3HavyeHb
CTaHOapTHOI KPWBOI, KOPUCTyBay MOBMHEH BW3HAYMTW OMNTUMAasbHi
po3BefeHHs 3paska At KOHKPETHOTO EKCMEPUMEHTY.

3. 3pasku cupoBaTku/nnasMu noTpibHO possoauTv 6nm3bko 1:10.
MponoHoBaHe 10-kpaTHe po3seneHHst - 20 mkn 3paska + 180 mkn
PBS. 3pa3ok mae 6ytu possegenuit 0,01 mons/n PBS (pH = 7.0 -
7.2).

4. Skwo 3pa3km He BKaslaHi B IiHCTPyKUii, HeobXigHO npoBecTu
nonepegHin - ekcnepumeHT Nno BW3HA4YEHHIO OOIrPYHTOBAHOCTI
BVIKOPVCTaHHs Habopy.

5.  EKcTpakuiiiHi 3pa3ku TKaHUH abo KriTWH, NPUroToBaHi 3a 4OMNOMOroo
xiMiyHOro nisytoyoro 6ydpepa, MOXyTb NPU3BECTU A0 HECMOAiIBaHMX
pesynbTaTiB ELISA yepes BNnNuB aeskunx XiMiYHUX peYOBUH.

6. Y 3B'I3ky 3 MOXNUBICTIO PO3GIKHOCTI MiX aHTUrEHOM iHLIOro
NOXOMKEHHS | aHTUTINOM, BUKOPWUCTOBYBaHMM B AaHOMy Habopi,
nesiki HatuBHi abo pekomGiHaHTHI Ginku Big iHWWX BUPOGHMKIB
MOXYTb He npauoBaTu 3 4aHUM Habopom.

7. Mg BnnuBomM (akTopiB, TaKMX K XUTTE3AATHICTb KMiTWMH, 4Mcno
KNiTMH abo Yac TecTyBaHHS 3pa3kiB, 3pa3ku CynepHaTaHTy KynbTypu
KNITUH MOXYTb ByTN HE BUSBMNEHI 3a JONOMOrot Habopy.

8. [Ana TecTyBaHHA peKOMeHAYETbCS BUKOPWUCTOBYBATM CBiXI 3pasku
6e3 TpuBanoro 36epiraHHsi. B iHWoOMy Bunagky, gerpagadis Ginkis i
OeHaTypanisauis MoXyTb BiAGyTUCA B LMX 3paskax, Lio npussene
00 HEBIpHWX pe3ynbTarTiB.

NPOLIEAYPA TECTYBAHHA

1. Bun3HaunTu KinbKicTb NyHOK Ans po3basneHoro ctaHgapTy, 6naHka i

B3ipus. MNigroTyBatn 7 nyHok Ans crangapty, 1 nyHky ans 6nadka.

Hoparite 100 MKN KOXHOro 3 po3BefeHb CTaHaapTy (4iTaiTe mpo

nigrotoBKy peareHTiB), OnaHka i 3paskiB y BigMnoBigHI NyHKW.

HakpuTn nniskoto. IHKyOyBaTh npotsarom 2 roguH npu 37 °C.

Bupanutu pignHy 3 KOXHOI fTYHKW, HE MUTW.

Oopatn 100 mkn poboyoro posuvHy PeareHTy onsa petvekuii A B

KOXHY TNyHKy. Butpumatu npotsarom 1 roguHmn npu 37 °C nmicns

NOKPUTTS NnaHLeTa NNiBKoto.

4. AcnipyBaTu po3uuH i nNpomMuTtM 3 BuKOpUCTaHHaM 350 mkn 1x
Po3unHy Ans npomMmBaHHA Ha KOXHY JyHKY, 3aCTOCOBYHOYM
nyneBepusaTtop, 6araTokaHanbHy MmineTky, po3noaineyy konby abo
aBTONPOMUBAY, i 3anNMWMTK Ha 1 ~ 2 XBUNMHW. Buganutn 3anuwkun
piAMHM 3 MYHOK MOBHICTIO, MOCTYKaBLUM  NMacTUHOK  Ha
dinbTpyBanbHMn  nanip. lMpomutn 3 pasun. [licna oCTaHHLOI
NPOMMBKM  BUAANUTM 3anulLkM NPOMUBHOrO Gydepa LNsSXom
acnipauii abo AekaHTyBaHHSA. [lepeBepHYTW MMaHLIET i MPOMOKHYTH
1oro inbTpyBanbHNUM nanepom.

5. [Jdopatn 100 mkn pobo4yoro po3unHy PeareHTy ans getekuii B B
KOXHY NyHKY. Butpumatu npotarom 30 xBunuH npu 37 °C nicns
MOKPUTTS NNaHLweTa NNiBKoto.

6. lNosTopuTM npouec acnipadii/npoMmBaHHa BCbOro 5 pasiB, $K
onMcaHo B Kpoui 4.

7. [Oopatm 90 mkn Po3uuMHy cybcTpaTy B KOXHY NyHKy. [okpuTu
HOBOK MMiBKOW. IHKyGyBaTn npotsarom 15-25 xsunuH npu 37 °C (He
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6inbwe 30 xBunuH). 3axuwaTn Big ceitrna. PignHa cTtaHe cuHLOro
KONbOpy Mpw AoAaBaHHi po3unHy cybeTpaTy.

8. [Hopatn 50 mkn CTom pO34YMHY B KOXHY NyHKy. PiguHa ctaHe
XOBTOrO KOMbopy npu gogaBaHHi CTon po3uuHy. 3miwartn piguHy,
MOCTYKYIO4M MO CTOPOHI NNacTvHW. FAKWO 3MiHa KOMbopy He
BinOyBaEeTbCA, Nerko NocTykaTW No NnacTuHi, Wob 3abesneynTn
peTenbHe nepemillyBaHHs.

9. Bwupanutn BCi Kkpanmi BOAW i NOCTyKaTM MO HWXKHIA YaCTUHI
NAacTVHW; BMEBHUTUCS, LLO HeMae Bynbballok Ha MOBEPXHi PiAVHW.
[MoTiM  3anycTUTM  MIKPONNAHLIETHUN  34nTyBay i nposecTn
BMMiptOBaHHA Npu 450 HM HeranHo.

MpumiTtka:

1. MigrotoBka Ao aHanisy: lMpuroTynte BiANOBIAHY KiNbKICTb MYHOK
ANs KOXHOro eKcrnepumeHTy i 3abepiTb 3alBi NyHKM 3 nnaHweTa.
JlyHkn, sIKi He BWKOPWUCTOBYKOTbCS, MOBWHHI 36epiratucs npu
Temnepatypi -20 °C.

2. [OopaBaHHA 3paskiB abo peareHTiB: Byab nacka,
BUKOPUCTOBYITE cBixonporotoBaHun CrtaHaapT. OGepexHo
[ofdaTth 3pasky B NIYHKU i akypaTHO nepemiarty, Wob YHUKHYTU
NiHOYTBOPEHHA. He TopkaTUCb CTIHOK NYHKW. [Ans KOXHOro etany
npoueaypu 3aranbHUiA 4Yac [03yBaHHA AN A0OAaBaHHS peareHTiB
abo 3paskiB B NNaHLWeT AN aHani3y He NoBvHeH nepesuwysaTty 10
XBUNUH. Lle 3a6e3neynTb piBHOMIPHUI PO3MNOAIN Yacy nineTyBaHHs
ONs KOXHOro  Kpoky, 6e3 nepepuBaHHs. PekomeHOyeTbcsi
nybnoBaHHA BCiX CTaHAApPTIB i 3paskiB, xoya Lie He € 00OB’sI3KOBUM.
o6 yHVKHYTVM nepexpecHoro 3abpyAHEeHHs, MiIHSITe HaKOHEYHUKM
nineTok MiX gofaBaHHAMM CTaHAapTiB, 3paskiB i peareHTiB. Kpim
TOro, BUKOPUCTOBYINTE OKPEMI pe3epByapu ANt KOXHOMO peareHTy.

3. Inky6auia: [na 3abe3neyeHHs TOYHOCTI pesynbTaTiB HeobXxigHe
HanexHe NpoBeAeHHs repmeTusadii nnaHweTa nig Yac iHkybauii. He
gonyckanTe, WO6 NyHKU 3anuanucb BiOKPUTMMM Ha OOBLUMA 4vac
MiX iHKyGauismn. Ak Tinbku peareHTU Gynu gopaHi B nyHku, HE
NO3BONANTE cmyxkam BUCUXATW B Byab-skwii yac nig uac
TecTy. Yac iHkybauii i TemnepaTypa NOBUHHI KOHTPOSOBATUCS.

4. MpomuBka: [lpoueaypa nNpoOMUBaAHHA € KpuUTUYHOW0. [loBHe
BUOANEHHA PIAMHN HA KOXHi CTadii Mae BaXNMBE 3HAYEHHSA AN
BMCOKOI MpOoAyKTUBHOCTI. [licns OCTaHHbOI NPOMMBKX BUAANUTH
3aMuLIKM  PO3YMHY A MPOMUBAHHS  LIMSAXOM acnipauii abo

[eKaHTyBaHHS | BMOAnNUTM BCi kpanni BOAM  MOCTYKYBaHHSIM
KiHYMKaMKU nanbuiB MO HWXHIN YacTuMHi nnactuHu. HepoctaTtHs
npoMMBKa MPU3BOAWUTL [0 HU3bKOI TOYHOCTI | MOMUIIKOBUX

nigBULLLEHNX pe3ynbTaTiB BUMIPIOBaHHS.

5. KoHTponb uacy peakuii: CnocTtepirante 3a 3MiHOW KOMbOpPY Micns
popaBaHHa cybetpaty DEFB1B  (Hanpuknag, crnocTepexeHHsi
KOXHUX 10 XBUIMKWH), SIKLLO KONip 3aHaATo HacuyeHui, gogante Cton
pO34MH 3a3ganerigb, Wob YHUKHYTU HagMipHO CUMbHOI peakuil, Lo
npuaesene A0 HETOYHOCTI NoKka3aHb ONTUYHOI LLiNBHOCTI.

6. Cy6cTtpaTt DEFB1B nerko 3abpyaHioeTbesi. Byap nacka, 3axuvwaiite
oro Bia ceiTna.

7. BornoricTb HaBKOMWLIHLOIO cepefoBulla, MeHwa 3a 60 %, moxe
BMIMHYTUM Ha poboTy, TOMy 3BOSMOXYyBay MOBITPS PEKOMEHAYETHLCSA
BMKOPVCTOBYBATU B TAKOMY CTaHi.

APUHUMN TECTY

MikponnaHweT, skuii BxoauTb A0 Habopy, OyB monepedHbO MOKPUTUIA
aHTuTINoM, cneumdivyHnm go DEFb1. CtangapTv Ta 3pasku JoaarTbes
[0 BIiANOBIAHUX MYHOK MNnaHweTa 3 GiOTUH-KOH''OroBaHUMK aHTUTINamu,
cneundiyHumn go DEFb1. MNoTim pgogaeTtbea koH'torat asiavH-HRP go
KOXHOI NyHKM MiKponnaHweTa i npoBoauTbCA iHKybauia. [licns
popaBaHHa po3ynHy cybetpaty DEFB1B, Tinbku Ti NyHKW, WO MICTSTb
DEFb1, 6ioTMHUNbOBaHi aHTWTINA i epmMeHT-KOH'IOroBaHui aBifuH,
OyayTe [AeMOHCTpyBaTu 3MiHy B Konbopi. ®epmeHT-cybeTpaT Peakuis
hbepMeHT-cy6CcTpaT 3yNnUHSETLCA AoAaBaHHAM PO3UMHY CipyaHoi KUCMOTH
i 3MiHa KONbOPY BUMIPIOETLCA CNEKTPOPOTOMETPUYHO Ha AOBXMWHI XBUI
450 Hm £ 10 HM. KoHueHTpauis DEFb1 y 3paskax BU3HA4Ya€eTbCS LUMSIXOM
nopieHaHHA OD 3pa3kiB Ha cTaH4apTHIN KPUBINA.

NIAPAXYHOK PE3YIIbTATIB

BusHauutn cepegHe 3HaveHb B Oy6nsix ONsi KOXHOrO CTaHAapTy,
KOHTPONIO i 3paskiB i BiHATU CepedHE 3HAYEHHs] OMTUYHOI LUiNbHOCTI
HyNbOBOro cTaHgapTy. [lobyayeBaTv cTaHAapTHY KpuBY, Bigknagawouu
cepegHio OD i koHUeHTpaUii ANs KOXHOro cTaHAapTy | NPOBECTU KpaLLuii
BapiaHT KPMBOI Yepe3 TOYKM Ha rpadpiky abo CTBOpUTU CTaHOAPTHY KPUBY
Ha norapudmiyHoMy nanepi 3i 3Ha4YeHHsMKU koHueHTpauii DEFb1 Ha oci
opavHaTt i abcopbuieto Ha oci abcuuc. BukopucTaHHsi nporpamHoro
3abesneyeHHsl,  Hanpwvknag, Ekcnepta  kpuBoi  1.30, Takox
pekomeHayeTbCs. AKwo 3paskum O6ynu po3baBneHi, KOHUeHTpauitlo, ska
34MTYETBCA 3i CTaHAapTHOI KPWBOI, CMif MOMHOXWUTM Ha KoedilieHT
pO3BEEHHS.

TUNOBI AAHI
Ons Toro, wo6 3pobutu po3paxyHOK MPOCTILIMM, MW BigKnagaemo
3HaveHHs OD cTtangapTy (X-Bicb) NpOTW Bi4OMOI KOHUEHTpaUii cTaHaapTy



(Y-Bicb), x04a KOHLUEHTpaUisl € He3anexHo 3MiHHOK i 3HaveHHs OD €
3arnexHo 3MiHHOW. TUM He MeHL, 3HadyeHHA OD crtaHgapTHOI KpWBOIT
MOXYTb MIHATUCA 3aMexHOo Bif yMOB aHanisy (Hanpwknag, onepatopa,
TeXHiku nineTyBaHHSA, TeXHiKM NpoMuBKM abo TemnepaTypHUX BMMBIB).
PekomeHpyeTbcs mobygoBa cTaHAapTHOI KPMBOI ANA KOXHOMO TeCTy.
TunoBa cTaHgapTHa KpuBa, NpuBeAeHa HWXYe, Mpu3HaveHa Tinbkn Ans
O3HaVOMIIEHHS.
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Typlcal Standard Curve for DEFb1, Human ELISA.
AIANA30H BUABNEHHA
62.5-4.000 nr/mn.  KoHueHnTpauii ~ CTaHgapTHOi  KpuBOi,  sKi

BuKopucToByBanuck aAns ELISA, 6ynu 4.000 nr/mn, 2.000 nr/mn, 1.000
nr/mn, 500 nr/mn, 250 nr/mn, 125 nr/mn, 62.5 nr/mn.

YYTNUBICTb

MixvimanbHa gosa DEFb1, sika Bu3Ha4aeTbecs, TMNOBO € MeHwot 3a 31.5
nr/mn.

YyTnueicTb gaHoro aHanisy, abo HwkHa Mexa BusBneHHs (LLD), 6yna
BM3HAYeHa K HalHWX4a KOHLIEHTpaLis npoTeiniB, Ginblua 3a Hynb. BoHa
Oyna pospaxoBaHa [Jo4aBaHHSAM [BOX CTaHOAPTHWUX BiAXUNEHb [0
3Ha4YeHHs cepeAHbOi ONTUYHOI WinbHOCTi 20 HYNbLOBKX CTaHAAPTIB, Micns
yoro 6yna po3paxoBaHa BiAnoBigHa KOHLEHTpaLUis.

CNEUUDPIYHICTb

[aHuin aHanis mMae BUCOKY YyTNMBICTb Ta HaA3BMYaWHY cneumdivHicTb
aons susiBneHHs DEFb1.

He cnocTepiranocs 3Ha4HOT NepexpecHoi akTMBHOCTI abo iHTepdepeHLii
mixk DEFb1 i aHanoramu.

MpumiTka:

Y 3B’H3Ky 3 OOMEXEHHSIM HaBWM4YOK Ta 3HaHb, HEMOXNUBO Ans Hac
NOBHICTIO 3aBEPLUNTU BUSIBNIEHHSI NMEpPeXpecHoi peakTuBHOCTI Mixx DEFb1
i BCiMa aHanoramu, Tomy nepexpecHa peakLis Moxe BCe LLe iCHyBaTW.

BIOHOBNEHHA
MaTtpuui, nepepaxoBaHi Hwx4ye, OynM HacuyeHi NeBHUM piBHEM
pekoMbiHaHTHoro DEFb1 i wsmnakicTe BigHOBNEeHHs Gyna po3paxoBaHa
LUASAXOM MOPIBHAHHA BUMIPSIHOTO 3HAYEHHA Ta OYiKyBaHOI KifbKOCTI
DEFB1 y 3pa3skax.

Matpuus Liana3oH CepepHe
BiAHOBNEHHSA, % 3HaveHHs, %

Cwposartka (n=5) 87-98 94
EQTK nnasma (n=5) 80-90 86
'enapuHoBa nnasma (n=5) 85-99 91
NIHIAHICTb
NininHicTe Habopy awanisyBanu 3a [OMOMOrow BUMpobyBaHb 3paskis,
HacM4yeHMX BI4NOBIgHOKW  KOHUeHTpauieto DEFB1, i ix cepiiHUx
po3BedeHb. Pesynbtatu  6ynu  nNpooeMOHCTpoBaHi Yy BiAcoTKax
PO3paxyHKOBOiI KOHLIEHTpaL|i€t0 [0 O4iKyBaHOI.

B3ipeub 1:2 1:4 1:8 1:16
Cwpogatka (n=5) 78-95 % 92-105 % 86-97 % 95-104 %
EQTK nnasma (n=5) 90-104 % 85-97 % 89-103 % 78-98 %
[enapuHoBa nnasma
(n=5) 83-99 % 80-95 % 85-94 % 91-101 %

TOYHICTb

TouHicTb B aHanisi: 3 3pas3ku 3 HU3bKUM, CEePeaHIM i BUCOKUM piBHEM
DEFB1 6ynu npotectoBaHi 20 pasiB Ha OAHill NNacTyHi, BiANOBIAHO.
TouHiCTb MiX aHanizamu: 3 3paskuM 3 HU3bKUM, CepeaHiM i BUCOKMM
piHem DEFB1 6ynu npoTtectoBaHi Ha 3 pi3HUX nnaHweTtax, 8 nosTopis
Ha KOXXHOMY.

CV (%) = SD/cepeaHe X 100

B ananisi: CV < 10%

Mix ananizamu: CV < 12%

CTABINbHICTb

CT1abinbHicTb Habopy IDA BM3HAYAETLCS LUBMAOKICTIO BTPATU aKTUBHOCTI.
LLIBMAKICTb 3HWXEHHS aKTUMBHOCTI AaHoro Habopy ckrnagae meHwe 5%
NpoTAroM TEPMiHY NPUAATHOCTI NpW BiANOBIAHMX yMOBax 36epiraHHs.
o6 3Bectv A0 MiHIMyMy [o0AaTKOBUWA BMAMB Ha MPOAYKTUBHICTD,
HeobXiAHO JOTpUMyBaTUCh MOPSAKY NPOBeAeHHS TecTy i nabopaTopHMX
yMOB, 0cCO6GNMBO  KiMHaTHOi  TemnepaTtypu, BOJIOrocTi  MOBITPS,
Temnepatypu iHkybaTopa, siki MalTb CyBOpPO KOHTposnoBaTucs. Kpim
TOro, pekoMeHAyeTbes, Wob Becb aHani3 NpoBOAMBCA OOHUM i TUM Xe
onepaTopomM Bif NoYaTKy i 40 KiHUS.

PE3IOME NPOLIEAYPU AHANI3Y

1. TigroTyBaTu BCi peareHTW, 3pa3ku i cTaHAapTw;

2. [opatn 100 mkn ctaHAapTy abo B3ipus B KOXHY NyHKY. IHKyOyBaTn
2 roavnHn npu 37 °C;

3. Acnipysatu i gogatn 100 mkn nigrotoBneHoro PeareHty JeTtekuii A.
IHkybyBaTn 1 roamny npmu 37 °C;

4. Acnipysatu i npomMutu 3 pasu;

5. [Oopatu 100 mkn nigrotoBneHoro PeareHTty [etekuii B. IHkyByBaTn
30 xsunuH npu 37 °C;

6. AcnipysaTtu i npomuTu B 5 pasis;

7. [Dopatn 90 mkn po3uuHy cyberpaty. Butpumatu 15-25 xBunuH npu
37 °C;

8. [Hopatu 50 mkn cTon po3ynHy. 3ymTtaTti Npu 450 HM HeramHo.

3AYBAXEHHA

1. OOMexeHi MOTOYHMM CTaHOM Ta HayKOBMMMW TEXHOIOriSMU, MU He
MOXEMO MOBHICTIO MpoBecTU BcebivHy igeHTudikauilo Ta aHanis
CVPOBUWHM, Slka HagaeTbCs MnocTayarnbHUkamu. ToMy MOXYTb
icHyBaTWn Jesiki SKICHi Ta TEXHIYHI PU3WKM NPU BUKOPUCTaHHI Habopy.

2.  OcraTouHi pesynbTaTu aHanidy 6ydyTb TiCHO MOB'SI3aHi 3 SKICTHO
npoaykuii, onepauinHMX HaBUYOK KiHLEBWX KOpUCTyBaudiB i
ekcnepyMeHTanbHux ymoB. bByap nacka, nepekoHanTecs, LWO
[0CTaTHA KiNbKiCTb 3pa3skiB € AOCTYMNHOH.

3. Habopwu 3 pi3HMX napTin MOXe TPOXM BiApPI3HATUCA 3a Aiana3oHOM
BUSIBIIEHHS, YYTNMBICTIO i 4YacoMm po3BWUTKY 3abapBneHHs. byab
nacka, npoBoAbTE €EKCNepMMEHT B TOYHIA BIANOBIAHOCTI [0
IHCTPYKLi, ika AO4aETbCA B KOMMNIEKTi; €NEKTPOHHI Bepcii 3 HaLLoro
CanTy € TinbkK iHopmauitHumu.

4. 3abopoHSIETBCA BUKOPWUCTOBYBaTWM peareHT 3 HabopiB pisHMX
napTin. BukopucTtoBynte Tinbku PeareHTn, WO NOCTaBAAKTLCA
BUPOBHMKOM.

5. 3axuwatu BCi peareHTu Big sickpaBoro cBiTrna nig yac 36epiraHHs Ta
iHkyOauii. Bci npobkv Ha nnswkax 3 peareHTaMu MOBUHHI ByTn
WiNnbHO 3aKpUTUMK, W6 3anobirtu BUNapoByBaHHSA i 3abpyAHEHHS
MiKpoopraHiamamu.

6. Tlpyn nepwomy BiOKPUTTI B MyHKax MOXe 3HaXOAMTUCb Aesika
peyoBuHa. Lle He Oyae MaTu HiSkOro BMNMBY Ha OCTaTOYHI
pesynbTaTh aHanisy. He BuimanTe MIKpPOTUTPAUIMHUIA NRaHWweT 3
nakety, Ae BiH 36epiraeTbCs, NOKN Lie He € HEOOXiAHMM.

7. HenpaBunbHe onepaditioBaHHA NpW MiArOTOBLi peareHTiB Ta ix
3aBaHTaXeHHi, a TakoX MOMWIKM B HanallTyBaHHi napameTpis Ans
NNaHWeTiB  MOXyTb NPM3BECTM OO0 HEBIpHUX  pe3ynbTaTiB.
MikponnaHLweTHUA 3unTyBaY 3 WnpunHot Aopikkn 10 HM abo meHLwe
i pianazoHoM onTu4yHoi WinbHocTi 0-3 O.D. abo Ginblue Npu JOBXMHI
xguni 450 = 10 HM € MPUAHATHUM ANsi BUKOPUCTaHHA Ansi
BMMIiplOBaHHA abcopbuji. Byab mnacka, npounTaniTe  yBaXHO
IHCTPyKUilO | HanawTynWTe npunag A[o ekcnepumeHTty. [Ons
OTPMMaHHA [A04aTKOBOI iHdopmauii, 6yab nacka, 3BepHiTbCA A0
onepawuinHoro Bigeo (http://www.cloud-
clone.us/homepage/operate.htm).

8. HaiTb 0auH i TON Xe onepaTop MOXe OTpUMAaTK Pi3Hi pesynbTaTn y
ABOX OKpemux ekcriepumeHTtax. [Ans Toro, wob oTpumatu kpaily
BiATBOPIOBaHICTb pe3ynbTaTiB, poboTa KOXHOrO KPOKy B aHanisi
noBMHHa  KoHTpomnoBaTucsa.  Kpim  TOoro,  pekomeHayeTbcs
NpoBeAEeHH MOoNepeaHbOro EeKCMEePUMEHTY nepep aHanisoMm Ans
KOXHOI naprTii.

9. KoxeH koMnnekT nponwoB TecT 3 KoHTponto SkocTi. TM He MeHL,
pe3ynbTaTy Bif KiHLIEBMX KOPUCTYBaydiB MOXYTb BYTU HECYMICHUMMU 3
HaWVMK BHYTPIWHIMX JaHUMK 4epe3 Jesiki HecnodiBaHi yMOBW
TpaHcrnopTyBaHHA  abo  pidHe  ycTaTkyBaHHA  nabopaTopii.
Po3bixHIiCTb MiX cepismu cepepn KOMMMEKTIB 3 Pi3HUX MapTin Moxe
BVHWKHYTW B pe3ynbTaTi umx dakTopis, TeX.

10. Habopu Big pi3HMX BMPOBHMKIB MOXYTb NPU3BOAUTM OO Pi3HMX
pe3ynbTaTiB, Tak AK MU He NMOPIBHIOBANM Hallly NPOAYKL0 3 iHWMMM
BUPOBHMKaMMU.

11. IHCTpyKuUis Takox nigxoauTb Ans Habopy 48T, ane BCi peareHTu
Habopy 48T 3MeHLUEHI HaMoOBUHY.

3ACTEPEXEHHA

CTOoM-po3y4mH, 3anpornoHOBaHWN ANA BUKOPUCTaHHS 3 LuM Habopom, €
PO34YMHOM KMCMOTW. BrkopucToByBaTW 3axvCT ANS O4ven, pyk, obnuyys
npuv poboTi 3 4aHUM MaTepianom.



BUPIWWEHHA NPOBJIEM

Mpobnema Moxnuse mxepeno KopuryBanbHi_gii

MoraHa HenpaBunbHa nigrotoska 3abesneunTty TouHy poboty

CraHpapTHa CraHaapTHOi KpuBoi po36aBneHHs B3ipus

KpuBa HenosHa npomuBka Ta AneksaTHi npommBKa Ta acnipallis
acnipaujis

HeTouyHe nineTyBaHHs

MepeBipuTy Ta kanibpysaTy NiNeTk\

He3aBeplLueHa npomueka
Cnabka NYHOK

3abesneunTtu LOCTATHIO NPOMUBKY

TOYHICTb HepocTaTHe nepeMilLyBaHHs i
acnipayis peareHTis

AnekBaTHi acnipajist i 3miLLyBaHHs
peareHTiB

[MoBTOpHE BUKOPUCTaHHS
MiNeToK, KOHTEHEPIB Ta
repmMeTykm

3MiHMTK | BUKOPUCTOBYBATY HOBI
HaKOHEYHVKM, KOHTENHepH Ta
repmMeTuky

HeTouyHe nineTyBaHHs

MepeBipuTy Ta kanibpysaTy NineTk\

Hepocrathi obcsrn peareHTy,

MpoBecTy kanibpyBaHHS MINETOK i

Hu3bki A0AaHi B NYHKN A0AaTV afieKkBaTHY KirnbKicTb
3HaYeHHs peareHTiB
0.D. HeBipHuit Yac iHkybauii 3abesneuntn focTaTHii Yac
iHKy6aLjii
HesipHa Temnepartypa PeareHTi npuBecT 40 KIMHATHOI
iHKy6aLji Temneparypu
He npauitoe koH'torat abo 3wilwanTe koH'torat i cybeTpar,
cyberpar Konip NOBMHEH Po3BMBATUCA

HeranHo

He gobasneHo Cton po3ynH

[oTpumyiiTecb NpoTOKONY aHanisy

PesynbTat 34uTaHo nisHo

3uuTaiite B TepMmiHu,
PEKOMEHLOBaHI B KEPIBHULTBI

3HayeHHs HenpaBunbHe 36epiraHHs 36epiratin 3pa3kv HaNEXHUM YUHOM
B3ipuiB B3ipust | BUKOPMUCTOBYBATH CBiXMil 3pa3ok
HegipHi 3a6ip Ta nigrotoska Bubpatu npaBunbHuit MeTog
B3ipLiB 3abopy 3pa3kiB i ix nigroToBkM
HepocTaTtHs KinbkicTb aHanity | BukopucToByiTE HOBWI 3pa3ok i
Y B3ipLsX MOBTOPITb aHani3
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