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OcHog0t0 npu nposedeHHi aHasizy € opueiHan iHcmpyKkuii

aHanilcbKo Mo80ok, eknadeHoi 8 Habip. Homep i dama
sepcii _opueziHany ma nepeknady iHCMPYKUii MOBUHHI
criignadamu.

TinbKu Onsi sukopucmaHHs1 8 AociOHUYbLKUX UYinsix ma in-Vitro
He Onsi saukopucmaHHs1 8 KniHiYyHux iazHocmuyHux npoyedypax

NMPU3HAYEHHA

[aHnn Habip € iMyHObepMeHTHUM aHanizom Tuny "ceHaBid" Aans
KinbkicHOro BM3HayeHHss HIF1a B cupoBartui, nnasmi, romoreHaTax
TKaHWH, KMITMHHWX fisatax, cynepHaTaHTax KynbTypu KMiTUH Ta iHLWMWX
BionoriyHux piguHax nauHN.

PEAFEHTU TA MATEPIAJIW, LLO NOCTAYAIOTbCA

PeareHtn Kinbkictb
oToBMI [0 BUKOPUCTaHHS, 96-IyHKOBUIA CMY>XXKOBUI
nnaHweT 3 nonepegHiM NOKpUTTAM 1
Crangapt 2
PeareHT ans getekuii A 1 x 120 mkn
PeareHT ansa getekuii B 1 x 120 mkn
Cybctpat TMB 1x9mn
MpomuneHuI Bydpep (30x KoHueHTpaT) 1x20 mn
MniBka Anga 3akneBaHHs NNaHLWeTiB 4
Po3spigxxyBay cTaHgapTis 1x20 mn
Po6ounin PospimxyBay A 1x12mn
Po6ounin Pospigxysay B 1x12mn
Cton Po3uuH 1x6mn
IHCTpYyKUist 1

HEOBXIAHI MATEPIAIU, LLO HE NOCTAYAKOTbCA
1. MikponnaHweTHWM 34nTyBay 3 inbTpom 450 + 10 HM.

2. TouHi opgHO- abo 6GaraTokaHanbHi niNeTkM Ta OOHOPA30BI
HaKOHEYHUKM.

3.  Tpobipkn Ennengopda ons po3baBneHHs 3paskis.

4. [leioHizoBaHa abo gucTunbOBaHa Boaa.

5. ®inbTpyBanbHWi Nanip Anst NPOMOKaHHSA MnaHLweTa.

6. KoHTenHep anst NpOMMBHOIO PO34KMHY.

3BEPITAHHA HABOPIB

1. [OnA Hepo3KpuTUX HabopiB: Bci peareHTU noBuHHI 36epiratucs
3rigHo0 3 iHpopmauieto, BkasaHow Ha nakoHax. CTtaHgapT,
PeareHT ona petekuii A, PeareHT ana petekuii B i nnaHweTt
NOBUWHHI 306epiratucs npu Temnepatypi - 20 ° Npy OTPUMaHHI, a iHLWi
noBuWHHI 36epiraTtucs npm 4 °C.

2. [Ans BipKpUTMX HabopiB: nicng BiOKpUTTA Habopy peareHTU §K i
paHilwe NoBMHHI 36epiraTncs BigNoOBIOHO A0 BULLE3a3HAYEeHUX YMOB

30epiraHHs. Kpim ToOro, Oyap nacka, MNOBEPHiTb HEBWMKOPUCTaHi
CMYXKW B MIacTUKOBY YMaKOBKY, sika MICTUTb OCyLlyBad, i LinbHO
3akpunTe ii.

Mpumitka:

PekomeHayeTbCA BMKOPWUCTOBYBATU 3anuLKM peareHTiB npotdrom 1
MiCALIS 3@ YMOBW, LLO He 3aKiH4MBCS TEPMIH npuaaTHocTi Habopy. TepmiH
npuaaTHocTi Habopy BkasaHW Ha EeTUKEeTLi Ha ynakoBui Habopy. Bci
KOMMOHEHTM cTabinbHi 40 3aKiHYEHHSI TEPMiHY Oro Aji.

3ABIP | 3BEPIFAHHA 3PA3KIB

CupoBatka: BukopuctoBynte npobipky Ans BiggineHHs cupoBaTku i
[03BONbTE 3pa3kaM YTBOPWUTWU 3ryCTKUM MPOTArOM [BOX TOAMH Mpu
KiMHaTHIN TemnepaTypi abo npotarom Houi npu 4 °C nepea
LeHTpudyryBaHHsm npoTtsarom 20 XBUNUH Ha LwBKMAkocTi 6nmabko 1000xg.
AHanizyBaTn CBIKOMPWUroTOBIEHY CUPOBAaTKy HeramHo abo 36epiratn
3paskm B aniksotax npu -20 °C aBo npu -80 °C ana nisHiworo
BUKOPUCTAaHHS. YHukavte NOBTOPHUX LuKniB
3aMOpOXyBaHHS/BiATaBaHHS.

Mnasma: MNpoBecTu 3a6ip nnasmu 3 BukopuctaHHsam EATK abo renapuHy

B SIKOCTi aHTUkoarynsHty. LieHTpudpyrysatu 3pasku npotsrom 15 xsBunuH

npu 1000xg npu 2-8°C Ha npoTasi 30 xBunuH nicna 3abopy. Bupanutu

nnasmy i aHanisyBaTM HeranHo abo 3bepiraTv 3pasku B anikeoTax npu -

20 °C abo -80 °C - gna noganbLUOro BUKOPUCTaHHS. YHUKaiiTe

NOBTOPHWX LIMKIIB 3aMOPOXYBaHHSA/BiATaBaHHS.

FomoreHatTm TkaHuH: [ligrotoBka roMoreHaTiB TKaHWH BapilOETbCA

3anexHo Bif TUMY TKaHWHW. [N UbOro TecTy TKaHWHW MPOMKBalTb B

nyxe oxonogxeHomy PBS (0.01 monb/n, pH 7.0-7.2), wob6 Bupganutu

HaZAMWLLIOK KPOBi i peTenbHO 3BaXyloTb A0 romoreHisauii. MogpibHuTn

TKaHWHW Ha ApibHi WwMmaToykn i romorenidyBatum ix B 5-10 mn PBS

CKIISIHMM rOMOreHi3aTopoM Ha nbogy. OTpuMaHy cycreHsito obpobnsioTb

yNbTPasBykOM 3a [JOMOMOrOK YNbTPa3BYKOBOrO AesiHTerpatopa KniTuH

abo niggalTe AOBOM  UMKNAM  3aMOPOXYBaHHS-BiATaBaHHS  Ans
noaanbLIoro NoApibHEeHHs KNITMHHUX MeMbpaH. Micna uboro romoreHaTn
ueHTpudyrytotb  npotarom 5 xsunvH npu  5000xg. Bupanutu

cynepHaTaHT Ta aHanisyBaTu HeramHo abo nigrotyBatu anikeotu i

36epiraTv npu Temnepatypi < -20 °C.

KnituHHi nisatm - KnituHn noBuHHI ByTu nisoBaHi nepen aHanisom

HaCTYMHUM YMHOM.

1. AgresuBHi KNiTUHW MOBUHHI OyTW BiQOKpEeMIeHi 3a [A0MOMOrow
TPUNCUHY | MOTiM 3ibpaHi LeHTpudyryBaHHAM (NigBIiCHI  KNiTUHK
MOXYTb ByTK 3i6paHi WNsixoM LeHTpudyryBaHHs 6e3nocepeaHbo).

2. TpomunTe KNiTHU Tpu pasu B xonogHin PBS.

3. PecycneHgynte knituHn B PBS (1x) i nigoante ix o6pobui
yrnbTpa3sykoM 4 pa3u (abo 3aMopo3uTu kniTuHK npu < -20 °C. OaTu
KNiTUHaMm  BigTaHyTM oGepexHUM nepemilyBaHHaAM. [loBTOpUTK
LMK 3aMOPOXXyBaHHS/BiATaBaHHSA B 3 pa3u).

4.  UeHtpudpyrysatn npm 1500xg npotarom 10 XBURUH npu
Temnepatypi 2 - 8 °C, wo6 BMOAANUTU KNITUHHI 3anuLLKK.

CynepHaTaHTU KynbTypu KINiTUH Ta iHWi OGionorivyHi piguHu:

LleHTpudpyrysatu 3pasku npotarom 20 xsunuH npu 1000xg. Bupanutn

TBEpAi 4acTMHKM Ta aHaniyBaTu HeravHo abo 36epiraty 3paskuM B

anikeotax npu -20 °C a6o npu -80 °C Ans Ni3HILIOrO BUKOPUCTAHHS.

YHuUKanTe NOBTOPHMX LMKIIB 3aMOPOXYBaHHS/BigTaBaHHS.

MpumiTtka:

1. 3pasku, fki 6yoyTb BUMKOPUCTOBYBATUCH MNPOTAroM 5 OHIB, MOXHa
36epirati npy Temnepatypi 4 °C, B iHLIOMY BUMNaaKy 3paskv NMoBUHHI
36epiratnca npu Temnepatypi -20 °C (£ 1 micaub) abo -80 °C (< 2
Micaui), wWwo6 YyHUKHYTM BTpaTM GionoriyHOT aKkTUBHOCTI Ta
3abpyaHeHHS.

2. Temonis 3pa3ka byge BnnvBaTM Ha pe3ynbTaT, TOMY FeMOMiTUYHI
3pa3ku He NOBUHHI aHanisyBaTucs.

3. [puv BUKOHaHHI TeCTy NpUBECTM 3pa3ku OO KiIMHaTHOI TemnepaTypu.

NIArOTOBKA PEATEHTIB

1. [lpuBecTn BCi KOMMOHEHTW Habopy Ta 3pasku A0 KiMHATHOI
Temnepatypu (18-25 °C) nepea BUKOPUCTaHHAM.

2. CraHpapt - BigHoButn CtaHpapt 3 1.0 mn Po3pigxyBava
cTaHpapTy, skun 36epiraBca npotsarom 10 XBUAMH NpU KIMHATHIN
TemnepaTtypi, 3nerka noTpycuTn (He [0 YTBOPEHHS MiHW).
KoHueHTpauis ctaHgapTy B BuxigHOMY po3uduHi 40 Hr/mn. Byab
nacka, cnodvatky posbaBTe po3duH A0 10 Hr/mn i po36aBneHui
CTaHAapT CMYyXUTb B AKOCTi CaMOro BUCOKOro ctanaapTy (10 Hr/mn).
Bynb nacka, nigrotyinte 7 npobipok, wo mictaTte 0.5 mn Po3unHHUKa
CraHgapTy, i npoBeiTe NoABINHUIA psig po36aBneHHs BiANoBiaHO 3
MasoHKOM Hmk4e. lMepemiwarite kKoXHy Npobipky peTensHO nepesn
HaCTYNHUM nepemilleHHaM. HanawTynte 7 po3BefeHb CTaHAapTy,
Hanpuknag 10 Hr/mn, 5 Hr/mn, 2.5 Hr/mn, 1.25 Hr/mn, 0.625 Hr/mn,
0.312 Hr/mn, 0.156 Hr/mn, i ocTaHHs npobipka EP 3 Po3unMHHMKOM
CTaHpapTy € NOpPOXHbOK O Hr/mn.
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3. PeareHt petekuii A i PeareHT pgetekuii B — LleHTpudyrysatn
BuxigHunin Po3unH [etekuii A ta BuxigHun PosunH [detekuii B
nepes BMKOPUCTaHHAM. Po36aBuT pobo4mnin KOHLEHTPAT 3 po6ounmM
Po3unHHuKoM ansa aHanisie A a6o B signosigHo (1:100).

4. TpomuBHUIA Po3uuH - Po3secTn 20 Mn KOHUEHTpaTy Po3uuHy ans
npommBaHHA (30x) 3 580 mn AeioHisoBaHOi abo AWMCTUNBOBAHOI
BoAM Anst oTpuMaHHs 600 mn Po3unHy anst npoMuBaHHs (1x).

5. Cybctpatr TMB - AcnipyBatu HeoOXxigHi [03M po3vuHy 3a
[JONOMOTO0 CTEPUII30BaHNX HAKOHEYHUKIB | He MoBepTaTy 3anuLku
PO34MHY 3HOBY Y (ONaKOH.



MpumiTtka:

1. TlpoBeneHHs1 cepiliHUX po3BeaeHb Ge3nocepedHbO B JyHKax He
[OMyCKaeTbCS.

2. MNpurotyBatn ctaHpgapT npotarom 15 xBunvH po awanisy. byap
nacka, He po3ynHsiNTe peareHTu 6e3nocepenHbo npu 37 °C.

3. Ob6epexHo BigHoBUTK CTaHaapTn abo poboyi PeareHTn getekuii A i
B y BignoBigHOCTI 3 iHCTPyKUi€lo, YHWKalOUM MiHOYTBOPEHHS, i
aKypaTHO nepemilati, MOKW KpUCTanu MOBHICTIO HE PO34YMHSATHCS.
LLlo6 3BecT A0 MiHIMyMy HETOYHOCTI, MOB’A3aHi 3 MiNeTyBaHHSM,
BVIKOPVCTOBYWTE HeBenwuki obcsrv i nepekoHamTecs, IO MiNeTKu
kanibposaHi. PekomeHayeTbca HabupaTtu Ginbwe 10 Mkn Ha ofHe
nineTyBaHHs.

4. BigHoBneHi CtaHgapTn, PeareHT getekuii A Ta PeareHT getekuii B
MOXYTb OyTV BUKOPUCTaHI TiNIbKU OAWH pas.

5. Axwo «kpuctanu yrtBopunuca B KoHueHTpati PosuvHy ans
npoMmmBaHHss (30x), Moro HeobXigHO HarpiTh [0  KiMHaTHOI
TemrepaTtypu i akypaTHO Mepemiliatii, NOKU KPUCTanu MoBHICTIO He
PO3UNHATBLCS.

6. 3abpygHeHa Boga abo KOHTeMHep ANS MPUroTYBaHHS peareHTiB
GynyTb BNAMBATK Ha pe3ynbTaTh aHaniay.

NiAroTOBKA 3PA3KIB

1. Kopnopauia Cloud-Clone Hece BignoBiganbHICTb TiMbku 3a cam
Habip, ane He 3a 3pa3ku, siki BAKOPUCTOBYIOTLCS B NpOLECi aHaniay.
KopucTyBay noBrvHEH po3paxyBaTh MOXIUBY KiflbKiCTb 3pa3kiB, LLO
BMKOPWCTOBYIOTbCA B TecTi. Byab nacka, npuroTymte [OOCTaTHIO
KiNbKICTb 3pa3kiB 3a3ganerigp.

2. byaob nacka, po3paxymTe KOHUEHTpauilo nepen LOCHIMKEHHAM.
AKWO 3HaYeHHs KOHUEHTpaUuih He BXOAATb B Aiana3oH 3HayYeHb
CTaHOApTHOI KPMBOI, KOPUCTyBay MOBMHEH BU3HAYUTM OMNTUMAasbHI
po3BedeHHs1 3pa3ka Ans KOHKPETHOro eKCnepuMeHTy. 3pasok
nosuHeH 6yTn possegenuii PBS 0.01 monbe/n (pH = 7.0-7.2).

3. fkwo 3pa3kum He BKalaHi B iHCTPyKUii, HeobXigHO npoBecTu
nonepepHin - ekcnepuMeHT Nno BW3HAYEHHIO OOr'PyHTOBAHOCTI
BVKOPWCTaHHsi Habopy.

4.  EKcTpakuiiHi 3pasku TkaHWH abo KniTWH, NMPUroToBaHi 3a LONMOMOro
xiMmiyHOro nisytoyoro 6ydpepa, MOXyTb NPM3BECTU A0 HeCcnoAiBaHWX
pesynbTaTiB ELISA yepe3 BNnuB Aesknx XiMiYHUX PEYOBWH.

5. Y 3B'A3ky 3 MOXNMBICTIO PO3BIKHOCTI MK aHTUreHOM iHLIOro
NMOXOAXEHHS | aHTWUTINOM, BWKOPWCTOBYBaHUM B AaHOMY Habopi,
nesiki HatvBHi abo pekombiHaHTHI Ginku Big iHWKWX BUPOBHMKIB
MOXYTb He npaLoBaTtu 3 4aHM Habopom.

6. Tlig BnMBOM aKTOpiB, TaKMX K XWUTTE3AATHICTb KMiTWUH, YMCIO
KNiTMH abo Yac TecTyBaHHSA 3pa3kiB, 3pa3kn CynepHaTaHTy KynbTypu
KMNiTUH MOXYTb ByTW HE BUSIBINEHI 32 JONOMOrol Habopy.

7. [na TecTyBaHHA peKOMEHAYETbCA BUKOPUCTOBYBATWU CBIXI 3pasku
6e3 TpuBanoro 3bepiraHHsA. B iHWoMy BMnagky, Aerpagauis Ginkis i
AeHaTypanisalis MoXyTb BigOyTuca B LMX 3paskax, Lio npussege
00 HeBipHUX pe3ynbTariB.

NMPOLIEAYPA TECTYBAHHA

1. Bwu3HauuTU KinNbKICTb NYHOK AnNs po3baBneHoro ctaHaapTy, 6naHka i
B3ipus. MNigrotyBatn 7 nyHok Ans ctaHgapty, 1 nyHky ans 6naxka.
Noparite 100 MKN KOXHOro 3 po3BefdeHb CTaHAapTy (uiTanTe mpo
niagroToBKy peareHTiB), GnaHka i 3pas3kiB Yy BiANOBIOHI NyHKW.
HakpuTn nniskoto. IHKybyBaTu npotsarom 2 roguH npu 37 °C.

2. Bwpanutu pignHy 3 KOXXHOI NYHKW, HE MUTW.

3. [Homatn 100 mkn poboyoro posuvnHy PeareHTy ans petekuii A B
KOXHY nyHKy. Butpumatu npotarom 1 rogunm npu 37 °C nicns
MOKPUTTS NaHLIeTa MniBKoto.

4. AcnipyBaTu poO34MH i nNpomMuTtM 3 BMKOpUCTaHHAM 350 mkn 1x
Po34uMHYy Ans NpOMMBAHHA Ha KOXHY IyHKY, 3acCTOCOBYHYU
nynbBepusatop, 6aratokaHanbHy MineTKy, po3noAinbyy kondy ato
aBTonpomMuBad, i 3anuwnT Ha 1 ~ 2 XxBUnuHW. Buganutu 3anuiukm
piMHWM 3 NYHOK MOBHICTIO, MOCTYKaBLUM  MNAcTVHOW  Ha
dinbTpyBanbHun  nanip. Mpomutn 3 pasu. [licna  ocTaHHbOI
NPOMMBKA  BUAANMTM  3anuLLKM NPOMMBHOrO Oydepa  LUNSXOM
acnipauii abo aekaHTyBaHHs. [lepeBepHyTM MMaHLWIET i MPOMOKHYTH
noro inbTpyBanbHUM nanepoM.

5. [Hopatn 100 mkn poboyoro po3uvnHy PeareHTy ans petekuii B B
KOXHY NyHKY. Butpumatu npotsrom 30 xBunuH npu 37 °C nicns
MOKPUTTS NaHLeTa nniBKoto.

6. lNoBTopuTM npouec acnipauii/npoMuMBaHHs Bcboro 5 pasiB, sk
onuncaHo B Kpoli 4.

7. [Oopatm 90 mkn Po3umHy cybcTpaty B KOXHY NyHKy. [lokpuTu
HOBOKW nniBKot. IHKyByBaTU npoTsirom 15-25 xsunuH npu 37 °C (He
6inbwe 30 xBunuH). 3axuwartun Big ceiTna. PiguHa cTaHe cuHbOro
KONMbOpPY MNpu AoAaBaHHi po3vMHy cybcTparty.

8. [Hopatn 50 mkn CTom pO34YMHY B KOXHY NyHKy. PigvHa cTtaHe
XKOBTOro Konbopy npu gopasaHHi Cton po3ynHy. 3Miwati piguHy,
NMOCTYKYKOUM MO CTOPOHi MNNacTuHU. HAKWO 3MiHa KONMbopy He
BiAbyBaeTbCH, Nerko MocTykaTh Mo NnacTuHi, Wwob 3abesneuntn
peTenbHe nepemillyBaHHS.

9. Bwupanutn BCi Kpanni BOAM i MOCTYKaTW MO HWXKHIA YacCTuHI
NNacTVHW; BMNEBHUTMUCS, LLO Hemae Oynbballok Ha NOBEPXHI PiANHM.
[MoTiM  3anycTUTK MiKpONNaHWETHUA  34nTyBay i nposectn
BUMiptoBaHHSA npu 450 HM HeramHo.

Mpumitka:
1. MiprotoBka po aHanisdy: lNMpuroTyiTe BIAMNOBIAHY KiMbKICTb NYHOK
ONS KOXKHOTO eKcriepuMeHTy i 3abepiTb 3arBi MyHKM 3 MnaHweTa.

JlyHkn, sKi He BWKOPWUCTOBYKOTBbCS, MOBUHHI 36epiratucs npu
Temnepatypi -20 °C.
2. [OopaBaHHs 3paskiB abo peareHTiB: Byab nacka,

BUKOpUCTOBYUTE cBixonpurotosneHun Ctangapt. ObGepexHo
[ofatv 3paskM B NyHKM | akypaTHO nepemiwatu, wob YHWKHYTH
NiHOYTBOPEHHsA. He TopkaTucb CTiHOK NyHkW. [ns KoxHoro etany
npoueaypu 3aranbHUM 4Yac [03yBaHHS AN OOAaBaHHSA peareHTiB
abo 3pa3kiB B MNaHLIEeT ANS aHanidy He NoBuHeH nepesullysatn 10
XBUNWH. Lle 3a6e3neunTb piBHOMIPHWIA po3nodin Yacy nineTyBaHHs
ONst KOXHOTO  KpOKy, ©e3 nepepuBaHHsi. PekomeHayeTbcst
nybnioBaHHS BCiX CTaHAapTIB i 3paskiB, xo4a Lie He € 060B’A3KOBUM.
o6 yHVUKHYTU nepexpecHoro 3abpyaHEHHS, MIHSIATE HAKOHEYHMWKU
nineTok MiX AogaBaHHAMW CTaHAapTiB, 3paskiB i peareHTiB. Kpim
TOro, BUKOPUCTOBYINTE OKPEMi pe3epByapu AN KOXHOIO peareHTy.

3. Inky6auia: [Ina 3abe3neyeHHs TOYHOCTI pesynbTaTiB HeobXxigHe
HanexHe NpoBefeHHs repmeTusadii nnaHweTa nig yYac iHkybauii. He
gonyckawTe, Wob NyHKV 3anviianvcb BigKPpUTUMKU Ha [AOBLUMIA Yac
Mix iHKyGauismu. Ak Tinbku peareHTn Gynu popaHi B nyHku, HE
[O3BONANTE cmyxkam BUCUXATU B Gyab-skuit yac nig yac
TecTy. Yac iHkybGaLii i TemnepaTypa NOBWHHI KOHTPOMOBaTUCS.

4. TpomuBka: [lpouegypa npoMyBaHHA € KpuTuM4yHOw. [loBHe
BUOANEHHS PiAMHU Ha KOXHIN CTafii Mae BaXnuBe 3HAYEHHs Ons
BMCOKOI MPOAYKTUBHOCTI. [licns OCTaHHbOI MPOMMBKM BMOANUTU
3anullkK  po3YMHY AN NPOMMBaHHS LIMAsXOM acnipauii abo
OEeKaHTyBaHHA | BuganuMT BCi Kpanni BOAM MNOCTYKYBaHHSIM
KiHYMKamMK nanbLiB MO HWXHIM 4acTuMHi nnacTuHU. HepoctaTtHs
npoMuBKa MPU3BOAWUTL A0 HU3bKOI TOYHOCTI | MOMUIKOBUX
nigBULLEHNX pe3ynbTaTiB BUMIpIOBaHHS.

5. KoHTponb 4acy peakuii: CnocTepiraite 3a 3MiHOK KOMbOpy Micrns
nopasaHHs cybctpaty TMB (Hanpviknag, CrocTepexXeHHS KOXHUX
10 XBWMMH), SKWO Komip 3aHagTo HacuyeHun, gopjante Cton
po34MH 3a3ganeriab, Wob YHUKHYTM HaaAMIpHO CUMbHOI peakuii, Lo
npu3sege A0 HETOYHOCTI MOoKa3aHb OMTUYHOI LWiNbHOCTI.

6. Cy6bctpar TMB nerko 3abpygHieTbcsa. byaob nacka, saxuwanTe
noro Big ceiTna.

7. Bornorictb HaBKONWULIHBOrO cepenoBwulla, MeHwa 3a 60 %, moxe
BMIMHYTM Ha poboTy, TOMYy 3BOMOXyBay MOBITPS PEKOMEHAYETLCS
BMKOPUCTOBYBATW B TaKOMy CTaHi.

NPUHUMN TECTY

MikponnaHwieT, Skun BxoAWTb A0 Habopy, OyB monepeaHbLO MOKPUTUIA
aHTuTinom, cneuundivyHnm ao HIFla. CtaHgapTv Ta 3paskv AofalTbcs A0
BiANOBIOHMX IYHOK nnaHweTa 3 O6i0TUH-KOH'IOroBaHMMU aHTUTInamu,
cneundiyHummn go HIFla. MoTim gopaetbest koH'toraT asiguH-HRP go
KOXHOI NyHKM MikponnaHweTa i npoBoguTbCs iHKybauis. [licns
nofaBaHHs po34vunHy cybeTpaty TMB, Tinbkv Ti nyHku, Wwo mictate HIF1a,
BiOTMHWNBOBAHI aHTWUTINa i depMeHT-KOH'loroBaHu asiavH, OyayTb
OEMOHCTpyBaTu 3MiHy B konbopi. PepmeHT-cybeTpaT Peakuis depmeHT-
cybcTpaT 3yNUHAETLCS AO0A4ABaHHAM PO3YMHY CipyaHOoi KUCMOTW i 3MiHa
KONbOPY BUMIPIOETLCH CNEKTPOPOTOMETPUYHO Ha AOBXWHI XBuni 450 HM
+ 10 Hm. KoHueHTpauis HIFla y 3pa3kax BW3HA4Ya€ETbCA LUMSAXOM
nopiBHsiHHA OD 3paskiB Ha cTaHAapTHINA KPUBIN.

NIAPAXYHOK PE3YIbTATIB

BusHauntn cepegHe 3HaveHb B Oybnsx [ONns KOXHOro CTaHAapTy,
KOHTPOMIO i 3paskiB i BigHATU CepedHE 3HAYEHHS OMTUYHOI LUINbHOCTI
HynboBOro cTaHgapty. [obyayBaTu cTaHgapTHY KpwBy, Bigknagawuu
cepepHio OD i koHUeHTpaUii Ans KOXXHOro cTaHaapTy | MPOBECTU KpaLLuii
BapiaHT KpMBOI Yepes3 ToYKM Ha rpadiky abo CTBOPUTY CTaHAAPTHY KpUBY
Ha norapudmiyHoMy nanepi 3i 3Ha4eHHAMKU KoHueHTpauii HIFla Ha oci
opauHaT i abcopbuieto Ha oci abcumc. BUKOpUCTaHHS NporpaMHoro
3abe3nevyeHHs, Hanpuvknag, Excnepta KpUBOI 1.30, TaKoX
pekoMeHAyeTbCA. AKWO 3pasku O6ynu pos3baBreHi, KOHLEHTpaLilo, ska
34YNTYETbCS 3i CTaHOApPTHOI KPWBOI, CNif MOMHOXWTW Ha KoedilieHT
pO3BEEHHS.

TUNOBI AAHI

Ons Toro, wo6 3pobuTn po3paxyHOK MpOCTiMM, MW BiOKNagaemo
3Ha4veHHa OD ctaHgapTy (X-Bicb) NPOTU BiAOMOI KOHLEHTpaLii cTaHaapTy
(Y-Bicb), x04a KOHLEHTpaUis € He3anexHoK 3MiHHOW i 3HadyeHHs OD €
3anexHo 3MiHHOKW. TUM He MeHLW, 3HadYeHHss OD ctaHgapTHOI KpuBOI
MOXYTb MIHATUCA 3anexHO Bi4 YMOB aHanidy (Hanpuknag, onepartopa,
TeXHiK1 NiNeTyBaHHs, TEXHikM NPOMMBKM abo TemnepaTypHUX BMUBIB).
PekomeHayeTbcst nobynoBa cTaHOApTHOI KPUMBOI AN KOXHOMO TECTY.
TvnoBa cTaHAapTHa KpuBa, NpuBedeHa HWXYe, NMpuM3HayeHa Tinbku Ans
03HaNOMMEHHS.
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Optical Density

OIANMA30H BUABJIIEHHA

0.156-10 Hr/Mn. KoHueHTpauii CrtangapTHoi KpUBOI, AKi
BuKopucToByBanuch ans ELISA, 6ynu 10 Hr/mn, 5 Hr/mn, 2.5 Hr/mn, 1.25
Hr/mn, 0.625 Hr/mn, 0.312 Hr/mn, 0.156 Hr/mn.

YYTNUBICTb

MiHimanbHa go3a HIF1a, sika BU3Ha4aeTbCsH, TUNOBO € MeHLwoto 3a 0.059
Hr/Mn.

YyTtnumeicTb AaHoro aHanisy, abo HmxHs Mexa BusasnenHsa (LLD), 6yna
BM3HaYeHa SIK HalHWXK4a KOHLIEHTpaLis npoTeiniB, Ginblia 3a Hynb. BoHa
Oyna po3paxoBaHa [ofdaBaHHAM [BOX CTaHAApPTHWX BiOXWNeHb A0
3HaYeHHs cepenHbOi ONTUYHOT LWinbHOCTI 20 HYNbOBKX CTAHAAPTIB, Nicns
yoro b6yna po3paxoBaHa BignoBigHa KOHLEHTpaLis.

CMNEUNDIYHICTb

[aHnn anania mMae BMCOKY YyTNMBICTb Ta HaA3BUYalrHy crieumdiyHicTb
ans susisneHHs HIF1a.

He cnocTepiranocs 3Ha4HOI NepexpecHoi akTMBHOCTI abo iHTepdepeHLii
mix HIFla i ananoramu.

MpumiTtka:

Y 3B'A3Ky 3 OOMEXEHHsIM HaBMYOK Ta 3HaHb, HEMOXIUBO AN Hac
NOBHICTIO 3aBEPLUNTY BUABIIEHHSA NEPEXPECHOI peakTuBHOCTI Mix HIFla i
BCiMa aHanoramu, TOMy nepexpecHa peakuisi MOXe BCe LLe iCHyBaTu.

BIOHOBJIIEHHA

MaTpuui, nepepaxoBaHi Hwxkye, OynM HacWMYeHi NEBHUM piBHEM
pekombiHaHTHoro HIFla i wBuakicTb BigHOBNEHHs Oyna po3paxoBaHa
LUASIXOM MOPIBHAHHSA BUMIPSHOTO 3Ha4YeHHs Ta O4ikyBaHoI KinbkocTi HIF1a
y 3paskax.

Matpuus [liana3oH BigHOBNEHHA,% CepenHe 3HaueHHs, %
Cuposartka (n=5) 83-93 88
EQTK nnaama (n=5) 80-99 86
l'enapuHoBa nnasma (n=5) 86-102 94

NIHIAHICTb

TTiHiMHiCTb Habopy aHanidyBanu 3a [omnomMoroi BuNpoOyBaHb 3paskis,
HacuyeHux BiONOBIgHO KOHUeHTpauieto HIF1a, i ix cepiiHnx po3BegeHb.
Pesynbtat Oynn NpoAEeMOHCTPOBaHi Yy BiACOTKax po3paxyHKOBOI
KOHLIEHTPaL€0 A0 OYiKyBaHOI.

Bsipeub 1:2 1:4 1:8 1:16
Cuposatka (n=5) 79-95 % 80-104 % 87-93 % 81-92 %
ELOTK nnasma (n=5) 91-99 % 85-102 % 78-103 % 80-94 %
[enapuHoBa nnasma
(n=5) 88-96 % 83-97 % 96-105 % 86-101 %

TOYHICTb

TouyHicTb B aHanisi: 3 3pas3ku 3 HU3bKMM, CEPEnHIM i BUCOKMM piBHEM
HIF1la 6ynu npotectoBaHi 20 pasiB Ha OAHI NNACTUHI, BiANOBIAHO.
ToyHiCTb MK aHanizamu: 3 3paskM 3 HU3bKUM, CepeaHiM i BUCOKUM
piBHem HIF1a 6ynu npoTecToBaHi Ha 3 pi3HMX NnaHweTax, 8 NOBTOPIB Ha
KOXXHOMY .

CV (%) = SD/cepeaHe X 100

B ananisi: CV < 10%

Mix aHanizamu: CV < 12%

CTABIIbHICTb

CrabinbHicTb Habopy IPA BM3HAYaETbCS LUBMAKICTIO BTPATVM aKTUBHOCTI.
LLBMAKICTb 3HWXEHHS aKTMBHOCTI JaHoro Habopy cknapjae MeHwe 5%
NPOTAroM TepMiHy NPUAATHOCTI NpW BiAMOBIAHWX YMOBaXx 36epiraHHs.
o6 3Bectv Ao MiHIMyMy [odaTKOBUWA BMAMB Ha MPOJYKTUBHICTD,
HeobXiQHO JOTPMMYBATUCh MOPSAKY NPOBeAeHHs TecTy i nabopaTopHuUx
yMOB, 0COONMBO  KiMHaTHOi  TemnepaTypw, BOFOrocTi  MOBITPS,
TemnepaTtypu iHKybaTopa, Ski MalTb CyBOpPO KOHTposntoBaTucs. Kpim
TOro, peKOMeHAYeTbCS, WOob Becb aHamni3 NPOBOAMBCA O4HWM i TUM Xe
onepaTopomM Bif noyatky i 4O KiHUS.

PE3IOME NMPOLEQAYPU AHANI3Y

1. TligrotyBaTtu BCi peareHTH, 3pasku i cTanaapTy;

2. JOopatn 100 mkn ctaHgapTy abo B3ipus B KOXHY JNYHKY. IHKyOyBaTu
2 roauHu npu 37 °C;

3. AcnipyBatu i gogatn 100 mkn nigrotoBneHoro PeareHTy [eTekuii A.
IHkybyBaTn 1 roguHy npm 37 °C;

4.  AcnipyBaTu i npomuTy 3 pasu;

5.  [Hopatn 100 mkn nigrotoBneHoro PeareHTty [etekuii B. IHkyByBaTtn

30 xBunuH npu 37 °C;

Acnipysatu i npomuTtu B 5 pasis;

Hopatn 90 mkn posumHy cybeTpaty. Butpumatn 15-25 xsunuH npm

37 °C;

8. [Hopatun 50 mkn cTon po3unHy. 34nTtaTti npu 450 HM HeralHo.

No

3AYBAXEHHSA

1. O6MmexeHi NOTOYHUM CTaHOM Ta HayKOBMMW TEXHOMOriaMW, MU He
MOXeMO MOBHICTIO MpoBecTM BCebiYHy igeHTUdIKaUilo Ta aHanis
CUPOBMHW, $Ka HaAaeTbCa nocTadanbHukamn. Tomy MOXyTb
iCHyBaTW AesiKi AKICHI Ta TEXHIYHI PU3VKW NP BUKOPUCTaHHI Habopy.

2. OcraTouHi pesynbTaTu aHanisy 6ydyTb TiCHO MOB'S3aHi 3 SKICTHO
npoaykuii, onepauiiHAX HaBWMYOK KiHLEBMX KOPUCTYBauiB i
ekcnepumMeHTanbHux ymoB. bByap nacka, nepekoHanTecs, LWO
[OCTaTHA KinbKiCTb 3paskiB € AOCTYMNHO.

3. Habopwu 3 pi3HMX NapTiin MOXe TPOXM BifpPI3HATUCS 3a Oiana3oHOM
BUSIBNIEHHS!, YYTNMBICTIO i 4Yacom po3BuTKYy 3abapBrneHHsi. Byab
nacka, npoBOObTE EKCMepuMEHT B TOYHIA BIQNOBIAHOCTI A0
iHCTPYKLUIi, Ika JOAAETbCS B KOMMNEKTi; €NEKTPOHHI Bepcii 3 HaLloro
CanTy € TiNbK1 iHPOpMaLinHUMK.

4. 3abOpoHSAETbCA BUKOPWUCTOBYBATU peareHTn 3 HabopiB  PisHWX
naptii. BukopucToByiiTe Tinbks PeareHTn, WO nOCTaBNSAKOTLCA
BMPOGHMKOM.

5. Baxuwatu BCi peareHTu Bif SiCKpaBOro cBiTrna nig yac 3bepiraHHs Ta
iHKyGaUii. Bci npobku Ha nnswkax 3 peareHTamu MOBUHHI ByTn
LWiNbHO 3aKpUTUMK, LWOG 3anobirTn BUNApoBYBaHHS i 3a0pyaHEHHS
MiKpOOpraHiamamu.

6. [lpy nepwomy BIOKPUTTI B MNyHKaxX MOXe 3HaXOAUTUCL Aeska
peyoBuHa. Lle He 6yae MaTu Hisikoro BMNMBY Ha OCTaTOYHI
pe3ynbTaT aHanidy. He BuiimainTe MiKpOTUTpaUiHUIA NNaHWweT 3
nakeTy, Ae BiH 36epiraeTbCs, NOKM Lie He € HEOBXIQHMM.

7. HenpaBunbHe onepaditioBaHHS MpW MIAroTOBUi peareHTiB Ta iX
3aBaHTaXEHHI, a TakoX MOMWITKM B HanalUTyBaHHi napameTpiB Ans
NNaHWeTiB  MOXyTb MPU3BECTM [0 HEBIPHUX pe3ynbTaTiB.
MikponnaHLeTHUA 34nTyBaY 3 LWNpUHO Aopixkkn 10 HM abo MeHLue
i gianazoHomM onTu4yHOI WinbHocTi 0-3 O.D. abo GinbLue Npu JOBXUHI
xBuni 450 + 10 HM € NPUAHATHUM AN BUKOPWUCTaHHS AOnsi
BMMiptOBaHHs abcopbuji. Byab nacka, npouuTaiTe  yBaXHO
iHCTpyKUilO | HanawTyWTe npunag [0 ekcnepuMeHTy. [ns
OTPMMaHHA [A04AaTKOBOI iHdopMauii, 6yab nacka, 3BepHiTbCA [0
onepadinHoro Bigeo (http://www.cloud-
clone.us/homepage/operate.htm).

8. HaBiTb 0auH i TON e onepaTop MOXe OTPUMAaTK Pi3Hi pesynbTaTn y
[BOX OKpemux ekcriepumeHTax. [na Toro, Wwob oTpumatn Kpally
BiATBOPIOBaHICTb pe3ynbTaTiB, poboTa KOXHOrO KPOKYy B aHanisi
noBMHHa  KOHTporoBaTucs.  Kpim  Toro,  pekomeHayeTbCH
NpOBeAEHHs1 NonepefHbOro eKCNepuMEeHTY nepeq aHamisom Ans
KOXHOI napTii.

9. KoxeH KOMNNeKT NpouLoB TecT 3 KOHTponto SKOCTi. TUM He MeHL,
pe3ynbTaTy Bif KiHLEBMX KOPUCTYBaYiB MOXYTb BYTU HECYMICHUMM 3
HaWWMK BHYTPIWHIMA JaHUMKW 4Yepe3 Jesiki HecnogiBaHi yMOBWU
TpaHcrnopTyBaHHs  abo  pi3He  ycTaTkyBaHHs  naboparopii.
Po36ixHICTb MiX cepismMn cepep, KOMMMEKTIB 3 Pi3HUX MapTin Moxe
BVHUKHYTW B pe3ynbTaTi umMx paktopis, TEX.

10. HabGopu Big pi3HUX BUPOGHMKIB MOXYTb MpPU3BOAUTU [0 Pi3HUX
pe3ynbTaTiB, TaKk AK MU He NMOPIBHIOBANM Hallly NPOAYKL0 3 iHWIMMM
BMPOGHMKaMK.

11. IHCTpyKUia Takox nigxoauTb Ans Habopy 48T, ane Bci peareHTu
Habopy 48T 3MeHLUEHi HaMOOBUHY.

3ACTEPEXEHHA

CToMn-po3y4mH, 3anponoHOBaHUA ANA BUKOPUCTaAHHA 3 LMM Habopom, €
PO34YMHOM KUCMOTW. BuKOpMCTOBYBATU 3axucT ANA O4ew, pyk, obnuyys
npu poboTi 3 AaHNM mMaTepianom.

BUPILLEHHA NPOBNEM

Mpobnema Moxnuse mxepeno KopuryBanbhi_gii

MoraxHa HenpasurbHa nigroToBka 3abesneuntyn TouHy poboTy

CranpgaptHa | CtaHaapTHOI KpuBOi po36aBneHHs B3ipLs

KpuBa HenosHa npomuBka Ta AnekBaTHi npoM1BKa Ta acnipadis
acnipauis
HeToyHe nineTyBaHHs [MepeBipuTy Ta KanibpysaTu nineTku
He3saBepLueHa npomuBka 3abe3neynTv JOCTaTHIO NPOMUBKY

Cnabka NYHOK

TOYHICTb HepocTatHe nepemilwyBaHHs | AfekBaTHi acnipauisi i 3MiLLyBaHHs
i acnipaLlis peareHTiB peareHTis
[oBTOpPHE BUKOPUCTAHHS 3MiHWTH | BUKOPUCTOBYBATH HOBI
nineToK, KOHTENHepiB Ta HaKOHEeYHWKM, KOHTEHepH Ta
repmMeTyku repmMeTuky
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HeToyHe nineTyBaHHs

MepeBipuTy Ta kanibpysaT¥ nineTkn

Hepocrarthi obcsirn peareHTy,

MpoBecTy kanibpyBaHHs MINETOK i

Hu3sbki [0AaHi B NyHKN [0/aTh afekBaTHy KinbKicTb
3HaueHHA pearexTis
0.D. HeBipHuit yac iHkybauli 3abesneunTu focTaTHiit Yac
iHKyGaLji
HesipHa Temnepatypa PeareHTi NpuBeCTM A0 KIMHATHOT
iHKyBaLji TEMnepaTypu
He npauoe koH'toraT abo 3milwaiTe koH'loraT i cybeTpar,
cyberpar Konip NOBMHEH pPo3BMBaTUCH
HeralHo
He go6asneHo Cton po3umH [oTpumyiiTech NpOTOKOMY aHaniay
PesynbTtat 34uTtaHo nisHo 3uutaitte B TEpMIHM,
pEeKOMeH0BaHi B kKepiBHULTBI
3HaueHHs HenpasunbHe 36epiraHHsi 36epiraTit 3pasku HaNEXHUM YUHOM
B3ipuiB B3ipus i BUKOPWCTOBYBATY CBIXWUN 3pa3ok

HesipHi 3abip Ta nigrotoeka
B3ipLyiB

Bwbpatv npaBunbHNn MeTOR
3abopy 3paskiB i ix nigroToBku1

HepocTaTHs KinbkicTb
aHanity y B3ipusx

BukopucToByiiTe HOBUIA 3pa3ok i
MOBTOPITb aHani3
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