NMHCTPYKLMA

1o MPUMEHEHUIO Habopa peareHToB s nposeaeHus [1L[P B peanbHOM Bpemenu Jist

KOJIMYECTBEHHOTO BhIsiBICHU MyTaruu VO17F B 14 sk3one rena JAK2 kuHa3bl
(Jak2V617F-tecT)

BBEJJEHUE

I'ern JAK2 pacnonosxen B siokyce 9q24. [Tokazano, uto V617F sBisieTcss coMaTHUECKON MyTaIue,
BO3ZHHUKAIOIIEH B T€MOMOATHYECKUX KIETKax-mpeamecTBeHHuKax. Myrtauus V617F obHapyxkuBaercs y
90-95% O6onpHBIX 3puTpemucii, B 50-70% cimydaeB scceHIManbHOM TpomMboruTemun u B 40-50% cirydaes
muenopuodposa (Coxorosa M.A. CoBpeMEHHBbIC MPEACTABICHHS O «KIACCHYECKUX» Ph-HeraTHMBHBIX
XPOHUYECKHIX MUEIONPOTH(EPATUBHBIX 3a00JICBaHUSX. Kimangeckas OHKOTEMAaTOJIOTHSI.
dyHIaMeHTa bHbIC UCCICNOBaHUS U KinHHYeckas mpaktuka. 2010. T. 3. Ne 3. C. 235-242.). Myranus
V617F sBngercs MapkepoMm, I@pH IOMOLIM KOTOPOIO MOXHO HPOBOAUTH IEPBUYHYIO U
nuddepeHImManbHy0 THarHOCTUKY XPOHHUECKUX MEeIonpordepaTuBHbIxX 3aboaeBanuii (Ayalew Tefferi,
MD; Juergen Thiele, MD; and James W. Vardiman, MD. The 2008 World Health Organization
Classification System for Myeloproliferative Neoplasms. Cancer. 2009. 115: 3842-7.), a Ttakxke
MOJIEKYJISIPHBII MOHUTOPUHT MUHUMAJIBHON OCTaTOYHOU OOJIE3HU.

1. HA3HAYEHUE

1.1. HabGop pearentoB Jak2V617F-Ttect mpemHa3HaueH Ui KOJMYECTBEHHOTO BBISBICHHS MYTallHMU
V617F B 14 sx30He rena JAK2 kunassl metosoMm [1L[P B peasibHoM BpeMmeHu o TexHoioruu TagMan.
1.2. HaGop npeHa3HaueH TOJIBKO JJIsl IPUMEHEHHUsI iN Vitro.

1.3. Tecr-cucTemMa TO3BOJISIET OINpPENENATh JKcIpeccuto MyTaHTHOM ¢opmbl V617F rema JAK2
kuHa3bl B oOpasnax JJHK, nmomydyenHbIx U3 neiikonuToB nepugepuyeckoil KpoBU yenoBeka. BrisiBieHue
mytaiu V617F rena JAK2 u ompeneneHre OTHOCUTENIbHONW KOHIEHTpauu MyTaHTHOW V617F dopmbl
MOJKET MpUMEHSATbes Ul AuddepeHnnanbHOl TMarHoCTUKY, MOHUTOPUHIa MUHUMAJIbHONH OCTaTOYHOMN
00JIe3HHU, OLIEHKH OTBETA Ha TEPAIIHUIO.

1.4. HabGop paccuuran Ha mposeneHue 850 peaxuuii I[P B peanbHOM Bpemenu g aHamuza 100
KIIMHAYECKUX O00pa3loB B MOBTOPAX, IOCTPOCHUS KaTMOPOBOYHBIX KPUBBIX U3 3 JECATUKPATHBIX
pas3Beznenuit nmpo06 nonoxurensHoro JJHK xontpons ¢ myramueit V617F B rene JAK2 u 3 necsiTuKpaTHBIX
passenenuit nmpod JJHK xontpons Hopmbl (10 cepuii mo 3 moBTOpa KaXKAbli), ISl MOCTAHOBKU NPOO
OTPHIIATEIILHOTO KOHTPOJIS. AHAIM3UPYEeMBbIM MaTepuaioM sBisercs JJHK.

1.5. O6nacTth npUMeHEHUs — FeHeTHKa, KIIMHUYecKas JlabopaTopHas IMarHOCTUKA.

2. TPEBOBAHUA K ITEPCOHAJTY

2.1. Habop pearentoB Jak2V617F-tect mnpemHasHauyeH JUIS HCIOJL30BaHHUSA J1TAOOPATOPHBIM
CHEIMAIMCTOM C BBICIIUM WM CPEIHUM MEAWIMHCKUM WIH OWOIOTUYECKUM (BETEpUHAPHBIM)
oOpa3oBaHHEM, MTPOIISANIAM TIOJTOTOBKY Ha JMIICH3UPOBAHHBIX Kypcax MEPBHYHON CITCIIHATH3AINH 10
pabote ¢ mukpoopranuzMamu II-1V rpynn naToreHHOCTH ¥ MOJYYHUBIIUM JTOTIOTHUTEIHFHOE CIIEITUAIbHOE
oOpa3oBaHMEe Ha Kypcax TMOBBIIICHUS KBaTH(PHUKAINK IO MOJCKYISIPHO-OMOIOTHYECKHIM METO/IaM
JTUArHOCTHKH.

3. OCHOBHBIE TEXHUYECKHE XAPAKTEPUCTUKHA
3.1.  IlpunHiun aeicTBus.

KonuyectBeHHOE ompeseneHne sKcmpeccuu MyTaHTHOM ¢opmbl V617F rema JAK2 kunasbl
OCHOBAHO Ha JIBYX MOCJIEIOBATEIbHBIX ONEPALIUIX:
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- Beienienue ToranbHoi JIHK 13 kmuHndYecknx oOpasios;
- NPOBEJCHHUE PEAKLUUU aMIUTU(PUKAMK B PEKHUME DPEANTbHOTO BPEMEHH, COBMELICHHOH C JeTeKIHen
MIPOJYKTOB PEAKIUH.

Meron IIIIP B peanbHOM BpeMeHH 1O TexHojgoruu TagMan ocHOBaH Ha UCIOJIb30BAaHUU
CHEeIU(PUUIECKOr0 OJIUTOHYKICOTUAHOTO 30HIAAa C (PIyOpecleHTHBIM KpacuTeleM M TracuTelleM
bayopecueHIIMM, a TaKkKe TEePMOCTA0WIBHON TMoJMMepas3bl, obONamarmeid 5’-9K30HYJIea3HOM
aktuBHOCTBIO. [lpu mnposenenun I[I[P-ammnudukanmym naHHas akTUBHOCTh (EpMEHTa pa3pyllaeT
OJIMTOHYKJICOTHIHBIA 30H]I, CBS3aHHBIA C MaTpullel, BbIcBOOOXknas (yopodop. Ilo xanuGpoBOYHBIM
KPUBBIM, KOTOPBIE CTPOSITCS MO CTaHJIApTaM C U3BECTHOW KOHIEHTpAlLMEH, ONpeAeNsieTcs] YUCI0 KOMHMA
mytanTHOH V617F dopmbr 1 HOpManbsHO# dopmbl rena JAKZ kuHa3bl B KIMHUYECKUX OOpaslax, U Ha
OCHOBAHHMH 3TOT'O BBIYUCIISIETCS OTHOCUTEIbHAS KOHIIEHTpanus myTanTHOM V617F dopmbr rena JAK2.

[1LIP B peaabHOM BpeMEHHU Ui KaKAOro oOpasiia MpOBOAUTCS B 2-3 MOBTOPAxX A MyTaHTHOMH
V617F ¢popmbl u HopMmasibHOU popmbl TeHa JAK2. TToMrMO KITMHHUYECKUX 00pa3IloB, B KAXKIYIO PEAKITHIO
BKJTIOYAIOTCS CTAHJAPTHI C M3BECTHBIM YHMCIOM KOTHH MCCIEAYEeMOTo TeHa M OTPHUIIATEIbHBIA KOHTPOJIb
TP peakiun.

Buumanue! PeaktuBsl 115 Boiaenenus rotansHoi JJHK B coctaB Habopa Jak2V617F-tect He BXOIAT.

3.2.  CocraB Habopa.

B cocraB Ha6opa Jak2V617F-rect Bxoaut 19 mpoOupok pasinnyHoro oobeMa, COAEpIKaIiMX TOTOBBIE K
MIPUMECHCHHIO PEarceHTHhI:

Tabauua 1
HasBanue npoOupku | KommoHeHT Tun ¢gacoBku Kous-Bo, O0bem
IIIT. KOMITOHEHTA,
MK
bydep 2x bydep ana IILP 2x | IlnactukoBble  nmpoOHpKH 6 1800

BMECTUMOCTBIO 2 M C
(uONIEeTOBOM KPBILIKON

[Tonumepasa JHK-nonumepasza | IlnactukoBas npooupka 1 180
BMecTUMOCTRIO 0.5 M ¢
IIPO3PaYHOM KPBILLIKOU

Bona JlenoHn3oBaHHas [InactuxoBas npoOupka 2 1100
BOJA BMECTUMOCTBIO 2 MJI C
MPO3PAYHON KPBILIKOMN

[Tpaiimepsr 10x Cmecp mnpaiimepoB | [ImactukoBas npoOupka 2 1100
JAK2 V617F 10x BMECTUMOCTBIO 2 M C
3€JICHON KPBIIIKOI

30HI MyTarus | 30HA Ui aHanuza | [lmactukoBas npoOupka 1 1100
V617F 10x MYTaIui JAK2 | BMecTUMOCTBIO 2 MII C

617F 10x KpPacHOM KpBIIIKON
3ong HOopMa 10x 3oua qua aHanu3a | [ImactuxoBas npoOupka 1 1100

Hopmbl JAK2 10x | BMecTUMOCTBIO 2 MII €
JKENTOU KPBILIKON

V6517F 10°/5, V%l?F [TonoxurenpHbIN IInactukoBble  MPOOUPKH 3 160
10°/5, V617F 10°/5 | xontponb (V617F), | BMecTumocThio 0,5 M ¢

JIeCATUKPATHBIE OpaHXEBOH KPBIIIKOI

pa3BeICHHS. 107,

10°, 10° xommii reqa

B 5 MKJ
Hopma 1075, Hopma | Honoxurenbrptd | IlnacTukoBble  npoOHpKu 3 160
10°/5, nopma 10 }% KOHTpOJIb (HOpMa), | BMecTUMOCThI0O 0,5 ™M1 C

JIECATUKPATHBIC CHUHEU KPBIIIKOH

pazBeICHHS: 104,
10°, 10° konmii rena
B 5 MKI




[TpoOupku ¢ KOMIOHEHTaMH HabOpa yCTaHOBJICHBI B IJIACTUKOBBIA WM KapTOHHBINA mTaTuB. LllTatus c
KOMIIOHEHTaMHU Ha0opa, MHCTPYKLHKS MO MPUMEHEHUIO U TACTIOPT MOMEIIEHBI B KAPTOHHYIO KOPOOKY.

3.3.  AHanuTHYeCKHE XapaKTEPUCTUKH.
AHanuTHyecKas 9yBCTBUTEIBLHOCTD:

— OrtHocuTenbHas KOHIIEHTpals MyTanTHOH dopmbl V617F rena JAK2 kuHaswl - He Oonee 5% B

KJIIMHUYEeCKOM oOpaslie.
AHanutrueckas cuenupuIHOCTb:

— Hanunune cnenuduyeckoro (GpayopeclieHTHOro curHaia HopMmbl B oOpasnax, comepxkamux JJHK
HopMasibHOUM opmbl TeHa JAK2 denoBeka, m crnenuduueckoro ¢GiayopeciieHTHOTO CHUTHaIa
MyTanuu B o0pasnax, conepxkamux JJHK myrantHoii V617F dopmsbl rena JAK?2.

— IlonoxuTenbHbI KOHTPOJIB TpoxoxkacHus [I1IP B peanbHOM BpeMeHH - HAIMYKE CIEIU()UISCKOro
(bIyopecueHTHOro CUrHaia B JIyHKaX (MpoOUpKax), COOTBETCTBYIOUIMX MPoOaM MOJI0KUTEILHOTO
KoHTpoJIs riocie npoeacHus [P ¢ no6asnennem koutponsHoii JIHK, ¢ apdexruBnocThio ITL[P
peakiuu B npegenax 1,05-0,95 (95-105%).

— OrtpunarenbHbiil KOHTpOsb npoBenaeHus [P B peasibHOM BpeMeHM - OTCYTCTBHE CHEUPUIECKOTO
(IyopecieHTHOr0 CUTHAJIA B JIYHKaX (IPOOMpKax), COOTBETCTBYIOMIMX MPOOAM OTPHUIIATEIIBHOTO

KOHTpOJIs, tociie mpoBeaeHwus [P 6e3 nodasnenus JJHK.
AHnanmutuueckast 3pheKTHBHOCTD.

— Ananmutndeckas 3QpPeKTHBHOCTh Habopa cocTaBisgeT He MeHee 95,50%.

Jlnarnoctuueckre XapakTepPUCTUKH.

JluarHocTruecKas 4yBCTBUTEIILHOCTD M crieliupuIHOCTh Habopa pearenToB Jak2V617F-tect Obuta
uccaenoana Ha 100 oOpasmax JIHK, BkmrouaBmmx 50 oOpasumoB JIHK oT manweHTOB ¢ AuMarHo3om
spuTpemMus (MCTUHHAS NOIUIUTEMHUS]) U S0 MPaKTUYECKHU 3JOPOBBIX JIFOJIEH.

W3 50 manueHTOB, MMEIONIUX JTUArHO3 JSpUTpeMusl (MCTUHHAS moiunuremus), 49 umenu B
HYKJICOTUIHOM MOCIIE0BaTeIbHOCTH ydyacTka 14 sk30Ha reHa Jak2 toueunyro myranuto G>T, kortopas
MIPUBOJIUT K 3aMeHe aMUHOKHUCIOT V617F B Janus-kuHaze 2 (MOATBEPKACHO MPSMBIM CEKBEHHPOBAHHEM
[TIIP-pparmenta nmo Conrepy), ¥ OJMH HE UMET ITOU MyTaruu. [oMydeHHBIN pe3ybTaT COriaacyercs ¢
JaHHBIMU JIUTEPATYPHBIX MCTOYHUKOB O TOM, 4YTO Yy OonbHBIX spurpemueit B 90-95% cmydaes
npucyrctByet mytainus G>T B 14 sk3oHe reHa Jak2, B OCTalbHBIX CIIydasiX J3PUTPEMUs CBsi3aHA C
HaJIMYUEM JPYTUX MYTaIHid.

JluarHocTuueckass 4yBCTBUTENBHOCTh HAOOpa 1O BBIABIECHUIO Hamuuuss wmyranuu VO17F
cocraiseT 100%. Jluarnoctuyeckas 4yBCTBUTEIBHOCTh HAOOPA MO BBISBIECHUIO 3200J1€BaHUS IPUTPEMHUS
(MCTUHHAS TIOMUIIUTEMHUS) COCTaBIsAET HE MeHee 98%.

JluarHoctuueckas crneuu(pUYHOCTh OblIa IMOATBEPXkIE€HA CEKBEHHMPOBAHUEM CIEHU(UYIECKOTO
¢parmenta [IHK, nonyuyenHoro B xozae amiumdduxanuu. JIOKHOMOIOXKUTENbHBIX PE3YIbTATOB HE
00HapykKeHO, BCE MPAKTUYECKH 3I0POBbIE JTFOIM HMEIT HOpMalbHYyI0 hopmy reHa Jak?2.

Juarnoctuueckas crenupuanocts Habopa coctasisiet 100%.

4. MEPLI ITPEJJOCTOPOXXKHOCTU

4.1.  TloTeHIManbHBIN pUCK IPUMEHEHUs1 Habopa - Kiacc 20.

4.2.  Bce KOMIOHEHTHI HA0Opa B HCHOJIb3YEMbIX KOHIIEHTPALUSX SBJISIOTCS HETOKCUYHBIMU.

4.3. Pabota nomKHa TPOBOIUTHCS B JIAOOPATOPHH, BBIMOJHSIOMIEH MOJIEKYISPHO-OMOIIOTHYECKHE
(ITLIP) uccnenoBaHms KIMHUYECKOTO MaTepuala, ¢ COOMIOICHUEM CaHUTapHO - nuaAeMudeckux mpasuit CI1
1.3.2322-08 «be3onacHocTh paboThl ¢ Mukpoopranusmamu [II-IV rpynn maroreHHOCTH (OMAaCHOCTH) H
BO3OyauTENSIMH TapasuTapHbix Oose3Heit», CanlluH 2.1.7.2790-10 «CanuTapHO-3MHAEMHOIOTUYECKHAE
TpeOoBaHUS K OOpALICHUIO C MEAWIMHCKUMH OTXOAaMW» M METOAMYECKHX ykazanuit MY 1.3.2569-09
«Opranusanus paboTs! 1a00paTOPUA, HCIOIB3YIOLIMX METOIbl AMIUTM(PUKALIUN HYKJIEUHOBBIX KMCIIOT IIPU
paboTe ¢ MaTepuanom, ColepKaliuM MUKpOOprauu3msl [-IV rpymin naroreHHoCTH».



4.4. Ilpum pabore ¢ Habopom ciemnyer cobmonats TpedoBanuss ['OCT P 529205-2007 «JlabopaTopun
MeaunuHckue. TpebGoanmst Oe3omacHoctm» u  CIT  1.3.2322-08 «be3omacHOCTh paboOTBI ¢
mukpoopranumzmamu I-IV  rpynn maroreHHocTH (OMAacHOCTH) W BO3OYAMTENSIMH Tapa3UTapHBIX
UHPEKITUI.

4.5. YOuparh u Ae3uH(PHUIMPOBATH Pa3IUThIE 00pa3Ibl U PEAKTUBBI, UCIIONIB3Ysl AC3UH(DHUITUPYIONIITE
cpeactBa B coorBercTBuM CII 1.3.2322-08 «be3omacHocTh paboThl ¢ Mukpoopranumsmamu III-1V rpynn
MaTOTEHHOCTH (OMAacHOCTH) M BO3OYIUTENSIMH IMapa3uTapHbIX Oonesnei». [Ipu ynanenun mpoOUpok,
cogepkaux mnpoayktel [ILP, HemomycTMMO HUX OTKpbIBaHME W pPa30OpBI3TUBAHHE COJEPKUMOTO,
MTOCKOJIbKY 9TO MOKET MPUBECTH K KOHTaMuHaluu npoaykramu [P naboparopHoii 30Hb1, 000pyn0BaHus
U peareHToB.

4.6. Paboty c HaOOpOM peareHTOB U aHAJIM3UPYEMbIMU KIMHUYECKUMU 00pa3IaMu CJIelyeT MPOBOAUTD
B XaJjlaTax M OJTHOPA30BBIX MEIUIIMHCKHIX TIepUaTKax 0e3 TalbKa.

4.7. Hcnonb3oBaHHBIE OJHOPA30BbIE MPUHAAICKHOCTH (MPOOUPKH, HAKOHEYHHKH) JIOJKHBI
cOpachIBaThCs B CIIENUANBHBIN KOHTEHHED, COACPKALIIIA Je3UHPUIUPYIONIHNA PacTBOP.

4.8. TIlocranosky IILP cinenyer mpoBoauth B 6okce. Beé nabopaTtopHoe 000opynoBaHue, B TOM YUCIIE
MUTETKH, MITaTHBHI, JIAOOpaTOpHAs MOCyAa W JAp., a Takke pabouyue pacTBOPHI JOJDKHBI OBITH CTPOTO
CTAllMOHAPHBIMU. 3ampeniaeTcs Ux nepeMerieHne U3 OAHOr0 IOMEIIEHHS B IPYToe.

4.9. PaboTy ¢ HOJOXHUTEIBHBIMA KOHTPOJSIMA PEKOMEHAYETCSl TIPOBOJUTH B TIOMEIIEHUH, OTACIEHOM
OT MecTa paboThI C OCTAJILHBIM HAOOPOM PEAKTHBOB.

4.10. Bce pab®oThl IOMKHBI BBIMOIHATHCS TOJBKO C WCIOJIB30BAHUEM OJHOPA30BBIX HAKOHEYHHKOB C
GUIABTPOM IS TIOTYyaBTOMATUYECKUX MUIETOK. [IpoOupkyu M HAKOHEUYHUKHU JOJKHBI ObITh CBOOOIHBI OT
nykiea3 (MapkupoBka «DNase/RNase freey).

4.11. B nomemennn, rae npoBoautcs moctaHoBka [IIIP, moBepXxHOCTH pabOUYMX CTOJIOB U OOKCHI
00513aTeNIbHO JJOJDKHBI 00TydaThCsl YIbTPa(HOIeTOBEIM CBETOM JI0 Hayasa U 1Mociie OKOHYaHUs paboT.
4.12. JlabGoparopHas mocyaa u o0OpyAOBaHHE, KOTOPbIE UCHOJB3YIOTCS B paboTe ¢ HAOOPOM, JIOJIKHBI
OBITh COOTBETCTBYIOIIUM 00pa30oM MapKHUPOBAHBI M XPAaHUTHCS OTACIHHO.

4.13. 3ampermiaercs MpueM MUIIH, UCTIOIb30BaHHE KOCMETHUECKUX CPEACTB M KypeHHE B MOMEIIEHUX,
npeJHa3HauYeHHBIX IS paboThl ¢ HAbOpaMHu.

5. INOAI'OTOBKA K PABOTE
5.1.  ObopynoBaHue u MaTepuaibl, HEOOXOAUMBIE JIJIsl paOOThI C HAOOPOM:
— TIIP-60kc;

— TP ammuduxkatop B peaJlbHOM BPEMEHM, WMEIOIMMKA KaHal (IIYOPECIEHTHOW IETEKIIMU
JOE/HEX (mormomenue 515-545 um, ¢nyopecuenius 560-585 HM) ¢ OpHCOETUHEHHBIM
KOMITHIOTEPOM,;

—  MHUKpOIEHTpHu(yra/BOpTEKC;
— MPOOUPKH MIIACTUKOBBIE BMeCTUMOCTHIO 0,5 mnn 1,5 M,

— TIAIETKH TIOJyaBTOMATHYECKHE OJTHOKAHAIBHBIE CO CMEHHBIMH HAaKOHECYHHKAMH C U3MEHSEMBIM
00BEMOM oTOOpa xuakocteit: 0,5-10 Mk, 5-50 Mk u 20-200 MKJI, aTTECTOBAaHHBIC 110 3HAYCHHUIO
CpeIHEeH T03bI M CXOAMMOCTH PE3YIhTAaTOB MUMETUPOBAHUS (TIOTPEIIHOCTh He Oomee 3%);

— mTatuBbl A mpooupok 0,5mi, 1,5 M u 2,0 M «pabodee MecToy;

— OJIHOPa30BbIE HAKOHEYHUKU C (PUIBTPOM MIJIs TOTYyaBTOMATHYECKHX TMHIIETOK C MapKUPOBKOM
“RNAase-free, DNAase-free” oosemom 1-10 mxir; 1-100 mkir; 1-200 MK,

— 96-nyHounble WM 48-TyHOUHBIE IJIAHIIETHI U3 ONTHYECKU MPO3PAYHOTO OECIBETHOTO MJIACTHUKA
W TPOOUPKH TUIACTUKOBBIE 00beMOoM 0,2 MII/CTPUTIBI U3 ONTHYECKH MPO3PAvyHOrO OECIBETHOTO
IUTACTHKA B 3aBUCUMOCTH OT TUIA aMITH(UKaTOpa;



— IUICHKa MOJIMMepHas onTuyecku npodpayHass pis [1LP mmamiek wiaM KpbIIKW IS CTPUIIOB B
3aBHCHMOCTH OT THIIa aMIUTH(PHUKATOPa,

— XonoauibHUK (hapMmanieBTraeckuii Thma Sanyo MPR-414F wim 6p1TOBOI ¢ MOPO3HIIBHON KaMepoid,
9 0
TeMIepaTypa MOpPO3HILHON Kamepsl He Bbile -18°C;

— INI€pYaTKU MCIUIMHCKHUC.

5.2.  Amnamuzupyembie 00pa3Ibl.

AnanusupyembiM MatepuanoMm ssisiercs JJHK, nmonmydennas u3 neiikouuToB nepudepruuecKoi
KpOBH KJIIMHUYECKUX 00pa3ioB. Ha pe3ynbrar mcciaenoBaHuss MOTYT BIIMATH OOJBIION CPOK XpaHEHHS
obopasuoB JIHK wim Hanmmune B HUX HMHTEPPEpUPYIOIMX BemecTB. [l MoiydeHHs! JTOCTOBEPHBIX
pEe3yNIbTaTOB PEKOMEHIyeTcs wucmonb3oBanue oobpasnoB JIHK ¢ guctoroit Agsonso=1,8+0,1 u ¢
KoHIeHTpanuel B auanazone 10-100 ar/mko.

[TII[P B peanbHOM BpEeMEHHU sl KaxA0ro obOpasma mpoBoauTcs B 2-3 moBropax. Ilommmo
KIIMHUYECKNX 00pa3loB, B KAKAYI0 PEAKIMI0 BKIIOYAIOTCS CTaHIAPTHI C M3BECTHBIM YHCIOM KOIUN
HCCIIeyeMOro reHa (IBYKpaTHbBIC WM TPEXKpPATHbIC MOBTOPHI Pa3BEACHHUN MOJOKUTEIBHOTO KOHTPOJIS,
KOHIICHTPAIIUS KOTOPBIX COCTAaBJISET 104, 10° u 10° kot B 5 MKn Uit MyTanTHOU (opmbl V617F rena
JAK2 u 10, 10° u 10° konwmii B 5 MK u1s HopMaibHOU (hopmbl reHa JAK2) 1 oTpHIaTeIbHBIH KOHTPOJIb
TP peakiyuu.

Buumanue! Peaktussl st Beigenenus toransHoi JIHK B cocraB Habopa Jak2V617F-tect He BXOIAT.

6. IMOPAIOK PABOTHI

6.1. IIpoBenenue aHamm3a.

6.1.1. HM3Bineub HaOOp U3 XOJOAWIBHUKA, 10cTaTh NMpoOupku «bydep 2x», «Boxa», «lIpaiimepsr 10x»,
«3ona myramusa 10x V617F» u «3oun Hopma 10X», KOHTponu: 6 necsSaTHKpaTHBIX pa3BeaeHuit «V617F
104/5», «V617F 10°/5 », «V617F 10%5» u «HOpMa 10%/5 », «<HOpMa 10°/5 », «<HOpMa 10% 5», 1 YCTaHOBUTb UX
B INTaTHB. YOpaTh OCTaBIINECS KOMIIOHEHTHI Habopa B XOJOAWIBHUK. BeIIepkaTh KOMIIOHEHTHI Habopa
npu komHatHOU Temmepatype (oT 18°C mo 25°C) B Teuenue 15-30 MuHyT (¢ y4€TOM TMOJTHOTO
pasmMopakuBaHus). Bce peareHTh niepes; HCIOIb30BAaHUEM THIATEIBHO TepEMeNIaTh, yIaTUTh CO CTEHOK
NpoOUPOK KalUIM CMECH LEeHTpUu(yrupoBaHHeM Npu KoMHaTHOH Temmeparype (ot 18°C go 25°C) B
teuenue 10 cexynn mpu 1000 g.

6.1.2. PaccuutaTh HEOOXOIUMOE KOJIMYECTBO MPOOHPOK/CTPUIIOB/IYHOK JUIsl TIOCTAHOBKHU pEaKIUil JUIs
ompeneneHuss mytauuu VO617F w st onpenenenus HopmanbHOW (opmbl TeHa JAK2. Ompenenenue
MYTalMi ¥ HOPMBI JJIS1 KaXKJIOT0 KIMHUYECKOTO 00paslia MpOBOJIAT B OTIACNIBHBIX MPOOMpPKax/TyHKaX B
onuoit [1I[P-peakiuu. Pacyer i MyTanuu u s HOPMbI COCTaBIISIOT C YYETOM KIMHHUYECKUX 00pasIloB,
Tpex 00pa3IoB AECATUKPATHBIX Pa3BeICHUI MOTOKUTETHHOIO KOHTPOJIS M OTPULIATEIBHOTO KOHTPOJIS (He
conepsxkamiero JIHK marpuiisl) B moBTOpax uis Kaxaoro oopasua. [IpurotoButh M mpoMapKUpOBaTh
COOTBETCTBYIOIIIE  MPOOUPKU/CTPUIBI/IYHKH C y4eTOM clocoba  JETEeKUUH  HCIOIb3yeMOro

amIupuKaTopa.

6.1.3. H3Bieub ocTaBIIMECS KOMIIOHEHTHI HA0Opa U3 XOJOIMIBHUKA, TocTaTh MpoOupky «Ilonmnmepasa»
1 YCTAaHOBUTD €€ B IITATUB.

6.1.4. Kommonentsl Habopa «bydep 2x», «Bomay, «IlIpaiimepsr 10x», «30oua mytamus VO617F 10x»,
«30m HOpMa 10X», KOHTPOIH: 6 JecATHKpAaTHBIX passenenuii «V617F 10%/5», «V617F 10°/5», «V617F
10%5» u «HOpMa 10%/5», «HOpMa 10°/5», «HOpMa 10%5», u «ITomuMepaza» TOTOBBI K UCITOJIH30BaHUIO.

6.1.5. IlpuroroButh npodupku s 1Byx [1LP-cmeceit. [IpuroroButs cmecu st 1P B yka3anHoi HIbKe
IIOCJIE0BATEIBHOCTH U KOJINYECTBE:



1. TIIIP-cmech u1st aHanmyM3a MyTalluu

«bydep 2x» 12,5 mxit x (N+1)
«[Ipaiimepnr 10x» 2,5 Mxit x (N+1)
«3onx myTanus V617F 10x» 2,5 mxat x (N+1)
«Bomay» 2,3 Mt x (N+1)
«Ilomumepaza» 0,2 Mk x (N+1)

2. III1P-cmech s aHAIM3a HOPMBI

«bydep 2x» 12,5 mxa x (N+1)
«[Ipaiimepsr 10x» 2,5 mxi x (N+1)
«3ona HOpMa 10x» 2,5 Mxit x (N+1)
«Bona» 2,3 Mkt x (N+1)
«ITomumepasza» 0,2 mxa x (N+1)

OO6muii 06BeM: 20 Mk x (N+1), rae N - uncino peakiuii (IpoOUpPOK, JIYHOK).
6.1.6. Ilomydennyto mo m. 5.1.5. pabouyto cmech ans [1LP TmatensHo nepeMeniarh, yaaauTh CO CTEHOK
NpoOHMPOK Kaluld CMECH LEeHTpU(yrupoBaHHeM Npu KoMHaTHOM Temmeparype (ot 18°C mo 25°C) B
teuenue 10 cexkynn npu 1000 g.
6.1.7. B npoOupKW/CTPHUIIBI/ITyHKH, IPUTOTOBIICHHBIE COrNacHo 1. 5.1.2, no6aButk o 20 MK cMecH st
[ILIP — cmecu a1 aHAIM3a HOPMBI U U1 aHAJIM3a MyTalluu J00ABIIAIOTCS B OTAEIbHbIC TPOOUPKU/ITYHKH.
B nynku ju1s aHanu3a HOpMbI BHECTH 110 5 MKJI aHassupyeMoi JIHK, 1oy10kuTeIbHOro KOHTPOJIS HOPMBI
(13 TPOGHPOK [ECATHKPATHBIX pasBeneHmil «HopMa 10%/5», «mopma 10°/5», «HOpMa 106/5») u
OTPHULATEIBLHOIO KOHTPOJIS. B NyHKHM 14 aHanu3a MyTauuMd BHECTH Mo 5 Mka aHamusupyemoint JTHK,
IIOJIOXKUTENBLHOrO KoHTpoust VB17F (13 mpoBGUpoK AecsTHKpaTHBIX pasencHuit «V617F 10%/5», «V617F
10°/5», «V617F 10°5) n oTpuriatensHOro KOHTPOs. B MPOGHPKH/IYHKA C OTPUIIATETBHBIM KOHTPOJIEM
N00aBUTh 1O 5 MKJI J€MOHM30BaHHOW BOJbl. KOHEUHBIN peakMOHHBII 00BbeM KakJ10ro o0pasla J0HKeH
COCTaBHUTH 25 MKIL.
6.1.8. 3akpbITh MPOOMPKU/CTPUNBI, B CIIydyae HCHOJIb30BaHMA IUIAIIEK 3aKJIEUTh HMX IOJIUMEPHOM
IIJIEHKOM.
6.1.9. Ilomectuts npobupku B [P ammunpukaTtop u npoBecTH aMIUIU(UKALUIO B PEXUME PEaTbHOTO
BpeMeHH (METOJIOM TMOJIMMEPa3HOH IETTHOW PEeaKInu) IO CIeYIONIEeH mporpaMmme:

Tabmuma 2
Temmeparypa Bpewmst KonuuecTBo UKIIOB @E;gﬁgggﬁ ;
95 °C 10 muH 1 HeT
95 °C 20 cex HoT
o4 °C 30 cek ot
40 ecThb, kaHan R6G
60 °C 60 cex (Yellow)

st Gonmee moaApoOHOTO OMUCAHMSI MPOIIETYPhI IPOBEICHUS aHAIN3a HEOOXOAUMO HCTIOIh30BaTh
"PykoBoacTBO 10 3KcIutyatanuu" s coorBeTcTByromiero [P ammmdukaropa.

6.2.  Peructpanus u y4er pe3ynbTaToB.

6.2.1. Jlnst mocTpoeHus: KaauOpOBOYHOW KPUBOW HYKHO HCIIOJIb30BaTh JBYKPATHBIC MM TPEXKpPATHEIC
TOBTOPHI PA3BE/ICHMIT MOIOKUTEIBHOTO KOHTPOJIS, KOHIGHTpAIs KOTOpsIX cocrasmser 10% 10° u 10°
KOTHiA B 5 MKJI 111 MyTaHTHOUM popmbr V617F rena JAK2 u 10%, 10° 1 10° kommii B 5 MK 1 HOPMaJIbHOM
¢dopmbl rena JAK2.

6.2.2. Tlo oxonvanuum III[P-ammmmdukanum B peXMMe pealbHOTO BPEMEHHU Il KaKI0W MpoObl B
peakuusaX MO aHAIM3y HOPMBI U MYTAallUU OIpenelsiercs 3HadeHue moporoBoro nukia (Ct) — nmkia

aMITU(UKAIIE, B KOTOPOM KpuBas (UIYOpECUECHIIMM TaHHOTO o0paslia MepeceKaeT JWHHUIO IOopora
(Threshold) (Puc.1).



6.2.3. Tlo 3HaueHUsIM CTaHIAPTOB (ITOJOKUTEIBHBIX KOHTPOJIEH) C U3BECTHON KOHIIEHTPAIUEH CTPOSITCS
KaJauOpOBOUHBIE KpUBBIC A HOpMBI M ans Mmyrauuu V617F, mo KoTopbiM, MCXOIsS W3 3HAUYEHUS
MIOPOTOBOTO IMKJIA B KAKIOU MPOOHPKeE/IIyHKE, ONPEIesieTCs HCXOHOE YUCIIO KO HOpMaJIbHOTO reHa
JAK2 u rena ¢ myranueit V617F coOTBETCTBEHHO B KaXKJIOM KJIMHHYECKOM obOpasie. [ 6osee TOYHOTO
OTIpe/IeNICHUS YUCIIa KOMHI reHa Ka) bl KIIMHUYECKU 00pa3ell CTaBUTCS B IBYX MJIM TPEX MOBTOPAX, JUIS
pacueToB HCIIOJIb3YETCsl cpeAHee 3HaueHue yucia konui (Qmyranus cp. u QHopMma cp.). Iloctpoenue
KaJTMOPOBOUHBIX KPUBBIX U OIMpE/IEICHUE YUCa KOMUN reHa MPOU3BOJUTCS C MOMOIIBIO KOMIBIOTEPHBIX
nporpamm, npuiaraemeix K [P ammmdukaropy.
6.2.4. OtHOCHUTENBbHAS KOHIIEHTpaIUs B 00pa3iie myranTHou popmbel V617F rerna JAK2 paccunteiBaercs
o gopmyre:

Qwmyranus cp./(Qmyranus cp.+ Quopma cp.)*100%.
6.2.5. Ilpu oTcyTCTBUU IIyOPECIICHTHOTO CHTHAJIA B 00pa3Iiax MOJI0KUTEILHOTO KOHTPOJIS, & TAKXKE IIPH
HaIUYuU  (IyOpecleHTHOr0 CHUTHajga B oOpaslax OTPUIATENILHOTO KOHTPOJSl (HE cojaepiKallux
JIHK-matpuner) pesyabtaTsl peakiuu [I1[P B peaibHOM BpeMeHU IPU3HAKOTCS HEEHCTBUTEIbHBIMHU.
6.2.6. . 3nauenue KOdPPUIMEHTA TETEPMUHAIIUU (Rz) T0JDKHO ObITh He Hibke 0,98, a appexkTuBHOCTD
peakiuu B ipezenax 1,05-0,95 (95-105%).
6.2.7. Jns pspa TP amminpukatopoB B peanbHoMm Bpemenu (Hampumep ABIPrizm 7500, ¢upma
«Applied Biosystemsy) npeamonaraetcsi JOMOJHUTEIBHOE UCIIOIB30BAHUE MACCUBHOTO pedepeHCHOTO
kpacures mnpu mocranoske TP peakuuu. Pedepencusiii kpacurens B Habop Jak2V617F-TecT He BXOIUT.
6.2.8. Ilpu pacuere HY)KHO yYUTHIBATh CIEIYIOIIEE:
5.2.8.1. Jlunus mopora ycTaHaBJIMBAaeTCsA B Hayaye JUHEHHON (a3bl dyopecueHuu. s anekBaTHOrO
CpaBHEHHSI PE3yJIbTATOB, IMOJYUYECHHBIX B Pa3HBIX SKCIIEPUMEHTAX, JIMHUS MOpOTa JOJDKHA BCET/Ia UMETh
OJIMHAKOBOE 3HaueHue u 3HayeHus Ct 1715 OJMHAKOBBIX CTAaHAAPTOB HE JOJDKHBI OTINYAThCS He OoJiee ueM
Ha | nukin. B peakumsax [uis aHaimu3a HOPMBI M JUISL aHAJIM3a MYTAallMK 3Ha4yeHUs JuHuH nopora u Ct
CTaHJApTOB MOTYT Pa3INyYaThCs.
5.2.8.2. 3HayeHne CTaHAaPTHOTO OTKJIOHEHUS JIJIsl TOPOTOBOTO UKJIA IS KXKJOW aHATM3UPYEMOM TPOoObI
He Jo/bkHO mpeBblmath 0,5 B moBTOpax. B ciydae mpeBbllIEHUS JaHHOTO 3HAYEHUS CTaHAAPTHOIO
OTKJIOHEHUSI Pe3yibTaT PEaKkIUy I aHATM3HPYeMOro oOpaslia TpU3HAETCS HENCHCTBUTENBHBIM, H
peakuio TP st Toro obpasna HEoOXOAMMO MEpecTaBUTh. J[OMycTHMO HCKIIOYEHHE M3 pacyera
CpeIHEero Yuclia KOMUi TeHa 3HAYeHHUH JUTsl OJTHOTO U3 TPEX IOBTOPOB aHATIM3UPYEMOTo 00pasiia, B Cirydae,
ecnu 3HaueHne Ct 17 HEro 3HAYMTENbHO OTJIMYaeTcst oT 3HadeHuid Ct Ui ABYX JAPYIMX MOBTOPOB M
3HaueHus Ct U1 9TUX ABYX OCTABIIUXCS TTOBTOPOB OJIM3KH (CTaHIAPTHOE OTKIOHEHHE HE BhIe (,5).
5.2.8.3. Ompenenenne HopMasbHOM U MyTaHTHOM V617F dopm rena JAK2 nns naHHOTO KIMHUYECKOTO
oOpa3ua >xenareiabHo MpoBoaAUTh B ogHoW IILIP peaknuu, MOCKONbKY pa3inyusi B MPOXOKACHUU JABYX
He3aBucuMbIX [II[P peakuuii Moryr BHecTHM OLIMOKY B BBIYMCICHHE OTHOCHUTEIBHOW KOHIIEHTPALUU
MYTaHTHOH (OPMBI.
5.2.8.4. Jlnsa xkoppekTHOro mpoBeacHus peaknuu I[I[[P B peaJlbHOM BpeMeHHW W BBIYUCIICHUS
OTHOCHUTEJIbHOW KOHIIEHTpaluu MyTaHTHOU popmbl V617F rena JAK2 kuHa3bl B KIIMHUYECKUX 00pasIax,
0COOEHHO B CJydyae MOHHTOPWHIA, PEKOMEHIyeTcsl Hucmoiab3oBarh reHoMHYO JIHK opmnakoBoit
KOHIIeHTpauuu 1npu npoeneHuu I[P peakmum s BceX KIMHUYECKMX 00pa3noB. PexomeHmayemblit
nuana3on koHneHtpanuii reHomHoi JIHK cocraBmser 10-100 Hr/mxin. PeakTwBBI A1 BBIICTICHUS
renomHo# JIHK B HaOop Jak2V617-Tect He BXOZSIT.
5.2.8.5. Hanmmume ¢ryopecueHTHOTO cuTHana (nerektupyemoe 3HaueHue Ct) B mMpoOax OTPHIIATENbHBIX
KOHTPOJIEH CBHIIETENBCTBYET 0 KOHTaMHHauuu. Heobxoaumo mepectaButh peakuuto I[P B pearbHOM
BpeMmeHu. [Ipy 3TOM jkenaTenbHO B3STh paHee HE HMCIOJIB30BAaHHBIE PEAKTHUBBI U MPEINPUHATH MEPHI K
YCTPaHEHUIO KOHTAMHHAIIUH.
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Puc.1 I1apamerps! peakuuu [ILIP B pealbHOM BpEMEHH, YUUTHIBAEMBIE IIPU PACUETE.

7. I[MPABUJIA XPAHEHU S U UCITOJIb3OBAHUA

7.1.  TpancnopTupoBaHHE JUATHOCTUYECKOro Habopa clieAyeT MPOU3BOJUTH BCEMU BHUIAMU KPBITOTO
TpaHcnopTa npu temieparype Munyc 20°C He 6os1ee 2-X CyTOK.

7.2.  llpennpusiTHe-U3rOTOBUTENh TapaHTHUPYET COOTBETCTBHE Habopa TpeboBanusM TY mnpu
COOJTI0JICHUH YCJIIOBUM TPAHCIIOPTUPOBAHMS, XpaHEHUSI U IPUMEHEHUSI, YCTAHOBIIEHHBIX TY.

7.3. Cpox rogHoctu Habopa - 12 MecsueB co THS NMPUEMKH HAabOpa OTIEIOM KOHTPOJS KauyecTBa
MpeANPUATHSA-U3TOTOBUTEIIS.

7.4.  Kowmruiekt peaktuBoB ais nposeeHus [P B peanbHOM BpeMeHH JOKEH XPaHUTHCS B YIIAKOBKE
MPEeNNPUATHSI-U3TOTOBUTENS], B MOPO3UJIbHUKE Ipu Temmeparype oT mMuHyc 18°C no munyc 22°C B
TE€YEHHUE BCEr0 CPOKA IKCILTYyaTaALUU TECT-CUCTEMBI.

7.5. KomMmrmoneHTsl HabOpa PEKOMEHIYETCsl 3aMOpaKMBaTh/pa3MopakuBath He Oosiee 3 pa3. Mcxons u3
3TOr0, PEKOMEHYETCs MpPH MEPBOM HCIOJIb30BAHUU DPA3AEIUTh PEAKTUBbI HA AJIMKBOTHI, COJIEpIKallle
KOJINYECTBO KaXKI0ro KOMIIOHEHTa, HE00X0AUMOe isl 2-3 peakiuii, U 3aMOpPO3UTh.

7.6.  TlomoxuTenbHBIE KOHTPOJIM JKEJIATENIbHO XPaHUTh Mpu Temreparype MuHyc 70°C, oTaensHO OT
OCTaJIbHBIX KOMIIOHEHTOB Habopa, IMOBTOPHO 3aMOpa)kMBaTh/pa3MopaxuBaTb He Oojee 3 pa3,
Pa3MOpOKEHHBIE ATUKBOTHI peKOMeHAyeTCsl XpaHUTh Ipu 4°C (MaKCUMaIbHBIA CPOK 3 HEETN).

7.7. Ilpobupku «3ona myrtamus V617F 10x» m «30ua HOopma 10X» Henb3sl JIMTENBHOE BpeMs
Mo/IBepraThb JEHCTBUIO MPSIMOIO CBETA.

7.8.  Jlns momy4yeHHs HAJIEKHBIX PE3YyIbTaTOB HEOOXOAUMO CTPOToe COOTI0IEHUE HHCTPYKIIHH.

8. BE30OITACHAS YTUIIM3ALIMA
8.1.  YnjanaTe HEHCIIOJIb30BAaHHBIE PEAKTUBBI B COOTBETCTBUM ¢ TpeboBanusimu CanlluH 2.1.7.2790-10
«CaHUTapHO-2MHUIEMHUOJIOTHIECKHE TPEOOBAHMS K OOpAIICHUIO ¢ METUITMHCKIMU OTXOaMm.

[To Bompocam kauectBa Habopa Jak2V617F-tect cinenyer obpamarbes B OO0 «['enoTexHomorus» mo
anpecy: 117485, Mocksa, yi. [Ipodcorosnas, a. 104, ten. (499)530-01-95, (499)530-02-58,
e-mail: info@genetechnology.ru.



