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1. Haznavenue u 061acTh NpUMeHeHUS
Hacrosmas nabopatopHas MeTo/iuka rnpe/jiHazHadeHa Juis HoAroToBKH (pparMeHTHbIX
OMOIHOTEK JUIS TTOCIIE/LYIOIErO CEKBEHUPOBAHKS ¢ HCIOIb30BAHUEM CEKBEHATOPOB BTOPOIO

noxosieHus GS Junior.

2. lIpuHuun MeToMKH
MeToauKa OCHOBaHA Ha NOArOTOBKE (PPAarMEHTHBIX OHOIMOTEK U3 BBICOKOMOJIEKYJISIPHOIH
HeslerpajiupoBanoi  redomuoil  JIHK  mpokapuoTHyeckX — OpraHu3sMOB M BHPYCOB.
®parmenranns renomuoit JIHK B auanasone 700-1800 nap HYKICOTHIOB M HalpaBleHHbIi
oTOop (hparmenToB B HoJIEe Y3KOM JHANA30HE JUIMH COrJIACHO PEKOMEH/IALMAM IIPOU3BOAUTEIS
MO3BOJSIET HPHEKTHBHO MCNONL30BATEL PE3yIbTAThl CEKBEHMPOBAHUS OGUOJIMOTEK B MPOLEIYpe

cOopKH.

3. ObopyoBanue u MaTepHAJIbI.
3.1. OdopynoBanue
3.1.1. Asromarnyeckue nunetku Eppendorf (CIIIA)
3.1.2 Asromatnueckue nunerku Jlennuner (Thermo Fisher Scientific, CILIA)
3.1.3. Hacronbhas nentpudyra Combi-Spin FVL-2400N (Biosan, Jlatsus)
3.1.4. Hacronbnas nentpudyra MiniSpin Plus (Eppendorf, CILA)

1.5, @uyopumerp Qubit 2.0 (Invitrogen, CIIIA)
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1.6. Mukpogumonnas cucrema BioAnalyzer 2100 (Agilent, CIIA

L2

1.7, HlraTuB ais maruntHo# cenapannn DynaMag-2 (Invitrogen, CIHA)

LS ]

3.1.8. Yerpoiictro juts pparmentaunu Nebulizer (Roche, 1Iseiinapust)

3.2. Marepualibl.
3.2.1. HaGop Rapid Library Preparation Kit (Roche, I11seiinapus)
3.2.2. Habop Rapid Library MID Adaptors Kit (Roche, 11lseiiniapus)
3.2.3. Habop Qubit dsDNA HS Assay Kit (Invitrogen, CIIIA)
3.2.4. Habop Qubit dsDNA BR Assay Kit (Invitrogen, CIIIA)
3.2.5. MaruuThble yactuub Agencourt AMPure XP (Beckman Coulter, CILIA)
3.2.6. IIpoOupxu Qubit Assay Tubes (Invitrogen, CILIA)
3.2.7. llpobupkn LoBind tubes 1.5 miut (Eppendorf, CIIIA)
3.2.8. Habop Agilent High Sensitivity DNA kit (Agilent Technologies, CIIIA)

3.2.9. Xumuyeckue peaktusnl Sigma (CIIIA)



3.2.10. Haxoneunuku obwvemom 10, 100, 200, 1000 mkn ¢ ¢unasrpom OmniTip (ULPlast,

ITonbina)

3.2.11. Mapkep mosekyisipaoro Beca AmpliSize Molecular Ruler (Bio-Rad, CLIHA)

4. MeToanKa npuroroBjeHust pparMeHTHLIX OHOIHOTEK

4.1. @parmenranus renovuoii JTHK

Jlns nonyvenus Gpparmentos aumunoii 700-1800 map vykineorwios | mxr renomnoi JIHK,
pactBopennoit B 100 mxn TE-Gygepe, nomeuaior B yerpoiictso juist pparmentanun Nebulizer
Condensor, podasnsior 500 mxn Oydepa s HeOyianzamun (Roche, LlBeiinapus) u nponyckaror
azor noxa gasineHueMm 15 psi (1 Oap) B Teuenne 1 munyrol. [locne ¢parmenraumn npoBoast
ouncTKy obpasua. [List atoro modasnsior 1.8 odbema maruuTHbIX yacTuiy Agencourt AMPure XP
(Beckman Coulter, CIIIA) & obpa3my, 3ateM MHKYOMPYIOT [pPH KOMHATHOH TeMmieparype B
TEUEHHE 5 MHHYT, MOCJIE Yero 0CaM/Ial0T MAarHUTHbIC YaCTHLbl CO CBA3aHHBIMM (pparMeHTaMH
JIHK wa maruwtnoM wrratuse DynaMag-2 (Invitrogen, CIHA). Orbupaior cynepHatant |
MPOBOAT TPEXKPATHYIO MPOMBLIBKY OCAKACHHLIX Ha Maraurte wactuil 200 mkn 70% osraHona.
[TpOMBITBIE YACTHILI BLICYHIMBAIOT HA BO3JyXe IPH KOMHATHOH TeMmmeparype B TeueHHe 5

MHHYT. Donuio npososit 16 mxn TE-Oydepa.

4.2. Koncrpyuposanue gparmennrioii 6ubamorexn

Koncrpyuporanue Ooubnnorexu OCYILIECTBIISIOT  COIIACHO PEKOMEH TaLUsIM
npoussoauTens. K noaydennsiv (parmentam "npuumsaior’ ajganrtopel Rapid Library MID
Adaptors  Kit  (Roche, [llBeiitapusi),  comepkaue  yHMKaIbHbIE — [IECTHOYKBEHHBIC
10CIIEI0BATEIBHOCTH - OAPKO/1bI.

Otbop ¢parmenros JIHK mo pasmepy (size selection) oCyWIECTBISIOT € [OMOIIBIO
maruuTHbIX vactun Agencourt AMPure XP (Beckman Coulter, CIIA) cornacio mpoToxoJy
MOJArOTOBKH OMOIMOTEK TS CEKBEHUPOBAHHUS € 1EJILIO MOIYUeHHs parMeHToB, pazmep KOTOPbIX
yKJa/piBaercst B Tpedyembril auanazon anun 700-1800 nap HyKiI€oTHIOB.

Konnenrpanuio  JIHK  ¢parmentnoit  rotoBoit  OMOAMOTEKH — ONMpenessior ¢
ucnonb3opannem (Quyopumerpa Qubit 2.0 (Invitrogen, CIIIA) ¢ ucnonszosanuem dsDNA HS
Assay Kit (Invitrogen, CILA). Jlus pacuera kommuectsa monekyn JIHK B 1 mkn oOpasia

OCYIIECTBISAIOT TOCTPOEHHUE CTAHIAPTHOI KpuBOii ¢ nomorbio RL Standard.
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Tabnuua pazseeHuii cTanapTa u pUMEp CTAHIAPTHOH KPHBOH:

Homep RL B
pazsencHus | Standard y=umas-
(MOJI/MKII)
1 2.5%10" )
1,67%10° |
1.11%10° .
7.41%10° ' o

4,94%10°
6 3,29%10°
2.19%10°
8 1.46%10°

[ %]
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Kauectso (parmenTHoi OHOIMOTEKH OLUEHUBAIOT € UCIOIB30BAHHEM MHKPOQIIOHIAHOIO

anaznuzaropa BioAnalyzer 2100 (Agilent, CIUA). OcHOBHBIMM nNapaMeTpamu JUIA OLEHKH

SBIAIOTCS  pasMep M (opma MUKa, a TaKke OTCYTcTBMEe curHana B obdmactu 50-100 map

HYKJICOTH/IOB:
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Torosslit 00pazen ¢pparmenTtHoii 6Gudanorexu xpanst npu -20°C.

5. CexBenupoBanue pparMeHTHBLIX OHOIHOTEK

[bp]

Kionanbuyto amrummukanndio OubIMOTEKH OCYHICCTBIAIOT € MoMollbio Habopa GS

Junior Titanium emPCR kit (Lib-L) corjiacHo MHCTPYKIHSM TPOU3BOHTES.
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OleHKy KauecTna oforaumenus 6ycHH npon3Bo/stT ¢ noMolsio npudopa GS Junior Bead
Counter v2.
CekBeHHpOBaHHe OMOIMOTEKHM OCYIIECTBISIIOT ¢ HCIOJb30BaHHEM Mupoceksenatopa GS
Junior u HaGopos GS Junior Titanium PicoTiterPlate kit 1 GS Junior Titanium Sequencing Kit
COIIACHO MHCTPYKIUAM TIPOM3BOIHTEISL.
6. CiMcoK HCoIb30BAHHBIX HCTOMHHKOB H HOPMATHBHBIX 1I0KYMEHTOB.

1. Rapid Library Preparation Method Manual, March 2012. User Manual.

[N

.emPCR Amplification Method Manual - Lib-L, March 2012. User Manual.
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. Sequencing Method Manual, January 2013. User Manual



