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Tect-cucrema pna onpepeneHus PHK Bupyca BupycHon
remopparuyeckon centuuemuu (VHSV)

Kat. Homep RF-VHSV-100
Hasnauenue

TecT-cucteMa NpefHA3HAYEHA O KAYeCTBeHHOro BhisieneHus PHK Bupyca BupycHom
remopparuyeckom centuuemmnm (VHSV) B 6rnonornyeckom oépaste MeTofoM 06paTHOM
TPAHCKPUMLMM C MOCNeaykoLLEen nonmepasHon LenHon peakumen (OT-MLP) B pexume
peasnbHOro BpEMEHU C NCMNOSIb30BAHMEM GITyOPECLIEHTHOrO 30HAQ.

MaTepuanom pgns MCCNefoBaHUS Cnyxat npoébl PHK, BbioeneHHsie Ha6opom pns
Bolgenerns PHK (Hampumep, LRU-100-50) uz 6uonornyeckoro matepuana pbié,
npuvHognexawmx Kk pogy nococu (Saimo) wnm k pogy TUXOOKEAHCKME fIOCOCH
(Oncorhynchus).

MpuHuMn meTopa

MeTtopn o6HapyxeHus PHK Bupyca BupycHon remopparmdeckon centuuemum (VHSVY)
OCHOBGH HA HapasoTke kKAHK co cneumnpunyeckoro yyacTka PHK-maTpuLbl npyv noMoLLm
0B6PATHOM TPAHCKPUMNLMK U fanbHerLen amnnndunkaumm kAHK 3a cueT MHOroKpaTHOro
MOBTOPeHUs UMknoB peHatypaumm kOHK B unccnegyemon npobe, OTXUra
creumMeuUecknx  ONUIOHYKIEOTUOAHLIX  30TPABOK  (MpamMepos) M cuHTesd
KoMneMeHTapHbix uenen OHK ¢ nomouwpto depMeHTa 7ag-nonmmepassl. MexaHnsm
OeTekuMnm OCHOBOH HA  WMCMNOMb30BAHMM  crneundundeckoro TagMan-3oHoa C
$yoOpECLIEHTHOM MEeTKOM, KOTOPbIN CBSA3LIBAETCS C LLeNeBON MOCIe[oBATENbHOCTHIO
OHK.  Tpu koxpoM  uukne  aMmandukaumm  NPOUCXOOUT  BbICBOBOXOEHME
GNYyOpPECLIEHTHOrO CUrHANA, YPOBEHb KOTOPOro MPSMO MPOMOPLMOHANEH KOMYECTBY
amnnmnonumposaHHom JHK.

CocTtaB TecT-cucTeMmbl

Ha6op nna onpeneneHns PHK Bupyca BupycHom reMoppariyeckoin centuuemum (VHSY)
COAEPXMUT MPOBUPKN C PEAreHTAMU U MHCTPYKLIMIO MO MPUMEHEHMIO.

Bydep ans OT-TLP-PB (2x) 1x1,5mn
“BuoMactep-mnke 259 T T ome
“Haop mpammepos VHSVO0X) T T N s00ma
“Crepumoseopa T T T s T
“MoanTheHbn KorTponkei o6pazet VHSY (KO VHSV) - <00mn

Ha6op paccuntaH Ha npoeefeHme 100 aHanM30B B 06bEMe 25 MKIT HO OOHY PeaKUmio,
BkoYas 20% OOMNONMHUTENBHOIO O6bEMA.



NPOBEAEHUE UCCNIEAOBAHUSA

Crapgums Beigenenns PHK

BAXHQO! Tpwn npoeepeHumn BoigenerHms PHK n3 énonornyeckmnx o6pasLoB HEOBXOANMMO
CTPOro coénoaaTh Mepbl NPEAOCTOPOXHOCTY A5 NPefoTBpALLeHus aerpanaumm PHK
N N36EraHns NePEKPECTHON KOHTAMUHALMN Mexay O6PA3LLAMM.

[ng BblgenerHms cnefyeT Ncnonb3oBaTh GPArMeHTbl TKAHeN BECOM 5-20 M 6e3 BUONMbIX
NPW3HAKOB Hekpo3sd. Ecnu ebigenerne PHK npousBoguTcs He cpaldy nocne céopd
éunomaTepuana, PPArMeHThl TKAHEN cnefyeT XPAHUTb B pacTeBope Ctaéunmaatop PHK
(Hampumep, St-100). [Ong npoBemeHuUs QHAMM3A PEeKOMEHOyeTCs UCMOoSb30BATb
06pasubl PHK ¢ koHueHTpaumern ot 20 go 500 Hr/MKN U CnekTpohOTOMETPUYECKMMI
nokasaTtenamm A260/280 n A260/230 B gnanasoHe 1.5-2.0 1 1.2-2.0, COOTBETCTBEHHO.
Mpotokon nocranosku MNLP

MNMogroToeka Npo6 s nposeneHus MNUP
O6Wwnin 06beM peakLMOHHOM cMecn — 25 Mk, BKtovas 06beM npodsbl PHK— 5 mkn.

1. PaamMoposnTb npodupkn ¢ peareHtamm éydep ons OT-TMLP-PB, buoMactep-mukc,
CrepwunbHyto Bogy, Haéop npanmepoB VHSY v MO3NTUBHBIN KOHTPOMbHBLI 06pA3eL, -
KOXXOYIO MPOBUPKY TLLATENBHO NepeMELLATh HO BOPTEKCE.

2. OcaguTb KAnm XMAKOCTU CO CTEHOK M KPbILLEK MPOBUPOK MyTEM KPATKOBPEMEHHOTO
LEeHTPUOYrMpOoBaHMS.

3. B oToensHomn npoéupke NpUroToBUTb PEAKLIMOHHYKD CMEChH, PACCUUTLHIBAS O6BbEM C
3anacom 20% oT Heo6xoamMMoro konmdectea. O6LWnn o6beM [OMXEH YUUTLIBATL BCE
nccnepyemble 06pa3Lbl M KOHTPOMN

BAXHO! BHe 30BMCMMOCTM OT KOSMYECTBA MWCCNedyeMblXx O0B6pa3LOoB, KaAXOos
MOCTOHOBKA OHASM30B JOMXKHA BKIOYATE MOSOXUTENbHbIN U OTPULATENbHBIA KOHTPOSb.

Kontponm stana MUP:
a) oTpuuaTenbHblin KoHTposb MNLP (K-) — ctepunsHas Boag;
6) nonoxutensHbIn KoHTPosb MUP (K+) — MKO VHSV

CoctaoB PeAKLMOHHOM CMecu:

Bydep pns OT-NUP-PB 12,5 Mkn N *15 mkn
BwoMacrep-wae A N 2w
THasop npanvepos VHSVI0K) 25w N3ma
Crepunsrossona 4w T N agwn

e N - konuuecTBo Uccnenyembix 06pasLioB. O6beMbl MpmBeneHs! ¢ 20% 3anacom.
foeN y 6p 06 P 20%

4. TloMecTnTb TOHKOCTEHHble Npodupkk ons MLUP B peansHOM BpeMeHW HA LWTATMB
«padoyee MecTo», OBABUTL OTAEbHBIM HOKOHEUYHNKOM 20 MK PEaKLIMOHHOM CMEeCcH B
koxayto. [NpOMApPKMPOBATE MNPOBMPKM. [N  KOXOOro MCCnegyemoro  o6pdasud
PEKOMEHOBAHA MOCTAHOBKA OJHOIrO TEXHUYECKOro MOBTOPA.

BAXHO! Tlpn MCnonb3oBAHMM MPUOOPOB AN OMMAMOUKALMM C  BEPTUKCIIbHON
Letekumen ontudeckoro curHana (Hanmpumep, QuantStudio 5, Applied Biosystems;
iCycler iQ5, Bio-Rad 1 gp.) 3anpeLieHo NpoBOaMTL MAPKMPOBKY HA KPbILLKE MPOBUPOK.



5. Jo6aBnTb OTAENBHBIMW HOKOHEYHNKAMM B MPOBUPKM C FOTOBOM PEAKLMOHHON CMECHIO
no 5 MK/l 06pa3La (MOXHO MOBLICUTE O6bEM BHOCMMOM MPOBLI 4O 9 MK, MPU 3TOM
MPOMOPUMOHANBHO YMEHBLLIMB KOMMYECTBO BOAbI), B MPOBUPKM AN KOHTPOMER Nno 5 Mk
COOTBETCTBYIOLLMX KOHTPONEN.

6. OCTOPOXHO NepemelLaTb 6e3 O6PA30BAHMS My3blpen U COPOCUTb KAMN, UCMOSb3Yys
ueHTPMeYry (Npu 3TOM HEO6XOAMMO WCMOMb3OBATH  CMELMASbHBIA  POTOP AN
MUKPOMPOBUPOK).

MNpoeegenue MNUP 1 getekummn ¢pnyopecueHTHOro CUrHana

1. BkntounTb aMnnndmKaTop C CUCTEMOM AeTEKLMN B PEXMME «PeasIbHOro BPEMEHM» U
3AMNyCTUTb MPOrPAMMY.

2. [loMecTuTb MOAroTOBNEHHble nns npoBefeHus TLUP npo6upkmn B guyeinku
PEAKUMOHHOTO MOAYIS MPMG0PA (TYHKM MPOHYMEPOBAHLI, 3T HOMEPA MUCMONb3YIOTCS B
OASbHENLLEM 18 MPOrPAMMUPOBAHUS MOSTIOXEHMS MPOo6 B AMMNndUKATope).

3. 3anporpaMMMPOBATL NPUEOP OS5 BbIMOAHEHUS MPOrPAMMbI  AMMMOUKALMM 1K
netekumm  GyopEeCLEHTHOro  CUrHanNa — crefdys  QaroputMy  NpOrpaMMHOro
obecneyeHus.

Mcrnonb3oBaTh KAHASBI C AfIMHOM BOSHLI CBETA (BO36yXaeHue / netekums)
470415 HM / 520+15 HM — 3eneHblin cnekTp (Fam)
+520+10 HM / 558+11 HM — xenTbin cnekTp (VIC)

3apaTb cnepyroLme NapPAMETPbl 3KCNEPUMEHTO:
MpoTtokon amnnudukaumm

O6paTHas TPAHCKPUNLMS 45 15 MUH 1 -
MpepBapuTensHas oeHaTypaums 95 S MUH 1 -
HeHaTypauns 95 10 cek -
................................................ 40 fmmmmmmmmm—————
Ormxur/OeTekums 58 30 cek FAM, VIC

BHUMAHME! C ncnonb3oBAHWEM 3TOM MPOrPAMMbl MOXHO OOHOBPEMEHHO NPOBOOUTL B
OLHOM Mpuéope noéoe CoYeTaHNe TECTOB MO eanHON NPOorpamMMe.

MHTepnpeTaumsa pesynbTaToB
AHONM3 Pe3yNbTATOB MPOBOAAT C MOMOLLBIO MPOrPAMMHOrO oéecnedyeHus npuéopd,
ncnonb3yemoro ong nposenenms MNUP ¢ getekunen B pexmnme «peanbHOro BpemeHm»,

AHOM3NPYIOT KPUWBbIE HOKOMEHUS GNyOpeCLIEHTHOrO CUrHAMA NO ABYM KAHONAM:

- No KaHany gns enyopodopa FAM peructpupyeTcs CUrHas, CBUOETENbCTBYIOWMIA O
HOKOMAEHUN MNPOAYKTA amnaudukaumm  ¢parmeHta PHK  Bupyca  BUpyCHOM
reMoppParnyeckon CenTuLemMmm,

- no kaHany ans ényopodopa VIC peructpupyeTcs CUrHam, CBMOETENbCTBYIOLLMA O
HAKOMMEHWUN MNPOAYKTA aMraMdukaumm PHK pbi6bl (BHYTPEHHWUI KOHTPOb).

PesynbTaThl  MHTEPNPETUPYIOTCS  HO  OCHOBAHMM  HOMMUMS  (MnnM OTCYTCTBMS)
nepeceyeHns Kpueon GryopecUeHUmMM C  YCTOHOBIIEHHOM HO  COOTBETCTBYHOLLEM
YPOBHE MOPOroBon fiMHMEn (YCTOHABAMBAETCA B cCepeaMHe JIMHEeMHOro Y4acTKa
MPYPOCTA GIIYOPECLEHLMN MONOXMUTENBHONO KOHTPOMSA B NTOrApUOMUYECKOn LKasne),
yTO onpegenseT Hanuume (MIn oTcyTCTBME) 0N OAHHOM NMPOBbI 3HAYEHUS MOPOrOBOro
umkna Cq B COOTBETCTBYOLLEN rpade B TABNMLE Pe3Y/IbTATOB.



Pe3ynbTaT aMnnnoukaumMmM Mo KAHAMY CYUMTAETCS MOMOXWUTENbHBIM, €Cnv KpWBAS
OOHOKPATHO NepecekaeTcs C MOPOroBoM IMHUEN B O6/IACTU 4OCTOBEPHOrO NpUpPoCTa
bnyopecueHLmMn, OTPULATENbHBIM B Cllyd4de OTCYTCTBUS MepecedeHus KpuBon C
MOPOroBoM NHWen (HeT 3HaueHns Cq unn Cp), COMHUTENBHBIM BO BCEX APYTMX CITYYasiX.

Peayanqul MUP-nccnepoBaHMa  cUMTAIOTCS OOCTOBEPHbIMK, eClin  NOoJly4YeHbl
NPABUSIbHbIE PEe3YyNbTATbl 49 KOHTPOJbHbIX OGpGSLI,OB B COOTBETCTBUM C TAGNMULEN
OLIEHKM PEe3YNbTATOB KOHTPOSbHbLIX PeaKLIUM.

Ta6nMUA OLEHKU PesysibTATOB KOHTPOJSBHBIX PeaKLUM

DbdeKTMBHOCTb CTAOMN BbIOENEHUS OLLEHUBAETCS ONS KAXO0M NPodbl MHONBUOYOSBHO
no MPWUCYTCTBMIO B sfdenke curHana no kaHany VIC. Ecam curHan B kaHane VIC
OTCYTCTBYeT WNM npeBblllaeT 3HadYeHne Cq 6onee 36, cnenoBATENbHO, BblOeNeHMe
MPOLUIO HEeYyOAYHO, U TECTUPOBOHWE 06PA3LA HEOBXOOMMO MOBTOPWUTL, HOYMHAS CO
CTQOMM BblOENEHMS.

MNpuHUMN MHTEPNPETALUN PE3YNbTATOR:

— obpasel, CYUMTAETCH MONOXUTESIbHBIM MO COOEPXOHMIO BUMPYCA  BUMPYCHOWM
reMopparmyeckon centuuemuy, ecnm no kaHany FAM un VIC nonydeHo 3HO4YeHue
noporosoro uukna Cq, He NpeBbILLAtoLLEE FTPAHUYHOE 3HAYEHNe — 36.

— 06pasel, CYANTAETCH OTpULATENbHBIM Mo copepxanHuio PHK Bupyca BupycHom
reMopparMyeckon centmuemmnn, ecnm Ha kaHane FAM otcytcteyeT 3HaueHne Cq unm
nonydyeHo 3HaveHne Cq 6onee 36, a no kaHany VIC He 6onee 36.

— 06pa3eL, CYMTAETCH COMHUTESbHBIM B ClTydde MOosyYeHWs COMHUTENBHOMO PEe3ybTaTa
no o6OMy M3  KOHOMOB.  PekoMeHgyeTcs  MOBTOPHOE  MCCleOoBaHWe
COOTBETCTBYIOLLErO 06pa3LA.

Peknamaumm Ha KaYecTBO TECT-CUCTEMBI HAMPOBASTL MO AAPECY MNPOU3BOLAUTENS.

YCnoBust XpaHeHus
Ha6op ang noctanosku MLIP xpaHUTL B MecTe, 3aLMLLEHHOM OT NONAAAHNS CBETA NpU
+4 °C - 3 nepenu; npu -20°C - 1 rog; He 6onee 30 UMKIIOB 30MOPAXMUBAHUS-
PA3MOPAXMNBOHUS.

YcnoBusi TPAHCMOPTUPOBKU

Hao6op pna noctaHoBku MUP nepeBo3nTb B TEPMOKOHTEMHEPAX C OXNAXOAIOLLMMU
3MEMEHTAMM, LOMYCKOETCS MOBbILLIEHNEe TEMNEPATYPbl 4O TEMNEPATYPbLI OKPYXAIOLLEN
cpenbl NP TPAHCMOPTUPOBKE A0 7 AHEN.
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