KnoHunpoBaHue KHK n3 3urotr mn oouuTtoB

BBeaeHue

Tema nccnenosaHns B Halwlen nabopatopumn - reHbl, PYHKUWMOHMPYOLWME Ha
paHHen ctagmm aMOpuoHanbHOro passBuUTUA. KOHTPOSb 3KCMPeccun reHoB Yy
MIIeKOnNUTaloWmMX OT oouuTa OO0 9MOpUOHa — dABNSETCS yBreKaTellbHbIM, HO
Mano Wu3y4yeHHbIM npoueccom.B npownom rogy npu nomowmMm MeToaa
CEKBEHMPOBAHNUA HOBOIO MOKOMNEHUS ObINIO BbISIBIEHO MHOIMO reHOB, KOTOpPbIE
MOryT y4yacTBOBaTb B peryndaumm BblilleykasaHHOro npouecca. [Hng
doyHKLUMOHarbLHOro aHanusa B pamkax npoekta LLkonbl n3 Hux obinn otobpaHsbl
YyeTblpe reHa akTUBHbIX B oounTax v 3urotax. [lpmn aTom, Tpn N3 HUX ABMAIOTCS
ONVHHbIMKM - Hekoaumpytowmmn  PHK  (Lncd, Lnc9 wu Lnc12), KoTtopble
cneundunyHbl  ang OOUUTOB. OHU ObINn OTOOpPaHbI B  XoOe
bnonHpopmMaTU4ECKOro aHanusa MaTepuHCKOro Tpackpuntoma. YeTrBepTbin
oToOpaHHbIn reH — Dux. OH KogupyeTr Oenok M MOXeT OblTb BOBMEYEH B
PAHHIOK CTaguil akTMBauum reHoma 3urotbl. C Uenbi U3YyYeHUs YHKLNN
BblOpaHHbIX reHOB, Heobxoanmo ObINo krnoHupoBaTb UX KOHK, koTopasa oyger
MCMoNb30BaTbCA B AanbHeEULWNX akcnepmmeHTtax. COOTBETCTBEHHO, MPOEKT
npegycmartpumBan nonyyeHne pekombuHaHTHbix [JHK B Oaktepuax c
MCNonNb30BaHNEM METOA0B reHHOWN UHXeHepun. Bo-nepBbiX, Mbl MCMOMNb30Banu
nonumMmepasHyto uenHyto peakuuto (IMNUP) gna amnnudpukaumm BbIOpaHHbIX
reHoB. [lonydeHHble [1LP-npoayktel ObINM  KNOHWPOBaHbLI B Nnasmuay
(pcDNA3.1 / CT-GFP-TOPO) c¢ wucnone3oBaHunem GFP Fusion TOPO TA
Expression Kit. [lonyyeHHas nnasamugHaa [OHK ©Obina npoBepeHa
KONMMYECTBEHHO M Ha Hanuyne (U OpMEeHTauuro) BCTAaBOK C MOMOLLbIO
PECTPUKLUMOHHOIO aHanmaa. B yenom, mbl ycnelwHo kKnoHuposanu Lncd k[AHK,
M Heckonbko KOHK-gpparmMeHTOB, KOTOpble HyXgawTcd B OalbHeulleu
xapaktepuctuke. [lockoneky nnasmuaga (pcDNA3.1 [/  KT-GFP-TOPO)
COOEPXKUT KOOUPYIOLLYIO MocnenoBaTenbHOCTL 3eneHoro ryopecuUeHTHOro
benka (GFP), Mmbl Mmornmn Obl TpaHCOPMUPOBATL €0 B XXUBYIO KIETKY A TOrO,
4yTOObI MpoHabntogaTtb akcnpeccuto benok-kogupyrowero reHa (DUX). Ho k
coXaneHuw, BPemMda W YCIOBUA He MNo3BONUAM Ham 3TO caenatb. B
OanbHeuwWeM pesynberaTbl HaALWero uccnegoBaHnsa OyayT MCNonb30oBaHbl AN
n3y4yeHnsa yHKUNN BbIODpaHHbIX reHoB B nabopartopuu lNetpa B [Npare.
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Template abbreviations: O — ovary cDNA, 1 — 1-cell cDNA , G — mouse genomic DNA, P — diluted PCR
product from Prague (100x), PCR program: 36 cycles, denaturation:94°C 30 sec, annealing 56°C 30
sec, extension 94°C 2 min. Resolved in 1% agarose gel, 100V, ~ 45 min. PCR#1 didi not work because
the final ANTP concentration was accidentally 10x higher (2uM) than recommended (200 nM).

AHAJIN3 BCTABOK B NMJIASMUOAX pcDNA3.1/CT-GFP-TOPO

PecTpukunoHHbIN aHanu3 ¢ BstXl — oueHka pa3mepoB BCTaBOK

genes Lnch Lnc9 genes Lnc12S Lnc12L Dux

template PRG PCR 1-C PCR PRG PCR template PRG PCR 1-C PCR
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PecTpnKUNOHHbLIM aHanu3 ¢ BstXl B TeueHune 2 yacos npu 37°C, renb — 1% arapo3sbi, 100 V, ¥45 muH.

PecTpMKUMOHHBLIN aHaNU3 — NpoBepKa OpueHTaLnm BCTaBOK

enzyme Hindlll Balll enzyme Nhel

genes Lnch Lnc9 genes Lnc12S Lnc12L Dux

template PRG PCR 1-C PCR PRG PCR template PRG PCR 1-C PCR
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Restriction digest with indicated enzymes for 2 hours at 37°C, 1% agarose gel, 100 V, ~45 min.

UTOI MO BCEM MNMOJTYYHEHHbBLIM KITOHAM

_ Insert (bp) _
clone conc. (ng/ulL) A260/280 PCR primers Conclusion
Expected Observed
1 316,7 1,91 Lnc5.F/R 737 ~750 Lnch antisense
2 266',1 1,93 Lnc5.F/R 737 <250 Unknown
3 272,6 1,9 Lnc5.F/R 737 ~750 LncS sense

4 235,2 1,9 Lnc5.F/R 737 <250 Unknown

5 292.4 1,82 Lnc5.F/R 737 <250 Unknown

6 Lnc5.F/R LncS antisense
7 Lnc5.F/R LncS sense

8 Lnc5.F/R Lnc5 antisense
9 2159 1,90 Lnc5.F/R 737 ~750 Lnc5 sense
10 266,6 1,90 Lnc5.F/R 737 ~750 Lnch sense
11 202,9 1,87 Lnc9.F/R 1845 <250 Unknown

12 2297 1,86 Lnc9.F/R 1845 <250 Unknown

13 277,6 1,89 Lnc12.F/RS 583 <250 Unknown

14 388,5 1,74 Lnc12.F/RS 583 <250 Unknown

15 241,2 1,77 Lnc12.F/RS 583 <250 Unknown

16 354,3 1,88 Lnc12.F/RL 1686 <250 Unknown

17 315,6 1,81 Lnc12.F/RL 1686 <250 Unknown

18 206,2 1,81 Lnc12.F/RL 1686 <250 Unknown
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Unknown
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24 383,6 1,86 DuxCDS.F/R 2041/2091 <250 Unknown

370,5 1,84 DuxCDS.F/R 2041/2091 Unknown

212,0 1,90 DuxCDS.F/R 2041/2091 Unknown
27 334,6 1,87 DuxCDS.F/R 2041/2091 ~400 Unknown
28 223,6 1,85 DuxCDS.F/R 2041/2091 ~600 Unknown
29 196,2 1,93 DuxCDS.F/R 2041/2091 ~600 Unknown
30 192,5 1,92 DuxCDS.F/R 2041/2091 ~600 Unknown

BbiBObl

* LncS kOHK Obin ycnewHo KnoHMpoBaH B 000MX HanpaBieHUsIX.

* Lnc9, Lnc12, Dux kHK He bbinn KnoHnpoBaHbl N3-3a
HeonTUManbHbIX YCNOBUN ANA NpoBeaeHna nonmmMmepasHou LenHow
peakuun.

* Heobxoammo Bcerga ObiTb BHUMATESbHBLIM MPU NMNPOBEOEHNN
9KCMepPUMEHTa.

« BaXkHO KOHTpPONMPOBAaTb BCE BO3MOXHbl€ NapamMeTpbl 9KCNepUMeHTa.
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