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CTPYKTYpa
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CTpyKTypa OnbiTa — KOHTPOMN,
nocnenoBaTebHOCTb

MeToabl — aKcnepumeHTabHble
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MaTtepuan

KneTtku —
— NCTOYHUKHN, XaPaKTEPUCTUKUN, YCIOBUA KYSIbTUBUNPOBAHUA

HKnBOTHbIE NabopaTopHble
— JINHUUN, UCTOYHUK, COoAeprKaHue, aTu4eckmne npobaemol

KUBOTHbIE 13 Npupoabl

— MEeCTO M Bpems A00bl4n, UMA KONNEKTOPA, 3aKOH 00
OXpaHe, aTnyeckme npobnembl

Jltoaun

— MecCTO 1 Bpems, NUHGOPMUPOBAHHOE COrnacme, sTM4Yeckue
npobaembl



KneTku

* Cell culture and slides preparation

 The human lymphoblastoid cell lines GM03714
and 4710-176, derived from a cytogenetically
normal individual, and from a human with
trisomy 21, respectively, were kindly donated by
professor S. Antonarakis (University of Geneva,
Switzerland). Cells were cultured in RPMI-
Glutamax media containing 10 % fetal bovine
serum and 1 % penicillin/streptomycin (Gibco Life
Technologies, USA) at 37 °Cina 5 % CO,
atmosphere.



KMBOTHbIE NabopaTopHbIe

e Animals

 Male and female mice homozygous for the paracentric
inversion In(1)1Rk were a generous gift from Dr. T. Roderick
(The Jackson Laboratory, Bar Harbor, ME, USA). The
inversion was transferred to the genetic background of the
C57BL/6J strain using a series of consecutive backcrosses.
This strain is currently maintained at the Institute of
Cytology and Genetics as homozygous stock C57B1/6J-
In(1)1Rk/Icg. Female embryos heterozygous for In(1)1Rk
inversion were generated by crossing 3-month-old males of
this stock to 3-month-old C57BL/6J females. C57BL/6J
embryos homozygous for the standard chromosome 1 were
used as control. The day the uterine plug was observed was
considered day O of gestation.



http://link.springer.com/search?dc.title=C57BL/6J&facet-content-type=ReferenceWorkEntry&sortOrder=relevance
http://link.springer.com/search?dc.title=C57BL/6J&facet-content-type=ReferenceWorkEntry&sortOrder=relevance
http://link.springer.com/search?dc.title=C57BL/6J&facet-content-type=ReferenceWorkEntry&sortOrder=relevance

MUBOTHbIE 13 NPUPOADI

* Thirteen adult males of C. talarum were trapped during the
breeding season in November 2012 in three localities along
the Atlantic coast of Buenos Aires Province, Argentina: near
to Cerro de la Gloria (35° 58.975’S; 57° 27.012' W), Costa
del Este (36° 37.076’S; 56° 42.119' W), and Villa Gesell
(37°11.497'S; 56°57.383' W).

* Trapping, handling, and euthanasia of animals were
performed according to the protocols approved by the
Animal Care and Use Committees at the Institute of
Cytology and Genetics of the Russian Academy of Sciences
and the Bernardino Rivadavia Argentine Museum of
Natural Sciences. All institutional and national guidelines
for the care and use of laboratory animals were followed.



MUBOTHbIE 13 NPUPOADI

MeTauepkapuun Opisthorchis felineus 6binn BblaeNneHbl U3 NOAKOMKHbIX
MbILLEYHbIX TKAHEN 3apaXKeHHbIX pblb, 406bITbIX B p.O6b.

3aTem 6-8 HeaenbHble XOMAKKM Mesocricetus auratus nogBepranamnch
3apakeHuto nepopasibHo 50-meTauepKapuamu.

B3spocnble yepsu O.felineus 66111 N3BNEYEHDI U3 KETYHbIX MPOTOKOB
NeyeHn XOMAKOB Yepes 5 mecAaLeB nocne 3aparkeHus.

OHM 6bIaM NpoMbITbl 6onee 10 pa3 B pusmnonornyeckom pacrtsope (0,9%
pa-p NaCl) n ncnonb3oBaHbl ANA AaNbHENLLINX SIKCNEPUMEHTOB.

[MTpOTOKON 3KCNEepUMEHTaIbHbIX paboT ¢ Xxomakamu bbin ogobpeH
aTnyeckon komuccmen Uuur CO PAH.

[na nposeneHUA sKCNepUMeEHTa NO CO-KY/IbTUBUPOBAHUIO B3POC/bIX
MapuT O.felineus c KneTKamun 4YenoBeKa UCNOIb30BA/INCb KNETOYHbIE
nnHunn U937(moHoumTtapHo-maKkpodarasnbHaa AMHMA) n Hs68
(pnbpobnacTtbl), NpeaocTaBaeHHblE COTPYAHMKOM UHCTUTYTA
A.l.lLUnnosbim.



Jltoaun

* Subjects

 The study sample consisted of participants from the
Erasmus Rucphen Family (ERF) study. All individuals
were members of one extended family spanning over
23 generations and including more than 23 000
individuals. The detailed information about the ERF
study and Dutch isolated population can be found in
the supplementary material and in our earlier
publications.[2223] Al| study protocols were approved by
the Medical Ethics Committee of Erasmus University
and all participants gave written informed consent in
accordance with the Declaration of Helsinki.



Jltoaun

* OCHOBHbIM MaTepPMaANOM UCCeA0BaAHUA ABNAIOTCA
NaHHble 9K30MHOr0 CeEKBEHMPOBAHMA 12
npeacrtaBuTenemn aKyTckoro atHoca. Cbop obpasuos
KPOBW AN NPoBeAeHNA CEKBEHUPOBAHMSA
OCYLLLECTBNAJICA COTPYAHUKamK JlabopaTopum
dapmakoreHoMnKM MHCTUTYTa XMMUYECKOUN U
dyHaameHTanbHoM MeanumHbl. Obpasubl KpoBu bbinun
B3ATbl Y N0AEN, NPOXKMBAOLUX HA TEPPUTOPUN
Buntomckoro ynyca Pecnybnamnkum Caxa (AkyTtma).
CobpaHHble 06pa3ubl Obl/IM CEKBEHNPOBAHbI B
[TekuHckom UNHcTutyTe feHommKu, (BGI, Beijing

Genomics Institute) c nomouwbto cnuctemsl lllumina
HiSeq2000.



CTPYKTYpa OonbITa

* OnNbIT- KOHTPOAU, WNPpPOBAHUE

* [locnepoBaTeNbHOCTb onepaLui



[1naH onbITa

174 persons asked to

participate
38 persons declined and
5 33 persons not eligible
4

103 subjects enrolled

6 subjects without
complete tests at all 3 labs

Y

97 subjects with complete
tests at all 3 labs




[1naH onbITa

A
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[1haH

OlbiTd

Schedule of the experiment

Group

GcMAF -
no administration

GcMAF -
late administration

GcMAF -
early administration

GcMAF -
administration
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application application at 13th week until 20th week
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(n=19) (n=10)
Starting
administration
-
(n=5)
(n=4)
; e
Stopping
administration
(n=14) (n=10)
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JKCNepumMeHT N0 moaennpoBaHULO
OKUCZIUTENIbHOrIO cTpecca in vitro

0 mM H,O, 0.5mM H,0O, 2.0mM H, 0, 5.0 mM nmapaksara 25.0 mM nmapaxeara
coOpate 200 MEN coOpate 200 MEI coOpate 200 MEa coOpate 200 MK coOpate 200 MK
1 wac cpenst (2CII); cpensl (2CII): cpensl (2CII): cpensl (DCID): cpensl (DCII):
codpate 200 MEn coOpate 200 MEI coOpate 200 MEa coOpate 200 MK coOpate 200 MK
cpensl (DCID): cpensl (DCID): cpensl (DCII): cpensl (DCID): cpenel (DCTI);

3a0patp 2-3 ueppeit 3alparte 2-3 uepseil 3abpath 2-3 ueppeil 3adpathb 2-3 uepseil 3adpath 2-3 uepeeil
IUTA MPUTOTOBIEHUA IJiA MPUTOTOBICHHA 1A MPUTOTOBIEHUA 1A MPHUTOTOBISHUA A MPHUTOTOBJICHHA
nH3aTa; nmH3aTa; nmn3aTa; nmH3aTta; nH3aTa;

MEePEeHeCTH 3 4epBA TepPeHEeCTH 3 UepBA TMEepPeHeCTH 3 UepBA TMEePEeHEeCTH 3 4epBA MEepeHecTH 3 YepBA
B RNA later (200 B RNA later (200 B RNA later (200 B RNA later (200 B RNA later (200

4 yaca MEKI); MEKII): MEII); MEII); MEII);
codpatp 200 MK codpatp 200 Mxn  codpatrh 200 Mxn  cobpatb 200 MK coOpath 200 MK
cpensl (DCII):; cpenel (DCII):; cpensl (DCII):; cpensl (DCII):; cpenel (DCII);

3a0patp 2-3 uepseil 3alpate 2-3 uepseil 3alpathb 2-3 dyepseil 3adparhb 2-3 uepseil 3adpaTh 2-3 uepBei
IUIA IPUTOTOBIEHHUA IJIA MPUTOTOBICHHA 1A MPUTOTOBICHHA 1A MPHTOTOBISHHUA 714 MIPHTOTOBJISHHA
JIH3aTa; J3ara; JI3aTa; IH3aTa; JIH3aTa;
MEPEHECTH 3 4epBA IIEPEHECTH 3 YePBA I[IEPSHECTH 3 YepBA IMEPEHECTH 3 4epBA IEPeHEeCTH 3 YepBA
B RNA later (200 B RNA later (200 B RNA later (200 B RNA later (200 B RNA later (200

24 9aca MKI); MK ): MEKI); MEKIT); MK );



MeToAabl — 3KCcnepuMeHTa/IbHble

This section should provide enough detail for
reproduction of the findings.

Protocols for new methods should be included,

but well-established protocols may simply be
referenced.

While we do encourage authors to submit all
appendices, detailed protocols, or details of the
algorithms for newer or less well-established
methods, please do so as Supporting Information
files.



4.4. BectepH-6n10T aHaNus.

benkun pasgenanu 8 10% SDS-noamnakpunaammaHom rese u
NepeHoOCUIN Ha HUTPOLENN0/1I03HYI0 MembpaHy (Amersham
Biosciences).

MembpaHa bbina 6noKkmMposaHa B Tpuc-conesom bydepe,
copepawem 1% Tween-20 (TBST) n 5% obe3xxknpeHHoOe MOsIOKOo, B
TeyeHue 1 4yaca npu KOMHATHOM TemnepaTtype.

3atem membpaHa bbina MHKYOMpOBaHa C NEPBUYHbIMM aHTUTETAMM
(aHTK-GST, aHTUTpPX, COOTBETCTBEHHO) B pa3sBeaeHme 1:1000 npu +
4°C B TevyeHue 24 4yacoB 1 ganee co BTOPUYHbIMU aHTUTENAMMU,
KOHBIOrMPOBAHHbIMK C MEPOKCUAA30M XpeHa, B pa3BeaeHue 1:10
000 B TeueHue 40-50 MMHYT NP KOMHATHOW TemnepaType.

CurHan AeTekTMpPoBaaun C UCMONb30BaHMEM peareHTa Ans
XemuarommHecueHTHon peakummn ECL (Amersham Biosciences).



4.5. BoipeneHue PHK, cuHTte3s KAAHK

PHK 13 B3pocnbix yepsen bbisia BbigesieHa ¢ NOMOLLbO Habopa
Trizol Reagent (Invitrogen) cornacHo pekomeHaaumMam
npoussoamnTena.

KoHueHTpauua sbiaeneHHon PHK 6bina onpeaeneHa ¢ NOMOLLbO
npnbopa NanoDrop. [ns Toro, 4tobbl OLEHUTb CTENEHb OYMUCTKU

PHK oT 3arpasHsatowmx BewecTs, 6bl1M paccynTaHbl NapameTpbl
260/230 1 260/280.

Habop RevertAid™ First Strand cDNA Synthesis Kits (Fermentas)
Mcnonb3oBasica A4na cuHtesa AAHK no metoanke npounssoguTtenA.

B KauectBe amnandukaTopa bbin npumeneH Eppendorf
Mastercycler Gradient.

Tepmonpodunsb peakuymmn: 37°C—1,5 vaca; 90°C -10 muH.
MpoayKTbl peakuynmn xpaHunm npum - 20°C



https://www.google.ru/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&cad=rja&uact=8&ved=0CBwQFjAA&url=https://www.lifetechnologies.com/order/catalog/product/15596026&ei=ra38VLGaOIafygPwy4H4Ag&usg=AFQjCNGgM0lN4arXSETF3F2flrL0utBqLg&sig2=o3nzt_fAkNfItfaj7LmBEw&bvm=bv.87611401,d.bGQ
https://www.google.ru/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&cad=rja&uact=8&ved=0CBwQFjAA&url=https://www.lifetechnologies.com/order/catalog/product/15596026&ei=ra38VLGaOIafygPwy4H4Ag&usg=AFQjCNGgM0lN4arXSETF3F2flrL0utBqLg&sig2=o3nzt_fAkNfItfaj7LmBEw&bvm=bv.87611401,d.bGQ
https://www.google.ru/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&cad=rja&uact=8&ved=0CBwQFjAA&url=https://www.lifetechnologies.com/order/catalog/product/15596026&ei=ra38VLGaOIafygPwy4H4Ag&usg=AFQjCNGgM0lN4arXSETF3F2flrL0utBqLg&sig2=o3nzt_fAkNfItfaj7LmBEw&bvm=bv.87611401,d.bGQ

Identification of tumor-associated DNA copy
number aberrations

0aCGH analysis was performed as described previously (Thomas et al.
2011) using a ~180,000 feature microarray (Agilent Technologies, Santa
Clara, CA) comprising repeat-masked ~60-mer oligonucleotides
distributed at approximately 13 kb intervals throughout the dog genome
sequence assembly (canFam version 2.0, May 2005, Lindblad-Toh et al.
2005).

To maximize continuity and aid data integration, tumor DNA from each
case was hybridized against common reference DNA samples comprising
equimolar quantities of constitutional DNA from ten clinical healthy GRs of
the same gender as the patient.

Array image files were processed using Feature Extraction version 10.10
and Genomic Workbench version 7 (Agilent Technologies, Santa Clara, CA)
and were then imported into Nexus Copy Number version 7 (Biodiscovery,
El Segundo, CA).

Raw data were filtered to exclude probes exhibiting non-uniform
hybridization or signal saturation.



http://link.springer.com/article/10.1007/s10577-014-9406-z/fulltext.html#CR51
http://link.springer.com/article/10.1007/s10577-014-9406-z/fulltext.html#CR34
http://link.springer.com/search?dc.title=Nexus&facet-content-type=ReferenceWorkEntry&sortOrder=relevance
http://link.springer.com/search?dc.title=Copy+Number&facet-content-type=ReferenceWorkEntry&sortOrder=relevance
http://link.springer.com/search?dc.title=Copy+Number&facet-content-type=ReferenceWorkEntry&sortOrder=relevance
http://link.springer.com/search?dc.title=Copy+Number&facet-content-type=ReferenceWorkEntry&sortOrder=relevance

MeToabl - cTaTUCTUYECKue

We identified individual SCs by their relative lengths, centromeric
index, and DAPI pattern.

To generate recombination maps, we calculated the absolute
position of each MLH1 focus multiplying the relative position of
each focus by the average absolute length for the appropriate
chromosome arm.

These data were pooled for each arm and graphed to represent a
recombination map.

We measured absolute distances between two MLH1 foci across
the centromere in homozygotes and heterozygotes for
Robertsonian fusions and reciprocal translocations.

The relative distances were calculated as fractions of metacentric
chromosome length.

Statistica 6.0 software package (StatSoft) was used for descriptive
statistics, Fisher’s exact test and ANOVA.


http://link.springer.com/search?dc.title=DAPI&facet-content-type=ReferenceWorkEntry&sortOrder=relevance
http://link.springer.com/search?dc.title=MLH1&facet-content-type=ReferenceWorkEntry&sortOrder=relevance
http://link.springer.com/search?dc.title=MLH1&facet-content-type=ReferenceWorkEntry&sortOrder=relevance
http://link.springer.com/search?dc.title=ANOVA&facet-content-type=ReferenceWorkEntry&sortOrder=relevance

