Agarose-Based EcoTILLING as a Tool for Targeted
Genotyping in Oryza Species

Introduction

EcoTILLING, a dertvative of TILLING (Tamgeting Local Induced Leskors in
Genomes ), is o reverse genetics tood that s useful in dentifying palymosphisms
in natural populations al candidate genes of interest. We demarstmte the ubility
ntmmmmum;a fast and robust bechrégue: for detecting SHPs
on & min=core collection of 1536 diverse O, sativa and a panel of 95 wild AR
genome Ovyra spoches accessions, Candidate genes pulatively bnvolved In
drowght tolerance were identified through convergent evidence Raking Ino
mioounl hincticnal annolation, altered exprettlcn, co-localization with QTLs,
and)or allsic shifts under selection. Locus-spediic primers wene designed using
the Nippenbane genomic sequence. Samples were contrasied against two
reference lnes, Mipponbane (japonica bype) and IRE4 (indica type). Mismalch
patierrs detected on agamse were confirmed by sequencing representative
samples, The mini-core colleclion was umder vegetative drought
stress (upland) and control conditions 'I!kh'ﬂﬂﬁ the field. Within u-lmrlm
grodps there vk large phenalyplc varation braits related to
drosghl siress, and ssgnificant  asscciations HHHI!J'IEI'.I Detwisin Ir:Hl.'I md:
hapio uuu'mmldal.e within lsozymse gros

LLING wias mﬁauﬂulwmmrw!mnm
anadyss of AA genome wild Onpra spocies, EcoTILLING ndividual acoessions
confirmed the taxonomic siatus of the nom-Askan species, 0. bavihi O,
longEtaminaty, 0. phursspaiula, and 0L meridionalE bl net the Asian spedies
i), rfipogon and 0. nivava which were nod cheanty differentiaded from each ather,
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Acrylamide vs. Agarose-based EcoTILLING
el L

L.

[comparsne; stap Acrylamide (LICOR)
DA pooling I per peol
PCR primer Labelesd [IRD 700 and
TRD B0 4 ninlabssled
PCR pmdl.ti 1060- 2040 g
CEL 1 -nmml:l
Carlery juice extract 0,07 i
(CIE) erayems
CIE tiffer 3,00 @l
SUP waber 16.58 ul
|Ddgessticn Add 20 pl to PCR product;
digast ot 45 =C for 15
s
|Post digestion steps  Stop with 5 i 0,225M
EDTA; mly] conconirabe;
koad 0.3 gl sampla
Electrophoresis Bun on LICOR for 3 to 4

hours

Results
Pattern detection on agarose and conflrmatory sequencing
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Association genetics

Fiaki scremnirg of the mis-core colaction wes opndecied gver fhies conmacuGve Sy seasaes [ 3007-2004)
undhir wecrialive Sroughl dbwia {upland | arsd vl safeeed oo Bari (omslard )

Definition of bissystematic ralationships in AA genome Oryza species
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Conclusion and future prospects

Agarose-based EcoTILLING s sn efficent genotyping tool for the Oryma
garmplasm.  5NPs o indels detected on agarcse are largely supportod by
associabed phenolyping. 1t
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