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Abstract Loss of function of duplicated genes plays an
important role in the evolution of postzygotic reproductive
isolation. The widespread occurrence of gene duplication
followed by rapid loss of function of some of the duplicate
gene copies suggests the independent evolution of loss-of-
function alleles of duplicate genes in divergent lineages of
speciation. Here, we found a novel loss-of-function allele
of S27 in the Asian annual wild species Oryza nivara, des-
ignated S27-nivs, that leads to F1 pollen sterility in a cross
between O. sativa and O. nivara. Genetic linkage analysis
and complementation analysis demonstrated that S27-nivs

lies at the same locus as the previously identiWed S27 locus
and S27-nivs is a loss-of-function allele of S27. S27-nivs is
composed of two tandem mitochondrial ribosomal protein
L27 genes (mtRPL27a and mtRPL27b), both of which are
inactive. The coding and promoter regions of S27-nivs

showed a number of nucleotide diVerences from the functional
S27-T65+ allele. The structure of S27-nivs is diVerent from
that of a previously identiWed null S27 allele, S27-glums,

in the South American wild rice species O. glumaepatula,
in which mtRPL27a and mtRPL27b are absent. These
results show that the mechanisms for loss-of-function of
S27-nivs and S27-glums are diVerent. Our results provide
experimental evidence that diVerent types of loss-of-function
alleles are distributed in geographically and phylogenetically
isolated species and represent a potential mechanism for
postzygotic isolation in divergent species.

Introduction

Gene duplication provides opportunities to increase gene
diversity during evolution. Because the original function
supplied from one gene copy allows the other copy to
escape elimination through selection, duplicate genes allow
the accumulation of mutations that introduce a new func-
tion (neo-functionalization), divide the original function
(sub-functionalization), or cause loss of function (non-func-
tionalization) (Lynch and Force 2000). Recent studies have
demonstrated that duplicate genes contribute to reproduc-
tive isolation, which generally prevents gene Xow between
species, and they play an important role in plant speciation
(Rieseberg and Willis 2007). For example, the neo-func-
tionalized duplicate gene Odysseus-site Homeobox (OdsH)
causes postzygotic reproductive isolation in Drosophila
(Sun et al. 2004). Similarly, non-functionalization has con-
tributed to a passive type of postzygotic reproductive isola-
tion through reciprocal loss of duplicate genes between two
divergent species; when this occurs, selection against
hybrids may occur in either a sporophytic (zygotic) or
gametophytic (gametic) manner (Bikard et al. 2009;
Yamagata et al. 2010). Genome-wide analysis has shown a
very high rate of gene duplication and a rapid loss of most
duplicate genes within a few million years (Lynch and
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Conery 2000). It has been suggested that loss-of-function
mutations at the same locus in diVerent species have
evolved independently and contribute to reproductive isola-
tion (Lynch and Force 2000). However, this has not yet
been demonstrated.

The two cultivated species of rice (Oryza sativa and
O. glaberrima) and six wild species are classiWed into the
AA-genome species in the genus Oryza (Khush 1997).
Exchange of genes among the AA-genome species can be
accomplished by conventional interspeciWc hybridization
and recombination. However, F1 pollen sterility is fre-
quently observed in these hybrids and prevents the transfer
of useful genetic resources from wild species to cultivated
rice. The genetic mechanism of hybrid sterility has been
extensively studied in rice, and several F1 pollen sterility
loci have been reported (Doi et al. 2008; Koide et al. 2008).
The genetic mechanisms of F1 hybrid sterility have been
explained using two genetic models: the one-locus allelic
interaction model and the two-locus epistatic interaction
model (Oka 1988). Recognition of the genetic models has
been based on segregation patterns of sterility as “Mende-
lian” loci. Gametophytic F1 embryo sac sterility Wtting the
one-locus allelic interaction model was recently character-
ized by gene cloning of S5 encoding aspartic protease
(Chen et al. 2008). S5 is caused by aberrant interaction of
protein products of the S5-i and S5-j alleles derived from a
single genomic locus in rice. Similarly, Sa has been recog-
nized as a single Mendelian locus for the one-locus allelic
interaction causing gametophytic F1 pollen sterility in rice.
However, Sa was resulted from interaction of three alleles
derived from two adjacent genomic loci in rice (Long et al.
2008), which is controlled by diVerent genetic architecture
from S5 although Sa and S5 have been recognized as the
one-locus allelic interaction model. Hybrid sterility caused
by interaction between disharmonious alleles from two or
more loci, like the case of Sa, Wt to the Bateson–Dobzhansky–
Muller (BDM) incompatibility model, which is widely
accepted in various plant and animal species (Coyne and
Orr 2004). Recently, a case of gametophytic BDM incom-
patibility caused by the epistatic interaction between the
two complementary loci has been demonstrated (Yamagata
et al. 2010): reciprocal loss of duplicate genes on chromo-
somes 4 (S28 locus) and 8 (S27 locus) caused hybrid steril-
ity in the F1 between allopatric species, Oryza sativa
[japonica cultivar Taichung 65 (T65)] and O. glumaepatula
(accession number IRGC105668). S27 and S28 are dupli-
cate loci encoding mitochondrial ribosomal protein L27
(mtRPL27), which is required for normal pollen develop-
ment. The O. glumaepatula allele at S27 (S27-glums) and
the T65 allele at S28 (S28-T65s) no longer function as
mtRPL27 genes, and pollen grains carrying both of these
alleles are sterile (as indicated by a superscript “s”).
Meanwhile, the T65 allele at S27 (S27-T65+) and the

O. glumaepatula allele at S28 (S28-glum+) encode normal
mtRPL27 protein, and pollen grains carrying at least one of
these fertile alleles are fertile (as indicated by a superscript
“+”). Duplication of mtRPL27 at S27 and S28 was caused
by segmental duplication of an approximately 30-kb geno-
mic sequence (containing mtRPL27) from chromosome 4 to
chromosome 8. The loss of function of S27-glums is due to
the absence of the 30-kb segment. The duplicated segment
on chromosome 8 was found in all investigated acces-
sions of O. sativa, Asian wild annual species O. nivara,
and perennial species O. ruWpogon (Yamagata et al.
2010). However, it is unknown whether loss-of-function
alleles exist in accessions of the Asian AA-genome species
carrying duplication of mtRPL27 genes on chromosomes
4 and 8.

Here, we identiWed a new allele of S27, S27-nivs, on
chromosome 8, in hybrids between O. nivara and T65. The
pollen grains carrying the O. nivara allele of S27 (S27-nivs)
were sterile. Complementation analysis demonstrated that
the S27-nivs allele is a loss-of-function allele of S27. In
addition, we determined the genomic sequence of the
mtRPL27 gene region in S27-nivs and acquired experimen-
tal evidence for an independent origin of this loss-of-func-
tion allele at S27 locus.

Materials and methods

Plant materials

Introgression lines (ILs) containing chromosome segments
of the Asian annual wild rice O. nivara (the donor parent)
in an O. sativa genetic background were generated. A culti-
var of Asian cultivated rice (O. sativa L. ssp. japonica ‘Tai-
chung 65’; designated T65) was used as the female parent
in crosses with O. nivara (accession number IRGC105444;
Sri Lanka) to produce F1 plants with T65 cytoplasm. These
F1 plants were successively backcrossed with T65 as the
male parent. During the development of ILs using marker-
assisted selection (MAS), segregation of pollen sterility
was observed in BC4F1 populations that carried an O. niv-
ara segment of chromosome 8. ILs heterozygous for that
segment of chromosome 8 were screened in the BC4F1 gen-
eration to identify the pollen sterility gene, and their prog-
eny in the BC4F3 generation was used for high-resolution
linkage analysis.

DNA extraction and genotyping using SSR markers

Genomic DNA for linkage analysis using simple sequence
repeat (SSR) markers was extracted from freeze-dried leaf
samples according to Dellaporta et al. (1983), with minor
modiWcations. PCR reactions were performed in 15 �l of
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reaction mixture containing 50 mM KCl, 10 mM Tris–HCl
(pH 9.0), 1.5 mM MgCl2, 200 �M each dNTP, 0.2 �M each
primer, 0.75 units Taq polymerase (Takara, Otsu, Japan),
and approximately 25 ng template DNA in a GeneAmp
PCR system 9700 (Applied Biosystems, Foster City, CA,
USA). The PCR program used was 95°C for 5 min, fol-
lowed by 35 cycles of 95°C for 30 s, 55°C for 30 s and
72°C for 30 s. PCR products were run in 4% agarose gels
(Agarose HT; Amresco Inc., Solon, OH, USA) in 0.5£
TBE buVer.

Evaluation of pollen fertility

Panicles at Xowering stage were Wxed and stored in 70%
(v/v) ethanol. For each sample, pollen grains from six anthers
in a single spikelet collected a few days before anthesis
were stained with 1% iodine–potassium iodide (I2–KI)
solution on a glass slide. More than 200 pollen grains per
slide were evaluated for pollen fertility under an Axioplan
light microscope (Zeiss, Jena, Germany). Pollen grains that
were morphologically the same as grains of T65 were
scored as normal; empty, unstained, incompletely stained,
or small grains were scored as sterile.

Observation of postmeiotic pollen development

Panicles in the meiotic to mature stages were continuously
collected to observe pollen development from the unicellu-
lar to mature stages. Panicles were Wxed in Wxative solution
containing 4% (w/v) paraformaldehyde, 0.25% (w/v) glu-
taraldehyde, 0.02% (v/v) Triton X-100, and 100 mM
sodium phosphate (pH 7.5) at 4°C for 24 h. After rinsing in
100 mM sodium phosphate buVer, the Wxed panicles were
stored in 100 mM sodium phosphate buVer containing
0.1% (w/v) sodium azide (NaN3). The hematoxylin staining
procedure of Chang and NeuVer (1989) was used with
minor modiWcations.

Evaluation of germination ability and viability of pollen

To evaluate pollen germination on artiWcial medium, pollen
just after Xowering in natural conditions was shed onto a
glass microscope slide containing a drop of germination
medium [15% (w/v) sucrose, 0.01% (w/v) H3BO3, 0.03%
(w/v) CaCl2 and 0.6% (w/v) gellan gum]. After 6–8 min
incubation at room temperature, the pollen grains were
observed and photographed under a light microscope.

To evaluate the viability of pollen grains by the Xuoro-
chromatic reaction (FCR) test, panicles at the heading stage
were collected and fresh pollen at a few days before anthe-
sis was stained with 0.05 mM Xuorescein diacetate (FDA)
solution. The stained samples were observed immediately
under a Xuorescence microscope with a 450–490-nm

exciter Wlter and a 525-nm emission Wlter according to
Heslop-Harrison and Heslop-Harrison (1970).

Linkage analysis

To perform linkage analysis of the pollen sterility gene
from IRGC105444, we analyzed the BC4F3 population
derived from a BC4F2 plant that was heterozygous for
IRGC105444 segment on chromosome 8 and homozygous
for IRGC105444 segments on chromosomes 6 and 7
(Fig. 1a). Three SSR markers on chromosome 8, RM1309
and RM8264 (McCouch et al. 2002) and M1_S27 (Table 1),
were used in the linkage analysis. Recombination values
between markers were estimated using the maximum-like-
lihood equation (Allard 1956) and transformed into genetic
map distances (cM) using Kosambi’s mapping function
(Kosambi 1944). To further deWne the map position of S27-
nivs, the SSR markers S27_ssr1, S27_ssr8 and M1_S27
(Table 1), and RM8264 were used in high-resolution map-
ping of the BC4F3 population.

Complementation analysis

To conWrm that the sterility of pollen grains carrying
S27-nivs allele is caused by a defect in mtRPL27, a geno-
mic DNA fragment containing a functional copy of
mtRPL27a isolated from the fertile allele S27-T65+ (SmaI
fragment in Fig. 3b) was introduced into semi-sterile
plants (S27-T65+/S27-nivs, S28-T65s/S28-T65s) by Agro-
bacterium-mediated transformation (Hiei et al. 1994).
The SmaI fragment was cloned into the Ti-plasmid binary
vector pPZP2H-lac (Fuse et al. 2001). The T0 plants were
grown to maturity in a temperature- and humidity-controlled
greenhouse for transgenic plants. Spikelets were collected
a few days before Xowering, Wxed, and stored in 70%
(v/v) ethanol, and pollen fertility was evaluated as described
above.

Molecular cloning of the genomic DNA sequence 
of S27-nivs

The presence or absence of a 30-kb duplicated segment at
S27 locus was determined using PCR markers S27D and
S27ND, respectively (Yamagata et al. 2010; Table 1). To
determine the genomic sequence of the S27-nivs allele,
genomic DNA fragments of IRGC105444 around the
mtRPL27 gene region on chromosome 8 were ampliWed
with KOD-Plus DNA polymerase and cloned into the pTA2
vector (Toyobo, Osaka, Japan). Four overlapping O. nivara
genomic clones (NGC1-4) were obtained by ampliWcation
using primer pairs M2_S27 for NGC1, covering the
mtRPL27a promoter region; M3_S27 for NGC2, covering
the coding region of mtRPL27a and the promoter region of
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mtRPL27b; M4_S27 for NGC3, covering the promoter
region of mtRPL27b; and M5_S27 for NGC4, covering the
coding region of mtRPL27b (Table 1; Fig. 4a). Sequences
of the inserted DNA fragments were determined by cycle

sequencing using BigDye Terminator v3.1 (Applied Bio-
systems, Foster City, CA, USA).

To conWrm whether the obtained NGC clones were
correctly ampliWed from S27 rather than from S28, three

Fig. 1 IdentiWcation 
of S27-nivs, a pollen sterility 
gene on chromosome 8. 
a Graphical genotype of the 
BC4F2 plant used to generate the 
mapping population (BC4F3). 
b Frequency distribution of 
pollen fertility classiWed by the 
genotypes of SSR marker 
RM1309 in the BC4F3 popula-
tion. Black bars and white bars 
represent T65 homozygotes and 
heterozygotes, respectively. 
IRGC105444 homozygous 
plants did not segregate in this 
population because of sterility of 
pollen grains carrying the 
S27-nivs allele. c, d Pollen grains 
of fertile (c) and semi-sterile 
(d) plants stained with I2–KI. 
Scale bars = 50 �m. e Linkage 
map showing the location of 
S27-nivs. Left latest high-density 
RFLP framework map from the 
Rice Genome Research Program 
(RGP); available at http://rgp. 
dna.affrc.go.jp/publicdata/
geneticmap2000/index.html. 
Right location of S27-nivs with 
respect to SSR markers used in 
this study

Table 1 PCR primers used in this study

SSR simple sequence repeat, STS sequence-tagged-site, SNP single nucleotide polymorphism, InDel polymorphism of PCR bands due to insertion/
deletion of each allele

Marker Purpose Forward primer sequence (5�–3�) Reverse primer sequence (5�–3�)

M1_S27 SSR marker GACAAGTTTGCTGTTGTCAACG TCAGATCAAGTTGAATTCAAGCA

S27_ssr1 SSR marker ATGCGAAGGCAATGAAAAAG TGAAGCACAACGCTAACAGAG

S27_ssr8 SSR marker CTCGATGGTAGATTGGGGTA CATCTGTTCGCTGCTCTGTT

S27D STS marker TTGAATTCCGAGAGTCTGGC GGTCGTCGGAGTGGTAGACGAAG

S27ND STS marker GGTCGTCGGAGTGGTAGACGAAG TGTTCACCAAATGACTCCAAATCG

M2_S27 Cloning of NGC1 ACGGCAGGTGTTTAAGGTCTTTGGATG CTCACGCAATTCATGGATTGCTGAAGA

M3_S27 Cloning of NGC2 AGCCTTTCAATCCAGAAACCTCAGGGG TCCATTCCCGTAAACCCTAAAATGGCC

M4_S27 Cloning of NGC3 CAAACGATGGGGGCCTTAGTTTGTTCA CCTCTCCTGAAAACTGATGAAAAAGCC

M5_S27 Cloning of NGC4 GCTGGAATTAGGCTGACCAAATCCTTG CCAGGGTAGATTCCAAAATGTGAAGAG

M6_S27 SNP marker CCCAAGTGGCCAAATACCTAATTCCTC CTTGTATTTTGCAGCCGTCGGGCTAA

M7_S27 InDel marker CCGAATCCGGGCCGTCCATT ATCTCTCCCGCGCCCAGA ACGA

M8_S27 SNP marker AGTGATTCGACCCCTGCAGCTGAACTA AATTCAACCCAGAAGCCTCTTAATCGCA
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S27-nivs allele-speciWc dominant markers, M6_S27, M7_S27,
and M8_S27, which amplify DNA fragments from the
genomic regions corresponding to NGC1, NGC2 and
NGC3, and NGC4 at S27-nivs, respectively, were devel-
oped (Table 1). The M6_S27 and M8_S27 markers were
designed to amplify only the DNA fragments from S27-nivs

allele, but not to amplify from S27-T65+ and S28-T65s alleles
(Table S1). The M7_S27 marker was designed to amplify
DNA fragments from all three alleles with diVerent sizes of
DNA fragments (Table S1). In co-segregation analysis of the
four clones at the S27 locus, BC4F3 plants derived from a
BC4F2 plant heterozygous at S27 (S27-T65+/S27-nivs) and
T65 homozygous at S28 (S28-T65s/S28-T65s) were scored
for three S27-nivs allele-speciWc dominant markers.

The sequences reported in this paper were deposited in
the DNA Data Bank of Japan [accession numbers
AB496673 (mtRPL27a S27-T65+), AB496674 (mtRPL27b
S27-T65+) and AB576647 (mtRPL27a S27-nivs and
mtRPL27b S27-nivs)].

Results

IdentiWcation of a pollen sterility gene on chromosome 8

The rice lines T65 (O. sativa) and IRGC105444 (O. nivara)
each showed more than 90% pollen fertility, but their F1

hybrids showed approximately 25% pollen fertility. The
genome-wide genetic analysis of the F1 pollen sterility in
hybrid progeny between O. sativa and O. nivara revealed
that S36 on chromosome 12 and qPS1 on chromosome 1
contributed to pollen sterility in this hybrid (Win et al.
2009). In the process of generating a series of ILs of O. niv-
ara chromosome segments in a T65 genetic background,
pollen sterility was observed in some individuals from the
BC4F1 population that carried an O. nivara segment of
chromosome 8 in the heterozygous state. By linkage analy-
sis in a BC4F3 population developed from a BC4F2 plant
(Fig. 1a) carrying O. nivara segments of chromosomes 6, 7,
and 8, we determined that the gene controlling pollen steril-
ity lies on chromosome 8. The BC4F3 population (n = 89)
exhibited a clear bimodal distribution of pollen fertility,
with 39 semi-sterile and 50 fertile plants (Fig. 1b). Pollen
fertility of the fertile plants was greater than 90% (Fig. 1b,
c), whereas that of semi-sterile plants ranged from 40.5 to
56.8%, with an average of 49.2% (Fig. 1b, d). The sterile
pollen grains produced by semi-sterile plants were
unstained by the I2–KI staining solution. All of the fertile
plants were T65 homozygotes, whereas all semi-sterile
plants were heterozygotes, based on the genotype at the
SSR marker RM1309 (Fig. 1b) in this population. This
result suggests that the pollen sterility gene was tightly
linked to RM1309 on chromosome 8 and caused heterozy-

gous plants to exhibit semi-sterility. No plants homozygous
for the IRGC105444 segment were observed in the map-
ping population; this segregation distortion was considered
to result from sterility of pollen grains carrying the allele
from the IRGC105444 parent. The observed segregation
ratio of the fertile and semi-sterile plants Wts the theoretical
1:1 ratio (�2 = 1.36, P = 0.24) expected for gametophytic
pollen sterility under the control of a single nuclear gene.

Linkage analysis showed that the pollen sterility gene
co-segregated with the marker RM1309 and was located
between M1_S27 and RM8264, at distances of 1.7 and
2.3 cM, respectively (Fig. 1e). In this same chromosomal
region, an S27 locus conferring gametophytic F1 pollen ste-
rility had previously been found in hybrids between T65
and O. glumaepatula (Yamagata et al. 2010). In the prog-
eny of that cross, pollen grains carrying both the S27-glums

and S28-T65s alleles were sterile, so plants heterozygous at
S27 (S27-T65+/S27-glums) and homozygous for the S28
non-functional allele from T65 (S28-T65s/S28-T65s)
showed pollen semi-sterility. Here, semi-sterile plants were
heterozygous at RM1309 and homozygous for chromosome
4 from T65, which carries S28-T65s (Fig. 1a). This result
was similar to that of the T65 £ O. glumaepatula cross; so
we speculated that the allele identiWed here lies at the same
locus as the previously identiWed S27 locus, and designated
it S27-nivs. Since the pollen grains carrying the
IRGC105444 allele showed sterility, the IRGC105444
allele was named as the sterile allele (S27-nivs), and the T65
allele was named as the fertile allele (S27-T65+).

To examine the morphological and developmental fea-
tures of the sterile pollen, pollen development in postmei-
otic stages was investigated in S27-nivs semi-sterile plants
using the I2–KI and hematoxylin staining methods. No phe-
notypic abnormality was observed during the unicellular
stages. At the bicellular stage, we detected generative and
vegetative cells in all pollen grains (Fig. 2a, b), but half of
the pollen grains failed to initiate starch accumulation
(Fig. 2c). At the mature stage, almost half of the pollen
grains looked normal, carrying one vegetative cell and two
sperm cells (Fig. 2d), but the remainder were mainly at the
bicellular stage and had not accumulated starch (Fig. 2e, f).
These results reveal that the development of sterile pollen
grains caused by S27-nivs was arrested at the bicellular
stage before initiation of starch accumulation, similar to the
sterile pollen grains caused by S27-glums (Yamagata et al.
2010). In vitro pollen germination tests revealed no germi-
nation of any of the morphologically abnormal pollen
grains in S27-T65+/S27-nivs heterozygous plants (Fig. 2g),
whereas about 90% of pollen from T65 parent germinated
(Fig. 2h). In addition, pollen viability testing by FCR in
pollen grains at a few days before anthesis showed a posi-
tive green Xuorescence signal in both fertile and sterile
pollen grains due to the endogenous esterase activity of
123



390 Theor Appl Genet (2011) 122:385–394
individual pollen grains (Fig. 2i), and fainter signals which
correspond to vacuoles in the center of sterile pollen grains
(Fig. 2i). These results indicate that sterile pollen grains
caused by S27-nivs retained their viability but lost their ger-
mination ability because of developmental arrest at the
bicellular stage and lack of starch accumulation.

High-resolution linkage analysis of S27-nivs

To narrow down the genomic region containing the
S27-nivs locus, we performed high-resolution linkage
analysis using 1,145 plants of the BC4F3 populations
derived from the BC4F2 plants that were heterozygous
(S27-T65+/S27-nivs) at S27 and T65 homozygous (S28-T65s/
S28-T65s) at S28. The high-resolution mapping narrowed
the S27-nivs candidate region to 122.2 kb on the Nippon-
bare reference genome between markers S27_ssr1 and
S27_ssr8, with one and two plants, respectively, carrying
recombination between phenotype and genotype of each
marker (Fig. 3a). This candidate region included the gene
duplication at the S27 locus (mtRPL27a and mtRPL27b).
Therefore, we concluded that S27-nivs lies at the same
locus as the previously identiWed S27 locus on chromo-
some 8.

Complementation analysis

In the cross of T65 £ O. glumaepatula, sterility of pollen
grains is caused by the sterile alleles S27-glums and
S28-T65s, both of which are loss-of-function alleles of
mtRPL27 (Yamagata et al. 2010). Since sterile pollen grains
here carried S27-nivs and S28-T65s, we speculated that the
sterile allele S27-nivs is also a loss-of-function allele.
Therefore, we expected that introduction of a functional
mtRPL27 gene would rescue the fertility of pollen grains
carrying S27-nivs and S28-T65s. To test this expectation, we
performed complementation analysis by transforming a
genomic DNA fragment containing a wild-type mtRPL27a
gene (a SmaI fragment derived from the fertile allele S27-
T65+; Fig. 3b) into semi-sterile plants carrying S27-T65+/
S27-nivs and S28-T65s/S28-T65s. If the introduced mtRPL27a
gene were able to rescue the fertility of pollen grains carry-
ing S27-nivs and S28-T65s, we would expect most T0 plants
carrying one copy of the transgene to show 75% pollen fer-
tility, because 75% of the pollen grains would contain the
S27-T65+ allele or the transgene, or both. Linkage of the
transgene and S27 could result in altered fertility percent-
ages in some T0 plants. Pollen fertility of the T0 transgenic
plants transformed with the SmaI fragment ranged from 53

Fig. 2 Characterization of ster-
ile pollen grains caused by 
S27-nivs. a–f Light-microscopic 
observation of postmeiotic pol-
len development in bicellular 
(a–c) and mature (d–f) stages in 
terms of nuclei by hematoxylin 
staining (a, b, d, e) and starch 
accumulation by I2–KI staining 
(c, f). a, b, d, e Individual normal 
(a, d) and sterile (b, e) pollen 
grains. Black arrowheads, white 
arrowheads, and black arrows 
indicate nuclei of vegetative 
cells, sperm cells, and generative 
cells, respectively. g, h Evalua-
tion of pollen germination abil-
ity on artiWcial medium for 
S27-nivs heterozygous semi-
sterile plant (g) and T65 parent 
(h). Black arrowheads and white 
arrowheads indicate fertile and 
sterile pollen grains, respec-
tively. i Fluorescence micro-
scopic observation of the 
viability of pollen in Xuorescein 
diacetate (FDA) staining solu-
tion. White arrowhead and white 
arrow indicate fertile and sterile 
pollen grains, respectively. Scale 
bars = 10 �m
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to 86%, with most plants in the 70–80% category (Table 2;
Fig. 3c). On the other hand, transgenic plants transformed
with the empty vector never showed more than 56% pollen
fertility (Table 2; Fig. 3d). This result demonstrates that the
mtRPL27a gene in the SmaI fragment rescued the sterility
of S27-nivs S28-T65s pollen grains, conWrming that the ste-
rility of pollen grains carrying S27-nivs allele is caused by a
defect in mtRPL27.

Molecular cloning of the genomic DNA sequence 
of S27-nivs

The S27 locus in T65 is composed of two tandem copies of
the mtRPL27 gene (mtRPL27a and mtRPL27b), both of
which encode functional mtRPL27 protein. S27-glums is a
loss-of-function allele caused by the absence of a 30-kb

duplicated segment at S27 locus including both mtRPL27
gene copies (Yamagata et al. 2010). In O. nivara accession
IRGC105444, we detected the existence of a 30-kb dupli-
cated segment at S27 locus using two PCR markers, S27D
and S27ND, which detect the presence and absence, respec-
tively, of the duplicated segment (Fig. S1). This result indi-
cates that the structures of S27-glums and S27-nivs are
diVerent, so the cause of loss-of-function of S27-nivs is
likely to be diVerent from that in S27-glums.

Therefore, to determine the genomic sequence of the
S27-nivs allele, we obtained the four overlapping O. nivara
genomic clones: NGC1, NGC2, NGC3 and NGC4, which
ampliWed from total genomic DNA of IRGC105444 using
primers speciWc for mtRPL27a and mtRPL27b at S27 locus
(Fig. 4a). To conWrm whether the obtained NGC clones
were correctly ampliWed from S27, rather than from S28,

Fig. 3 High-resolution linkage and complementation analyses of
S27-nivs. a High-resolution linkage analysis of S27-nivs. The RFLP
framework map was obtained from the latest high-density rice genetic
map from RGP (http://rgp.dna.affrc.go.jp/publicdata/geneticmap2000/
index.html). Pollen fertility and graphical genotypes of the three infor-
mative plants for the high-resolution mapping with recombination and
those of the typical plants without recombination are shown. Numbers
of recombinants between the genes and markers are indicated in paren-
theses. White boxes and black boxes indicate T65 and IRGC105444

chromosomal segments, respectively. Recombination regions are illus-
trated by gray boxes. Black arrowhead indicates the location of the
mtRPL27a and mtRPL27b genes found in the rice reference sequence
of Nipponbare. b–d Complementation analysis. S27-nivs plants were
transformed with a SmaI restriction fragment containing mtRPL27a
derived from the functional allele S27-T65+. b Location of the SmaI
restriction fragment used in the complementation analysis. c, d Pollen
grains of T0 plants transformed with the SmaI fragment (c) or empty
vector (d) stained with I2–KI solution. Scale bar = 50 �m

Table 2 Distribution of pollen fertility (%) in heterozygous S27-T65+/S27-nivs T0 plants transformed with a functional copy of mtRPL27a

Restriction 
fragment

Transgene Allele No. of plants Total

0–10 10–20 20–30 30–40 40–50 50–60 60–70 70–80 80–90 90–100

SmaI mtRPL27a S27-T65+ 0 0 0 0 0 3 1 10 4 0 18

Empty vector – – 0 0 0 0 5 3 0 0 0 0 8
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we performed the co-segregation analysis of three S27-nivs

allele-speciWc dominant markers, M6_S27, M7_S27, and
M8_S27, with RM1309, which is tightly linked to the S27
locus (Fig. 1e). In the BC4F3 population, T65 homozygotes
and heterozygotes at RM1309 segregated in a 19:28 ratio
(�2 = 1.72, P = 0.19) (Table 3). None of the plants scored as
homozygous for the T65 allele of RM1309 were positive
for M6_S27 and M8_S27 markers, and all of the plants
scored as heterozygous were also positive for M6_S27 and
M8_S27 markers (Table 3). For M7_S27 marker, the ampli-
Wcation of the 217 bp DNA fragments from S27-nivs allele
was positive for the heterozygous plants at RM1309
whereas the ampliWcation of the 217 bp DNA fragments

was not observed for the T65 homozygous plants at
RM1309 (Tables 3, S1). This result demonstrates that the
three S27-nivs allele-speciWc dominant markers co-segre-
gated with RM1309, indicating the NGC clones were
ampliWed from the S27 locus.

Sequence analysis of the NGC clones revealed that
copies of both mtRPL27a and mtRPL27b exist in
IRGC105444, although a number of nucleotide mutations
were found in the coding and promoter regions of
mtRPL27a and mtRPL27b of S27-nivs relative to those of
S27-T65+ (Fig. 4a). When compared with the predicted
mtRPL27a amino acid sequence from S27-T65+, the pre-
dicted mtRPL27a amino acid sequence from S27-nivs

showed one amino acid substitution (methionine and iso-
leucine) in the C-terminal region (Fig. 4b). The mtRPL27b
protein sequence predicted from S27-nivs had this same
substitution. The mtRPL27a and mtRPL27b at S27 origi-
nated from the mtRPL27a at S28 (Ueda et al. 2006) and
both the mtRPL27a proteins deduced from S28-T65s and
S28-glum+ have a methionine residue at the 142nd position
(Yamagata et al. 2010). Therefore, the ancestral residue of
the 142nd position of the mtRPL27a and mtRPL27b pro-
teins could be methionine. This substitution is not located
in the ribosomal protein L27 domain, so it is unknown
whether these amino acid substitutions are associated with
the defect of the mtRPL27a and mtRPL27b genes in
S27-nivs. Although we cannot conWrm the causal mutation
with this sequence information alone, these mutations found
in S27-nivs might be the cause of loss-of-function of the
S27-nivs allele.

Table 3 Segregation of genotypes in the BC4F3 population, classiWed
by PCR markers

a TT, TN, and NN represent T65 homozygous DNA, heterozygous
T65/IRGC105444 DNA, and IRGC105444 homozygous DNA at
RM1309, respectively
b + and – symbols indicate the presence and absence of S27-nivs allele-
speciWc DNA bands ampliWed with M6_S27, M7_S27, and M8_S27
markers

Marker Segregation for RM1309 marker

TTa TN NN

+b – + – + –

M6_S27 0 19 28 0 0 0

M7_S27 0 19 28 0 0 0

M8_S27 0 19 28 0 0 0

Fig. 4 Molecular cloning of the genomic DNA sequence of S27-nivs.
a The genomic DNA structure of T65 and IRGC105444 around the
S27 locus on chromosome 8. Introns, non-coding exons, and coding
exons are indicated by thick horizontal lines, white boxes, and black
boxes, respectively. Bent arrows indicate ATG start codons, and TAA
indicates stop codons. White arrowheads above and below the line
indicate the insertion and deletion of nucleotides, respectively, and ver-
tical lines show nucleotide diVerences between IRGC105444 and T65
in the genomic region around mtRPL27. Thick black lines show the

positions of the four overlapping clones (NGC1, NGC2, NGC3, and
NGC4) containing portions of the S27-nivs allele. Black arrowheads
represent the locations and directions of the primers used for linkage
mapping of NGC clones to S27 in a BC4F3 segregating population.
b Multiple alignments of the predicted amino acid sequences of
mtPRL27 proteins from the S27-T65+ and S27-nivs alleles. Black back-
ground indicates amino acids conserved among the sequences. Red
asterisk shows the position of a predicted amino acid diVerence
between the mtRPL27 genes in S27-T65+ and those in S27-nivs
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Discussion

We recently reported that epistatic interaction between S27
on chromosome 8 and S28 on chromosome 4 caused hybrid
pollen sterility in a cross between T65 and O. glumaepa-
tula, and that the S27-glums allele is a loss-of-function
allele caused by complete absence of the mtRPL27a and
mtRPL27b genes (Yamagata et al. 2010). Here, we identi-
Wed a novel loss-of-function allele of S27, S27-nivs, in
hybrids between T65 and O. nivara accession IRGC105444.
Molecular cloning of the genomic DNA sequence of S27-
nivs indicated that two tandem copies of mtRPL27
(mtRPL27a and mtRPL27b) are located at S27-nivs. In addi-
tion, a number of nucleotide mutations were found in the
coding and promoter regions of mtRPL27a and mtRPL27b
of S27-nivs compared with those of S27-T65+. These results
demonstrate that S27-nivs and S27-glums are diVerent
loss-of-function alleles at the locus encoding the mtRPL27
protein.

From these results, we propose a model for the evolution
of the loss-of-function allele at S27 in the divergence of
AA-genome species (Fig. 5). The analysis of the Nippon-
bare reference sequences revealed the location of three cop-
ies of mtRPL27: mtRPL27a and mtRPL27b at S27
(chromosome 8) and mtRPL27a at S28 (chromosome 4)
(Ueda et al. 2006). mtRPL27a at S28 is the most ancestral
locus. An interchromosomal duplication generated a new
copy, mtRPL27a, at S27 on chromosome 8, and a subse-
quent intrachromosomal duplication of mtRPL27a at S27
generated one more copy, mtRPL27b, also at S27 (Ueda
et al. 2006). Moreover, because all investigated accessions
of the Asian AA-genome rice species (O. sativa, O. nivara,
and O. ruWpogon) have the duplicated segment at S27, we
propose that the gene duplication of mtRPL27a between
S27 and S28 occurred in the ancestral progenitor of the
Asian wild species (Yamagata et al. 2010). Since the geno-

mic sequences of both mtRPL27a and mtRPL27b were
observed in S27-nivs, we propose that loss-of-function
events occurred in both mtRPL27a and mtRPL27b after the
intrachromosomal duplication of mtRPL27 to evolve the
sterile allele of S27-nivs (Fig. 5). On the other hand, we
considered two possibilities for the origin of the S27-glums

allele. One is that the allele was directly transmitted from
the ancestral genome before the interchromosomal duplica-
tion. The other is that it lost both mtRPL27 copies after the
interchromosomal and intrachromosomal duplication
events by deletion of the duplicated region. The S27-glums

allele was not found in the Asian wild and cultivated rice
accessions, although it was found in the African wild spe-
cies O. barthii and O. longistaminata (Yamagata et al.
2010). This situation shows that diVerent loss-of-function
alleles are distributed in geographically and phylogeneti-
cally isolated species and serve as a potential factor of post-
zygotic isolation in each species. The segmental genomic
duplication of mtRPL27 that occurred in the ancestor of the
AA-genome species provided a source of loss-of-function
alleles and may have played an important role in the evolu-
tion of postzygotic reproductive isolation in the multiple
divergent lineages of AA-genome species. Future surveys
of other AA-genome accessions should reveal additional
types of loss-of-function alleles.

The evolutionary model of hybrid incompatibility by
gene duplication and reciprocal losses of duplicated gene
function has been proposed as a passive source of postzyg-
otic reproductive isolation between diverged species
(Lynch and Force 2000). This model was recently sup-
ported by studies of intraspeciWc hybrids within A. thaliana
(Bikard et al. 2009) and interspeciWc hybrids in rice
(Yamagata et al. 2010). It is well known that modern plant
genomes reXect the frequent occurrence of earlier genomic
segmental duplications and polyploidization events; for
example, up to 90% of loci are duplicated in A. thaliana

Fig. 5 Model for evolution of 
loss-of-function alleles of S27 
and S28 during the process of 
AA-genome divergence. Black 
boxes and white boxes indicate 
functional genes and pseudo-
genes, respectively. Black ar-
rows represent the duplication of 
mtRPL27 genes inferred from 
the reference sequence of Nip-
ponbare. Dotted arrows indicate 
the speculated origin of loss-of-
function alleles S27-glums, 
S27-nivs, and S28-T65s. 
Rounded rectangle indicates 
evolutionary process of duplica-
tion of the mtRPL27 postulated 
by Ueda et al. (2006)
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and 62% in rice (Paterson et al. 2004; Moore and Purugga-
nan 2005). The duplication of genes followed by loss of
function of some of these duplicates may provide a mecha-
nism for gene evolution, enabling postzygotic reproductive
isolation in divergent species. Our study provides experimental
evidence that the independent evolution of loss-of-function
alleles of duplicate genes contributes to postzygotic repro-
ductive isolation.

Acknowledgments This work was supported by a grant from the
Ministry of Agriculture, Forestry and Fisheries of Japan (Genomics for
Agricultural Innovation, QTL-5002).

References

Allard RW (1956) Formulas and tables to facilitate the calculation of
recombination values in heredity. Hilgardia 24:235–278

Bikard D, Patel D, Mette CL, Giorgi V, Camilleri C, Bennett MJ,
Loudet O (2009) Divergent evolution of duplicate genes leads to
genetic incompatibilities within A. thaliana. Science 323:623–626

Chang MT, NeuVer MG (1989) Maize microsporogenesis. Genome
32:232–244

Chen J, Ding J, Ouyang Y, Du H, Yang J, Cheng K, Zhao J, Qiu S, Zhang
X, Yao J, Liu K, Wang L, Xu C, Li X, Xue Y, Xia M, Ji Q, Lu J,
Xu M, Zhang Q (2008) A triallelic system of S5 is a major regulator
of the reproductive barrier and compatibility of indica–japonica
hybrids in rice. Proc Natl Acad Sci USA 105:11436–11441

Coyne JA, Orr HA (2004) Speciation. Sinauer Associates, Sunderland,
MA

Dellaporta SL, Wood J, Hicks JB (1983) A plant DNA miniprepara-
tion: Version II. Plant Mol Biol Rep 1:19–21

Doi K, Yasui H, Yoshimura A (2008) Genetic variation in rice. Curr
Opin Plant Biol 11:144–148

Fuse T, Sasaki T, Yano M (2001) Ti-plasmid vectors useful for func-
tional analysis of rice genes. Plant Biotechnol 18:219–222

Heslop-Harrison J, Heslop-Harrison Y (1970) Evaluation of pollen
viability by enzymatically induced Xuorescence; intercellular
hydrolysis of Xuorescein diacetate. Strain Tech 45:115–120

Hiei Y, Ohta S, Komari T, Kumashiro T (1994) EYcient transformation
of rice (Oryza sativa L.) mediated by Agrobacterium and sequence
analysis of the boundaries of the T-DNA. Plant J 6:271–282

Khush GS (1997) Origin, dispersal, cultivation and variation of rice.
Plant Mol Biol 35:25–34

Koide Y, Onishi K, Kanazawa A, Sano Y (2008) Genetics of specia-
tion in rice. In: Hirano H-Y, Hirai A, Sano Y, Sasaki T (eds) Rice
biology in the genomics era, biotechnology in agriculture and for-
estry 62. Springer, Berlin, pp 247–259

Kosambi D (1944) The estimation of map distance from recombination
values. Ann Eugen 12:172–175

Long Y, Zhao L, Niu B, Su J, Wu H, Chen Y, Zhang Q, Guo J, Zhuang
C, Mei M, Xia J, Wang L, Wu H, Liu YG (2008) Hybrid male ste-
rility in rice controlled by interaction between divergent alleles of
two adjacent genes. Proc Natl Acad Sci USA 105:18871–18876

Lynch M, Conery JS (2000) The evolutionary fate and consequences
of duplicate genes. Science 290:1151–1155

Lynch M, Force AG (2000) The origin of interspeciWc genomic incom-
patibility via gene duplication. Am Nat 156:590–605

McCouch SR, Teytelman L, Xu Y, Lobos KB, Clare K, Walton M, Fu
B, Maghirang R, Li Z, Xing Y, Zhang Q, Kono I, Yano M, Fjell-
strom R, DeClerck G, Schneider D, Cartinhour S, Ware D, Stein
L (2002) Development and mapping of 2240 new SSR markers
for rice (Oryza sativa L.). DNA Res 9:199–207

Moore RC, Purugganan MD (2005) The evolutionary dynamics of
plant duplicate genes. Curr Opin Plant Biol 8:122–128

Oka HI (1988) Functions and genetic basis of reproductive barriers. In:
Origin of cultivated rice. Japan ScientiWc Societies Press/Else-
vier, Tokyo, pp 181–209

Paterson AH, Bowers JE, Chapman BA (2004) Ancient polyploidiza-
tion predating divergence of the cereals, and its consequences for
comparative genomics. Proc Natl Acad Sci USA 101:9903–9908

Rieseberg LH, Willis JH (2007) Plant speciation. Science 317:910–
914

Sun S, Ting C-T, Wu C-I (2004) The normal function of a speciation
gene, Odysseus, and its hybrid sterility eVect. Science 305:81–83

Ueda M, Arimura S, Yamamoto MP, Takaiwa F, Tsutsumi N,
Kadowaki K (2006) Promoter shuZing at a nuclear gene for mito-
chondrial RPL27. Involvement of interchromosome and subsequent
intrachromosome recombinations. Plant Physiol 141:702–710

Win KT, Kubo T, Miyazaki Y, Doi K, Yamagata Y, Yoshimura A
(2009) IdentiWcation of two loci causing F1 pollen sterility in in-
ter- and intraspeciWc crosses of rice. Breed Sci 59:411–418

Yamagata Y, Yamamoto E, Aya K, Win KT, Doi K, Sobrizal, Ito T,
Kanamori H, Wu J, Matsumoto T, Matsuoka M, Ashikari M,
Yoshimura A (2010) Mitochondrial gene in the nuclear genome
induces reproductive barrier in rice. Proc Natl Acad Sci USA
107:1494–1499
123


	Independent evolution of a new allele of F<Subscript>1</Subscript> pollen sterility gene S27 encoding mitochondrial ribosomal protein L27 in Oryza nivara
	Abstract
	Introduction
	Materials and methods
	Plant materials
	DNA extraction and genotyping using SSR markers
	Evaluation of pollen fertility
	Observation of postmeiotic pollen development
	Evaluation of germination ability and viability of pollen
	Linkage analysis
	Complementation analysis
	Molecular cloning of the genomic DNA sequence of S27-nivs

	Results
	Identification of a pollen sterility gene on chromosome 8
	High-resolution linkage analysis of S27-nivs
	Complementation analysis
	Molecular cloning of the genomic DNA sequence of S27-nivs

	Discussion
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 149
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 149
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 599
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


