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Abstract Legumes provide essential micronutrients that
are found only in low amounts in the cereals or root crops.
An ongoing project at CIAT has shown that the legume
common bean is variable in the amount of seed minerals
(iron, zinc, and other elements), vitamins, and sulfur amino
acids that they contain and that these traits are likely to be
inherited quantitatively. In this study we analyzed iron and
zinc concentrations in an Andean recombinant inbred line
(RIL) population of 100 lines derived from a cross between
G21242, a Colombian cream-mottled climbing bean with
high seed iron/zinc and G21078, an Argentinean cream
seeded climbing bean with low seed iron/zinc. The popula-
tion was planted across three environments; seed from each
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genotype was analyzed with two analytical methods, and
quantitative trait loci (QTL) were detected using composite
interval mapping and single-point analyses. A complete
genetic map was created for the cross using a total of 74
microsatellite markers to anchor the map to previously pub-
lished reference maps and 42 RAPD markers. In total, nine
seed mineral QTL were identified on five linkage groups
(LGs) with the most important being new loci on b02 and
other QTL on b06, b08, and b07 near phaseolin. Seed
weight QTL were associated with these on b02 and b08.
These Andean-derived QTL are candidates for marker-
assisted selection either in combination with QTL from the
Mesoamerican genepool or with other QTL found in inter
and intra-genepool crosses, and the genetic map can be
used to anchor other intra-genepool studies.

Introduction

Iron deficiency anemia (IDA) and other micronutrient defi-
ciencies affect large numbers of people worldwide and in
many parts of Africa and Latin America are one of the top
health concerns especially among the poor (Graham et al.
2001). Worldwide, over three billion people are affected by
IDA while zinc deficiency in the human diet is probably
almost as widespread as the lack of sufficient iron (Frossard
et al. 2000). IDA causes loss in work productivity and com-
plications in childbirths while zinc deficiency causes stunting
and impaired disease immunity (Welch and Graham 1999,
2004). Biofortification addresses these constraints from a
diet perspective improving staple crops with higher amounts
of essential minerals (Pfeiffer and McClafferty 2007).

Food legumes provide essential micronutrients that are
found only in low amounts in the cereals or root crops and
in general contain appreciable quantities of iron, zinc, and
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other minerals (Wang et al. 2003). Legumes usually contain
higher concentrations of minerals than cereals due to
greater partitioning of these elements into their grain. It is
notable that iron homeostasis in both the plant and the grain
is mediated by transport and storage mechanisms, with the
protein iron reductase being key for uptake by roots and
ferritin being key to storage in vegetative tissue, nodules
and finally in grain (Briat and Lobreaux 1997). Zinc uptake
is often limited by soil availability, and the transport and
storage of this micronutrient is less clearly understood
although the mineral is important as a co-factor for many
proteins including transcription factors. The poorly studied
process of seed loading of iron and zinc is key to accumula-
tion of these minerals in legume seeds and involves mobili-
zation from vegetative to reproductive organs (Frossard
et al. 2000).

Common bean (Phaseolus vulgaris L.) is the most impor-
tant food legume for direct human consumption, being espe-
cially important in Eastern and Southern Africa and Latin
America (Broughton et al. 2003). Two basic types of com-
mon beans exist: large-seeded beans like kidney beans
which are from the Andean genepool and small-seeded
beans like navy beans from the Mesoamerican genepool. An
ongoing project at the International Center for Tropical
Agriculture (CIAT) as part of the Harvest Plus challenge
program on Biofortification has worked on the improvement
of both genepools for iron and zinc concentration (Graham
et al. 1999; Beebe et al. 2000; Blair et al. 2009a).

Among common bean varieties the large-seeded types of
the Andean genepool are the most commonly consumed in
Eastern and Southern Africa (Wortmann et al. 1998) and
are important in other regions and for international trade.
This genepool includes the commercial classes of red-mot-
tled beans and cream-mottled or sugar beans, both popular
in a large number of countries from Ethiopia to Malawi.
Cranberry beans produced in Canada, China and the United
States are also of the cream-mottled commercial class, and
are widely traded on international markets into South
Africa, Colombia, Europe and the Middle East. Large red
beans of both the radical and dark red kidney type are a
third commercial type from the Andean genepool found
throughout Eastern Africa but concentrated in Kenya and
Tanzania. These beans are also important in international
trade and have become an important health food in salad
bars around the world. In terms of growth habit, Andean
beans are very diverse ranging from type I determinate
bush beans to very tall type IV indeterminate climbing
beans (Singh et al. 1991a).

Given that CIAT’s objective in participating in the Bio-
fortification Project has been to assess the feasibility of
improving common beans for micronutrient concentration,
especially iron and zinc, we have engaged in extensive
analysis of the inheritance and diversity of iron and zinc
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concentrations in the two genepools of common beans.
Furthermore, since CIAT’s breeding program is structured
along genepool lines, we have conducted analysis with
recombinant inbred line populations in each genepool so as
to understand which genes influence the accumulation of
iron and zinc and how these vary in different bean types.
The development of genetic maps within the Andean gene-
pool is limited by low polymorphism (Blair et al. 2006a;
Cichy et al. 2009).

With this in mind, the goals of this study were (1) to con-
struct a new genetic map for a high x low iron Andean
recombinant inbred line (RIL) population and (2) to iden-
tify quantitative trait loci (QTL) for iron and zinc concen-
trations in this population. The population was derived
from G21242, a Colombian cream-mottled bean with high
seed iron/zinc concentration and G21078, an Argentinean
cream seeded bean with low seed iron/zinc. These geno-
types were the most contrasting Andean beans in the evalu-
ation of a core collection by Islam et al. (2002) and are both
climbing beans unlike our previous study of an Andean
bush bean cross as described in Cichy et al. (2009). The
QTL analysis was based on seed analyzed from three trial
sites using two analytical methods and involved the crea-
tion of the first intra-genepool genetic map ever-created for
Andean climbing beans all of which can assist Andean bean
breeding programs to improve seed micronutrient concen-
tration in this genepool. We also mapped the seed proteins
and ferritin phaseolin based on contrasting parental alleles
to determine association with iron concentration.

Materials and methods
Plant materials

A population of 100 recombinant inbred lines was developed
from the cross of two climbing beans, G21242 x G21078, at
the International Center for Tropical Agriculture (CIAT).
The population size was established at 100 due to the smaller
fields and wider spacing used for climbing beans and due the
higher expense and manual labor involved in experiments
involving this type of bean. In general RIL populations in
common bean are limited by the large seed size which makes
for a reduced number of seeds produced per plant compared
with other legumes or to the cereals.

The parents were identified by Islam et al. (2002) as the
most contrasting genotypes for seed iron and zinc concen-
tration within the Andean genepool based on a survey of
the CIAT core collection consisting of over 600 accessions
evaluated. G21078 is a low iron and zinc genotype from
Argentina with medium-sized, cream-colored seed with
type IVa climbing bean growth habit. G21242 is a high iron
and zinc genotype from Colombia with medium to large,
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cream-mottled seed with purple stripes and is also a climb-
ing bean with type IVa growth habit. The population was
created by advancing F, plants from the simple cross to the
F, generation and then through single-seed descent from
the F, to the Fs5 generation. The individual Fj5 selections
were planted for seed increase to the F, generation and the
resulting lines used for further experiments.

Genetic mapping

DNA was extracted for each of the lines in the Fs.; genera-
tion using the method of Afanador et al. (1993) and used
for all marker analysis described below. Microsatellite
(SSR or simple sequence repeat) markers from Yu et al.
(2000), Metais et al. (2002), Blair et al. (2003, 2009b, c)
and Grisi et al. (2007) were surveyed for polymorphism on
the parents of the population and then used for genetic map-
ping of segregants. A set of RAPD (randomly amplified
polymorphic DNA) markers were generated with 10
decamer primers from Islam et al. (2002) analyzed on the
entire set of RILs. In addition, a gene-based DNA marker
for the protein ferritin was mapped based on amplification
with a primer set For- 5" TCGCCGGGAAAGTTGCCAGT
3’ and Rev- 5 TTGCATAAAATGCTTGCAGTC 3’ for
the ferritin gene from common bean based on Spence et al.
(1991) (Genbank entry X58724). Amplification and band
detection conditions for these DNA based markers were as
described in the previous SSR studies with the ferritin
marker mapped with the following PCR reaction: 92°C for
1 min, 55°C for 1.5 min, 72°C for 2 min for 35 cycles and
5 min extension. In addition to the DNA based markers,
alleles for one protein marker for the seed storage protein
phaseolin was determined using a total extract of seed pro-
teins run on SDS-PAGE gels as described in Singh et al.
(1991b). Phaseolin map location was easily determined as
the population segregated for the “C” and “T” alleles which
are easily distinguished by the number and placement of
bands present on the protein gels (Brown et al. 1981). Poly-
morphisms and segregation patterns were scored for each
of the markers, bands or protein gels and a genetic map was
constructed using Mapmaker 3.0 (Lander et al. 1987) and a
minimum LOD of 3.0. The Kosambi function was used to
convert recombination fractions into genetic distances in
centiMorgans (cM). Linkage groups (LGs) were oriented
and named according to the conventions in Blair et al.
(2003) based on SSR loci.

Experimental sites

The population was analyzed over three typical bean-grow-
ing locations in Colombia: (1) Darién, Valle which is at
1,450 m elevation and has an average yearly temperature of
20°C average yearly temperature, an annual rainfall of

1,650 mm, and an Udand soil type; (2) Palmira, Valle
which is at 1,000 m elevation and has an average yearly
temperature of 24°C, an annual rainfall of 905 mm and a
Haplustoll soil type; and (3) Popaydn, Cauca which is at
1,730 m elevation and has an average yearly temperature of
18°C, an annual rainfall of 2,124 mm, and a Dystrudepts
soil type. Native, HCI, and H,SO, extractable mineral con-
centrations in the topsoil of Popayan and Darién were low,
averaging 2.40 and 4.39 mg/kg for iron and 3.56 and
0.76 mg/kg for zinc; however, total soil iron levels at lower
profiles were adequate averaging, 7.88 and 6.84 mg/kg.
These conditions are typical of acid soils (pH 5.6-6.1)
where Andean beans are grown. Meanwhile iron and zinc
soil concentration in Palmira were low at 1.74 and 3.44 mg/
kg for iron and zinc, respectively, but pH levels were higher
(pH 7.8). The trial in Popayén, where adaptation was best
due to the origin of the Andean genotypes, consisted in a
lattice design with three replications for the full set of 100
RILs. The trials in Darién and Palmira, which are lower ele-
vation sites with higher temperatures than Popayén, con-
sisted in randomized complete block experiments with two
replications each with only the most adapted 83 and 65
genotypes harvested, respectively. All the experiments
were planted with trellis supports since the population is
predominantly made up of climbing bean genotypes. Agro-
nomic management consisted in best practices as per Checa
and Blair (2008) with fertilization of 45 kg of P ha™! as
superphosphate in Popayin and Darién, but not in Palmira.
At all sites three foliar applications of zinc and boron as mic-
roelements (300 g ha~! as chelates) were carried out at 14
and 21 days after planting. Protective fungicide and insecti-
cide treatments were applied as needed. In all seasons, plots
were hand-harvested to avoid contamination by metal
machinery. Seed weight (SW) was measured across experi-
mental locations for each genotype by weighing 100 seeds.

Mineral analysis

Two methods of mineral analysis were implemented for the
same seed harvest from Popaydn: namely, (1) inductively
coupled plasma (abbreviated ICP) analysis at the Univer-
sity of Adelaide using an ARL 3580 ICP with optical emis-
sion spectrometry and (2) atomic absorption spectroscopy
(AAS) using a Unicam SOLAAR 969 mass spectrophotom-
eter at the CIAT analytical services lab. The samples from
the other two sites (Darién and Palmira) were only analyzed
with the AAS technique to save on processing costs as this
method is only a third as costly as ICP sampling. Sample
preparation for the ICP technique involved grinding 10 g of
beans (about 30 seeds) in a coffee mill, while for the AAS
technique a separate 5 g of beans (about 15 seeds) were
ground using a Retsch mill and aluminum grinding balls
and elliptical chambers. The seeds were surface cleaned
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with ethanol to remove soil and dust and oven dried at 45°C
before grinding. Details of the ICP and AAS procedures
using nitric/perchloric acid digested samples are as
described in Blair et al. (2009a) and as in that research we
were interested in validating the less expensive AAS assay
to complement ICP analysis.

Data analysis

Analyses of variance (ANOVA) and Pearson’s correlations
between mineral averages and SW of the RILs were carried
out using the program Statistix version 8.0 (Analytical
Software, Tallahasse, FL, USA). QTL were detected with
composite interval mapping (CIM) analysis that was car-
ried out using the software program QTL Cartographer v.
1.21 (Basten etal. 2001) and the genetic map for the
G21242 x G21078 populations as described earlier. The
following parameters were used for CIM analysis: 10 cM
window size, 1 cM walkspeed, five significant background
markers, analysis by forward and backward multiple linear
regression for each chromosomal position with a global sig-
nificance level of 5% and probability thresholds of 0.05 for
the partial F test for both marker inclusion or exclusion.
Determination coefficients were calculated for each interval
separately (R®) and for each interval given the background
markers (TR?) to determine the phenotypic variance
explained by a single QTL (either alone or in conjunction
with all other significant intervals). Population distributions
were evaluated for normality with QTL Cartographer and
LOD (log of the odds) thresholds for the individual QTL
for each trait were determined by the generation of 1,000
permutations of the data for that trait (Churchill and Doerge
1994). Results were displayed using QTL Cartographer and
represented graphically with standard drawing software, to
designate genomic regions that proved to be significant in
the analysis described above.

Results
Population distributions and parental differences

Iron and zinc concentrations in the RILs presented a contin-
uous distribution for all three locations (Darién, Palmira,
and Popaydn) and for both AAS and ICP in Popayan, sug-
gesting that mineral concentration behaved as a quantitative
trait (Fig. 1). The range and averages for iron concentration
for AAS was higher in Darién (28.0-95.1 mg/kg with aver-
age of 54.5 mg/kg) than in Popayan (30.1-88.4 mg/kg with
average of 48.3 mg/kg), while the zinc concentration
range and average for AAS was lower in Darién
(16.9-37.0 mg/kg with average of 26.6 mg/kg) than in
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Popayén (22.2-56.8 mg/kg with average of 31.5 mg/kg).
Results with ICP analysis had similar population distribu-
tions as with AAS; however, G21078 was lower in iron
concentration in the ICP analysis than in the AAS analysis,
even though G21242 was similar. For zinc, the average of
all the RILs was higher for ICP than for AAS, but the popu-
lation distribution was similar.

The parents of the population showed significant differ-
ences and were contrasting in terms of mineral concentra-
tion in both of the mineral analyses (Fig. 1). G21242, the
high mineral parent, was always higher in mineral concen-
tration than G21078, the low mineral parent. In the case of
iron concentration, G21078 tended to have values lower
than the mean of the population (24.1-52.2 mg/kg) while
G21242 was closer to the upper extreme of the population
(83.1-98 mg/kg) distribution. This was especially true in
the case of ICP analysis where G21242 was higher than any
of the RILs while in AAS analysis the parents tended to be
near the edges of the population distribution except for
G21078 which in Palmira (52.2 mg/kg) was not as low in
iron as in the other sites, Darién (35.5 mg/kg) and Popayan
(24.1 mg/kg). Meanwhile in the case of zinc concentration
the parents were more intermediate but still contrasting
with G21242 always near the high end of the distribution
(32.5-41.2 mg/kg) but G21078 more intermediate (21.8—
27.3 mg/kg). This was not surprising since G21078 was
selected for being very low in iron but less so in zinc. ICP
values for zinc were higher in range for the RILs, but
G21242 was lower when measured with AAS. Overall,
transgressive segregation for low iron and for both high and
low zinc was evident in the population across the three
locations.

Comparison of mineral detection methods and correlations
between minerals

Among the methods used for mineral analysis the ICP and
AAS were highly reliable and were significantly correlated
(r=10.849 for iron and r = 0.860 for zinc). The high corre-
lations between methods showed the reliability of each
method in determining iron and zinc seed concentrations.
The AAS technique provided a savings in processing and
reagent costs and so was the preferred method compared
with the ICP technique. Reliability of the AAS method was
high with low standard deviation for parental genotypes
and coefficients of variation averaging 6.8% for iron and
5.6% for zinc per genotype in the analysis of variance con-
ducted for each location. Correlations between minerals
were also high in Darién (r = 0.61 for AAS), and Popayan
(r=0.75 for AAS, r=0.63 for ICP), but not in Palmira
(Table 1). Correlations between seed weight and minerals
were mostly non-significant.
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Fig. 1 Population distributions for seed iron (Fe) and zinc (Zn) con-
centrations (in mg/kg) among RILs of the G21242 x G21078 popula-
tion grown in Darién, Palmira and Popayéan as determined by atomic
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Table 1 Correlations between locations and mineral detection
methods for seed iron and seed zinc concentrations and between
minerals within each location and method in an Andean recombinant
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absorption spectroscopy (AAS) or inductively coupled plasma—optical
emission spectrometry (abbreviated ICP). Maternal (A) and paternal
(B) mineral values indicated by arrows

inbred line population grown in Darién, Palmira and Popayan and
analyzed with atomic absorption spectroscopy (AAS) or inductively
coupled plasma (ICP)

Location Mineral Iron versus iron Zinc versus zinc Iron
detection versus
method 1 2 3 4 1 2 3 4 zinc

1. Darién AAS 1.0 1.0 0.61

2. Palmira AAS 0.42% 1.0 0.15™ 1.0 —0.03™

3. Popayén AAS 0.62%* 0.42%* 1.0 0.47%* 0.43%* 1.0 0.61%*

4. Popayan ICP 0.65%* 0.44* 0.87%** 1.0 0.44%* 0.38%* 0.89%#%* 1.0 0.61%*

Genetic map construction

A full genome map was constructed for the G21242 x
G21078 cross, but low polymorphism required the screen-
ing of a large number of SSR markers. For example, a total
of 700 primer pairs were screened on the parents, but only
74 mappable markers were found in that survey resulting in
an overall polymorphism rate of 10.6% across all the SSR
types. Among the individual types of SSR markers, the
polymorphism rate was higher for BM series markers from

Gaitan et al. (2002) with 30 out of 68 markers mappable
(44.1% of total) perhaps because they target long GA
repeats. Polymorphism rate was low for CA repeat based
markers from Grisi et al. (2007) with only 13 loci placed
(6.7%), for gene-based markers from Yu et al. (2000) with
only 4 loci placed (10.8%) and for new BM and BMc series
markers from Blair et al. (2009b, ¢) with only three and ten
markers placed (3.8 and 4.0%, respectively). This could be
due to the fact that the markers from the Blair et al. (2009b)
and Yu et al. (2000) are from gene-based cDNA sequences.
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Table 2 Number of SSR and RAPD markers integrated into linkage
groups (LG) of the new genetic map for the G21242 x G21078
population

LG SSR  RAPD Total Distance Average  Segreg.
(cM) distance distortion

BO1 6 0 6 31.9 5.32 NA
B02 11 6 17 151.2 8.89 G21242
B03 7 1 8 434 5.43 G21078
B04 6 4 10 522 5.22 NA
BO5 4 4 8 47.1 5.89 NA
B06 6 6 12 104.2 8.68 NA
BO7* 6 10 18 78.9 4.38 G21078
B08 8 5 13 52.1 4.01 NA
B09 6 1 7 50.5 7.21 NA
B10 7 5 12 419 4.09 G21242
B11 7 0 7 72.6 10.37 NA
Total 74 46 118 726.0 6.15 -

* Includes two gene-based markers: Fer ferritin (evaluated as a STS-
based marker) and Phs phaseolin (evaluated as a protein-based marker)

BMd and ATA series markers from Blair etal. (2003,
2008) were intermediate in polymorphism with 5 and 9 loci
placed for each. The higher polymorphism of these markers
could be due to their being based on AT-rich SSR
sequences. RAPD polymorphisms per primer were also
intermediate to low; however, a total of 42 RAPD markers
could be mapped on the genetic map.

Among the noticeable characteristics of the genetic map
was that all 11 chromosomes of the common bean genome
were represented by the LGs identified in the mapping and
that these did not vary greatly in size with most being from
40 to 80 cM in size (Table 2). The largest LGs by genetic
distance were b02 (151.2 cM) and b06 (104.2 cM) while
the smallest was b01 (31.9 cM). Average linkage group size
was 66 cM and the total map length was 726 cM which
represents about 75-80% the map coverage of other genetic
maps created for common bean. The average number of
SSR loci per LG was 6.7, and these tended to be well
distributed (xz =0.009, P=0.9227) which provided
sufficient anchor points to orient and align the new genetic
map with those of Blair et al. (2003, 2006b, 2008) and Yu
et al. (2000). The average number of RAPD loci per LG
was only 3.8 but these tended to cluster on certain LGs
(4> =6.64, P <0.01).

Overall marker distribution considering both SSR and
RAPD markers was fairly uniform with 6-18 markers
placed on each LG. As a result, the distance between DNA-
based markers was 6.25 cM while this varied between LGs
with bO8 and b10 having high saturation of one marker
every 4.01 and 4.09 cM, respectively, compared with bl1,
b02 and b06 with one marker every 10.37, 8.89, and
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8.86 cM, respectively. In contrast, bO7, with one marker
every 4.38 cM benefited from further saturation of two
gene-based markers, including the Phaseolin protein
marker (Phs) which was closely linked with BM185 and at
approximately 10 cM from the STS marker for the Ferritin
gene (Fer). SSR markers were over-represented on b02 as
has been found in many previous studies (Blair et al. 2003,
2008) but were uniformly distributed with 6-8 markers on
all other LGs except b05 with 4. Meanwhile, RAPD markers
were overrepresented on b02, b06, b07, and b10 and under-
represented on b0l and bll. Segregation distortion was
observed in parts of four LGs but was not as notable as in
inter-genepool crosses.

QTL identification

Using CIM analysis, in total 9 QTL were detected for min-
eral concentration in the population across 5 of the 11 LGs
(Table 3, Fig. 2). Of these, six QTL were for iron concentra-
tion and three QTL were for zinc concentration. Among the
iron concentration QTL, three were from the AAS analysis
and three from the ICP analysis. The QTL on b02 for iron
detected with ICP and AAS overlapped near the markers
H1902b and EO403A. Separate QTL for iron were detected
with AAS at two positions on b06 near the markers BM137
and NO401B, respectively. Another QTL for iron was
detected with ICP at the Phaseolin locus and overlapped
with the marker BM 185, while another iron QTL detected
with ICP was found near the marker BMc65 in the middle of
b09. Among the zinc QTL none were detected for ICP anal-
ysis only for AAS analysis. All the QTL were detected in
Palmira which may indicate genotype x environment inter-
action for zinc accumulation and more variability for this
trait in Palmira than in the other locations.

The significant QTL for zinc concentration with CIM
analysis were found at the bottom of b02 near the markers
PV25 and PV1l1, at the bottom of bO7 near the marker
BM239 and in the middle of b08 near the markers BM153
and BM165. Seed size QTL were detected at three loca-
tions with CIM analysis. These were at the same locus that
was significant for iron concentration under AAS and ICP
analyses at the top of b02 and at separate sites in the middle
of b03 (between the markers BMc33 and X1101B) and b11
(associated with bMd22). The most significant of these
QTL was the one on b03 with a determination coefficient of
19.4% while the others were slightly less significant at 17.5
and 15.0%, respectively.

Meanwhile, SPA analysis was conducted using qGene
(Nelson 1997), and a total of 32 markers were significantly
associated at P <0.05 with mineral concentration in the
G21242 x G21078 population (Fig.2). In addition, 20
markers were significantly associated at P < 0.05 with seed
size. For the markers associated with minerals, significant
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Table 3 Quantitative trait loci (QTL) for iron (Fe) and zinc (Zn) concentrations or seed weight (SW) identified with composite interval mapping

in the G21242 x G21078 recombinant inbred line population

TRAIT QTL Environment LG Marker LOD R? TR? Additivity Source
Fe Fe-ICP2a Popayén 2 H1902B 2.53 9.29 39.13 3.37 G21242
Fe-ICP7a Popayan 7 BM185 3.26 13.04 39.20 7.81 G21078
Fe-ICP9a Popayén 9 BMc65 2.95 15.57 45.38 4.59 G21242
Fe-AAS2a Popayan 2 E0403A 4.20 21.69 33.55 4.95 G21242
Fe-AAS6b Darién 6 BM137 2.88 13.87 42.20 4.89 G21078
Fe-AAS6¢ Palmira 6 N0401B 3.28 25.50 47.41 6.27 G21242
Zn Zn-AAS2c Palmira 2 PV11 4.00 18.63 54.88 3.25 G21242
Zn-AAS7c Palmira 7 BM239 5.35 27.79 55.49 5.18 G21242
Zn-AAS8c Palmira 8 BM165 3.02 13.55 53.69 2.32 G21242
SW SW2a Popaydn 2 P0903B 3.95 17.47 38.57 3.80 G21078
SW3a Popayan 3 X1101B 3.41 19.42 43.78 3.60 G21242
SWila Popayén 11 BMd22 3.37 15.00 39.27 3.05 G21078

Traits refer to iron (Fe), zinc (Zn) or seed weight (SW)

QTL name based on association with iron (Fe) or zinc (Zn) concentrations and with atomic absorption spectroscopy (AAS) or inductively coupled
plasma—optical emission spectrometry (abbreviated ICP) while trials refer to seasons in Popayén (a), Darién (b) and Palmira (c). Number within

QTL name represents linkage group and order of QTL

QTL with LOD >2.5 listed in table. Empirical LOD thresholds based on 1,000 permutations used for QTL detection as recommended by Churchill
and Doerge (1994) were 2.69 for Fe-ICPa, 2.68 for Fe-AASa, 2.69 for Fe-AASb, 2.92 for Fe-AASc, 2.79 for ZnAASc, 2.89 for SWa

associations were about even for zinc (21) and iron (17)
concentrations across the analytical techniques analyzed. In
comparing the CIM and SPA analyses, more QTL loci were
identified with the latter technique compared with the first
one, although there was good alignment between the QTL
detected with the two methods. SPA analysis showed that
even when CIM analysis did not detect significance for
both minerals at a certain locus, SPA analysis usually did
detect significance, confirming the physiological relation-
ship for iron and zinc accumulation for the majority of
QTL.

As measured by the determination coefficients in the
CIM analysis, the most important QTL detected in this
study were the iron QTL detected with AAS on b02 and
b06 in Popaydn and Palmira with 21.7 and 25.5% of vari-
ance explained, respectively; and the zinc QTL found with
AAS on b02 and b07 for Palmira with 18.6 and 27.8% vari-
ance explained, respectively. The positive allele for all
these QTL came from G21242 the high mineral parent. The
lack of QTL from Darién could be due to smaller number of
RILs tested there. The iron QTL found near the Phaseolin
locus with CIM/SPA analysis of ICP and AAS results were
important due to their close association with the seed
protein locus and relatively high determination coefficients
of 13.0-27.8%, the latter in Palmira. However, curiously
the source of higher iron was G21078 at this locus. No
QTL was directly associated with the newly mapped ferritin
locus.

Discussion

The principal achievement of this research was to identify
QTL for iron and zinc concentration on a newly created,
full-genome genetic map for an intra-genepool cross
involving a high-mineral Andean parent and a low-mineral
Andean parent. For the genetic map, all 11 chromosomes/
LGs were identified by comparative mapping with micro-
satellite markers mapped by Blair etal. (2003, 2006b,
2008). Since multiple sources of microsatellite markers
were used in this study, the resulting genetic map integrated
various types of markers together including various sorts of
microsatellites as well as RAPDs, and this appeared to help
with better saturation and wider distribution of loci than has
been observed in previous studies. The average distance of
6.15 cM between markers was considered to be useful for
the QTL analysis of phenotypic results on micronutrient
concentration across the three locations.

In terms of microsatellite marker mapping in the present
map and in previous maps, marker placement to each LG
was largely conserved, especially with ATA markers for
Blair et al. (2008), the BM and BMd markers of Blair et al.
(2003) and the PV markers of Grisi et al. (2007). Compared
with the latter study, which integrated the BM and PV
marker types, PV14 that had not been mapped before was
added to b06 (chromosome 1 according to designation of
Pedrosa et al. 2003) while all other 13 PV markers were
found on the correct chromosomes/L.Gs. Meanwhile, a total
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Fig. 2 Quantitative trait loci (QTL) for seed iron (Fe) and zinc (Zn)
concentrations and seed weight (SW) in the G21242 x G21078 recom-
binant inbred line mapping population (refer to Table 3 for QTL
names). Vertical lines for each composite interval mapping QTL to the
left of each linkage group (b01 to b11) represent the range of the QTL
that are above the LOD threshold (#hin line represents lower LOD QTL
and thick line represents higher LOD QTL as confirmed with permuta-
tion tests); horizontal marks on the lines indicate the LOD peak for the
QTL. Number of boxes with the same shading to the right of the

of 24 BM markers from Blair et al. (2003, 2006b) were
correctly assigned to linkage groups.

Similarly, eight new BMc markers (BMc32, BMc33,
BMc34, BMc65, BMcl15, BMcl21, BMcl23 and
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linkage groups indicates the single-point analysis QTL and its significance
for each of the trait x location combinations; where atomic absorption
spectroscopy is abbreviated as AAS and inductively coupled plasma—
optical emission spectrometry is abbreviated ICP and the locations are
indicated by letters (a) for Popayén, (b) for Darién and (c) for Palmira.
Bolded markers are on the same linkage group as in the previous
studies of Blair et al. (2003, 2006b, 2008) and Yu et al. (2000), while
italicized markers are on different linkage group

BMc350) from Blair et al. (2009b) and three new BM
markers (BM229, BM238, and BM239) from Blair et al.
(2009c) were placed to a linkage group for the first time on
any bean genetic map, especially relative to previously



Theor Appl Genet (2011) 122:511-521

519

mapped markers. Seven out of nine BMd markers (BMd22,
BMd26, BMd42, BMd53, BMd78, BMd81, and BMd85)
were placed for the first time relative to BM or PV markers
in this study as were four BM markers (BM153, BM171,
BM188, BM202) not mapped in Blair et al. (2003, 2006b,
2008). Meanwhile, the Yu et al. (2000) markers PV-at001,
PV-at008, PV-ctt001 and PV-gaat001 were all in the same
positions as in Blair et al. (2003) and four ATA markers
(ATAO3, ATA06, ATAO7, and ATA10) were placed in the
same positions as in Blair et al. (2008) except locus BN
found on b11 instead of b03.

Another result of this study was that the relative polymor-
phism of different microsatellite types could be compared
and the GA-based genomic markers of Gaitan et al. (2002)
were found to be superior in polymorphism within the
Andean genepool compared with CA-based genomic markers
from Grisi etal. (2007) or gene-based markers from Yu
et al. (2000) or Blair et al. (2009b). Some ATA-based markers
and Genbank-derived microsatellites from Blair et al. (2003,
2008), respectively, were of moderate polymorphism and
would be recommended for other intra-genepool mapping
projects certainly within the Andean genepool and perhaps
for the Mesoamerican genepool as well.

Apart from the single-copy SSR markers, two gene-based
markers were integrated into chromosome b0O7. These were
for the phaseolin and ferritin genes. The mapping of phaseo-
lin was based on segregation of the seed protein patterns with
the “C” phaseolin pattern present in G21242 and the “T”
phaseolin pattern present in G21078. Meanwhile, the ferritin
locus was mapped based on segregation of a dominant band.
The placement of Phaseolin in this chromosome has long
been known (Gepts 1999) while the mapping of the ferritin
locus is a novel aspect of the present study since ferritin loci
in common beans have not been characterized, although a
multi-gene family is known to exist on various chromosomes
for other legumes (Wardrop et al. 1999).

The genetic map was found to be useful for a detailed
study of the genetics of iron and zinc concentrations. As in
previous studies, the inheritance of seed iron and zinc con-
centration in this Andean x Andean climbing bean popula-
tion was found to be quantitative; confirming results from
Blair etal. (2009a) for an inter-genepool Andean x
Mesoamerican bush bean population and Cichy et al. (2009)
for an intra-genepool Andean bush bean population. These
results were confirmed by the normal distribution observed
for each combination of mineral x location or mineral X
analytical method and the fact that the distribution means
were close to the bi-parental means in each case. Given the
large difference in mineral concentration (especially for seed
iron between the parents) it was expected that the RIL indi-
viduals would have a wide range of values and this was the
case. The segregation for the iron and zinc traits allowed us
to find QTL for each of these characteristics.

Among the noticeable results of the QTL analysis was
the significance of QTL for iron concentration at the top of
b02, in the middle of two other LGs (b06 and b08) and at
the top and middle of b09. The QTL on b02 appear to be
novel compared to QTL found in previous studies while
there was some alignment with iron QTL on b06 and b08
found by Blair et al. (2009a) and iron QTL found on b06
and b09 by Cichy et al. (2009). The lack of QTL for iron
and zinc concentration on b01 in this study contrasts with
results from Cichy et al. (2009) for another Andean popula-
tion, but could be due to the fact that the present population
did not segregate for the fin gene since the new population
was created from two indeterminate, Andean climbing
beans.

The phaseolin locus and adjacent markers on b07 were
found to have some association with iron and zinc concen-
trations as was found also by Blair et al. (2009a). The
reason for phaseolin’s role in accumulation of minerals is not
clear unless accumulation of overall seed storage protein is
correlated with increase in other proteins such as ferritin. It
is tempting to assign a role for the ferritin gene which
mapped within 10 cM of the Phaseolin locus, but pheno-
typic associations were not significant for this trait at this
marker. One other surprise from this study was that the LG
b11 had no effect on iron or zinc concentration in this popu-
lation despite the fact that major QTL for iron and zinc
concentrations have now been localized on that chromosome
in two previous studies (Blair et al. 2009a; Cichy et al.
2009). As in those previous studies there was evidence for a
common mechanism of seed iron and zinc accumulation
given overlapping QTL for the two minerals.

Further analysis of linkage group b11 and b07 would be
useful, especially to map other ferritin genes as the proteins
encoded by this gene family are the principal storage pro-
teins for iron in plant seeds and vegetative organs (Frossard
et al. 2000). The differential expression of ferritin in differ-
ent genotypes or different organs might explain aspects of
iron homeostasis which leads to high iron accumulation.
Similarly, iron reductase may be important in iron uptake
and may lead to higher seed iron (personal communication,
M. Grusak, USDA). In contrast there are few candidate
genes for zinc accumulation.

Another unique aspect of this research was that we used
a high iron source (G21242 with over 85 mg/kg iron)
crossed with a low iron source (G21078 with under 35 mg/
kg concentration). As was expected, the positive allele for
higher iron came from the high mineral parent in the major-
ity of cases except at the phaseolin locus which may indi-
cate that higher iron alleles may sometimes be associated
with the low mineral parent. Another iron QTL on b06
came from G21078 which may be similar to QTL found in
a Mesoamerican x Mesoamerican mapping population
(CIAT, unpublished), although a linked QTL on b06 for
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iron was from G21242. The relatively low number of QTL
found for each mineral may be the result of more oligo-
genic inheritance in the intra-genepool cross or may be a
result of the number of RILs used in the study. Oligogenic
inheritance is supported by results of Guzman-Maldonado
et al. (2003) who found two QTL explaining 25% of vari-
ance for iron and one QTL explaining 15% of variance for
zinc; and by Gelin et al. (2007) who found only a single
QTL for seed zinc concentration which explained 17.8% of
variability for the trait.

Previous studies have also shown variability in iron and
zinc concentrations for seed grown in different environ-
ments or years or analyzed by different methods (Blair et al.
2009a; Cichy et al. 2009) so it was not surprising to find
some QTL specific for one environmental site or methodol-
ogy versus another. QTL for ICP and AAS tended to over-
lap especially for iron on b02 and b07. There have also
been differing results on the relationship of mineral and
seed weight QTL with no association found between these
in the inter-genepool cross from Blair et al. (2009a) except
possibly at the phaseolin locus which in these types of pop-
ulations has an effect on seed size. Meanwhile, in the analy-
sis of an Andean x Andean bush bean population by Cichy
etal. (2009) seed weight QTL overlapped with mineral
QTL on b01 and were closely linked to mineral QTL on
b06, but were not overlapping with mineral concentration
QTL on b05, b08, b09 or b11. Here, for climbing beans we
find only a loose association of seed weight QTL on b02
and b08 with seed mineral concentration QTL. The rela-
tionship between seed weight and mineral concentration
should be studied further as previous authors have found
that the proportion that the seed coat represents to the entire
seed may influence iron concentration (Moraghan and
Grafton 2002; Moraghan 2004; Ariza-Nieto et al. 2007).

In conclusion, we analyzed micronutrient QTL in the
first intra-genepool genetic map for Andean climbing beans
based on two parents that were highly contrasting for their
seed mineral concentration. The use of multiple sources of
microsatellites allowed us to build an unbiased map with
uniform distribution of SSR markers. Meanwhile, the use
of previously mapped markers allowed the genetic map to
be linked to those of Blair et al. (2003) while integrating
never-before mapped SSRs together with gene-based markers
such as phaseolin and ferritin and established anchor points.
In the CIM-QTL analysis we found that most positive
alleles (7 out of 9) came from the unique high mineral
climbing bean parent and did not show G x E interaction or
association with seed size QTL. Meanwhile, only two mineral
QTL were contributed by the low mineral parent.

Among the QTL discovered, the important and environ-
mentally stable locus on linkage group b02 will be useful
for molecular breeding while the association of mineral
concentration with the phaseolin locus will be explored fur-
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ther, especially in relationship to protein concentrations and
the linked ferritin locus. Significant and positive correla-
tions between environments (r = 0.42-0.87, P =0.001) for
iron showed that G x E effects are manageable for this
mineral while more careful analysis is needed for zinc
where correlations between environments are more vari-
able. Significant correlations between iron and zinc, mean-
while, may reveal a physiological relationship between the
uptake of the two minerals in low pH soils as has been
observed before for iron and zinc concentrations (Blair
etal. 2009a, b, c; Cichy et al. 2009). Given that Andean
beans are a predominant crop in many areas of Eastern and
Southern Africa as well as parts of Latin America (Brough-
ton etal. 2003; Wortmann et al. 1998), the discovery of
Andean QTL for micronutrient concentration is expected to
make a large contribution to Biofortification breeding of
common beans for these regions.

Acknowledgments This work was supported principally by a Harvest
Plus challenge program grant to MWB, and funds from DANIDA to
MWB and SEB used for early map development and ICP analysis. We
are grateful to A. Hoyos and O. Mosquera for excellent field and labo-
ratory assistance, respectively and to T. Fowles at Waite lab for ICP
analysis.

References

Afanador L, Haley SD, Kelly JD (1993) Adoption of a mini-prep DNA
extraction method for RAPD marker analysis in common bean.
Ann Rep Bean Improv Coop 35:11

Ariza-Nieto M, Blair MW, Welch RM, Glahn RP (2007) Screening of
bioavailability patterns in eight bean (Phaseolus vulgaris L.)
genotypes using the Caco-2 cell in vitro model. J] Agr Food Chem
55:7950-7956

Basten CJ, Weir BS, Zeng ZB (2001) QTL Cartographer: a reference
manual and tutorial for QTL mapping. Department of Statistics,
North Carolina State University, Raleigh

Beebe S, Gonzalez AV, Rengifo J (2000) Research on trace minerals
in the common bean. Food Nutr Bull 21:387-391

Blair MW, Pedraza F, Buendia HF, Gaitan-Solis E, Beebe SE, Gepts
P, Tohme J (2003) Development of a genome-wide anchored
microsatellite map for common bean (Phaseolus vulgaris L.).
Theor Appl Genet 107:1362-1374

Blair MW, Giraldo MC, Buendia HF, Tovar E, Duque MC, Beebe SE
(2006a) Microsatellite marker diversity in common bean (Phase-
olus vulgaris L.). Theor Appl Genet 113:100-109

Blair MW, Iriarte G, Beebe S (2006b) QTL analysis of yield traits in
an advanced backcross population derived from a cultivated
Andean x wild common bean (Phaseolus vulgaris L.) cross. The-
or Appl Genet 112:1149-1163

Blair MW, Buendia HF, Giraldo MC, Métais I, Peltier D (2008) Char-
acterization of AT-rich microsatellites in common bean (Phaseo-
lus vulgaris L.). Theor Appl Genet 118:91-103

Blair MW, Astudillo C, Grusak M, Graham R, Beebe S (2009a) Inher-
itance of seed iron and zinc content in common bean (Phaseolus
vulgaris L.). Mol Breed 23:197-207

Blair MW, Muiioz-Torres M, Giraldo MC, Pedraza F (2009b) Devel-
opment and diversity assessment of Andean-derived, gene-based
microsatellites for common bean (Phaseolus vulgaris L.). BMC
Plant Biol 9:100



Theor Appl Genet (2011) 122:511-521

521

Blair MW, Muiioz M, Pedraza F, Giraldo MC, Buendia HF, Hurtado N
(2009¢) Development of microsatellite markers for common bean
(Phaseolus vulgaris L.) based on screening of non-enriched small
insert genomic libraries. Genome 52:772-782

Briat J-F, Lobreaux S (1997) Iron transport and storage in plants.
Trends Plant Sci 2:187-193

Broughton WIJ, Hernandez G, Blair M, Beebe S, Gepts P, Vanderley-
den J (2003) Beans (Phaseolus spp.)—model food legumes. Plant
Soil 252:55-128

Brown JWS, Ma Y, Bliss FA, Hall TC (1981) Genetic variation in the
subunits of globulin-1 storage protein of French bean. Theor Appl
Genet 59:83-88

Checa OE, Blair MW (2008) Mapping QTL for climbing ability and
component traits in common bean (Phaseolus vulgaris L.). Mol
Breed 22:201-215

Churchill GA, Doerge RW (1994) Empirical threshold values for
quantitative trait mapping. Genetics 138:963-971

Cichy KA, Caldas GV, Snapp SS, Blair MW (2009) QTL analysis of
seed iron, zinc and phosphorus levels in an Andean bean popula-
tion. Crop Sci 49:1742-1750

Frossard E, Bucher M, Machler F, Mozafar A, Hurrell R (2000) Poten-
tial for increasing the content and bioavailability of Fe, Zn and Ca
in plants for human nutrition. J Sci Food Agric 80:861-879

Gaitan E, Duque MC, Edwards KJ, Tohme J (2002) Microsatellite
repeats in common bean (Phaseolus vulgaris): isolation, charac-
terization, and cross-species amplification in Phaseolus ssp. Crop
Sci 42:2128-2136

Gelin JR, Forster S, Grafton KF, McClean P, Rojas-Cifuentes GA
(2007) Analysis of seed-zinc and other nutrients in a recombinant
inbred population of navy bean (Phaseolus vulgaris L.). Crop Sci
47:1361-1366

Gepts P (1999) Development of an integrated linkage map. In: Singh
SP (ed) Common bean improvement for the twenty-first century.
Kluwer, Dordrecht, pp 389-400

Graham R, Senadhira D, Beebe S, Iglesias C, Monasterio I (1999)
Breeding for micronutrient density in edible portions of staple
food crops: conventional approaches. Field Crops Res 60:57-80

Graham RD, Welch RM, Bouis HE (2001) Addressing micronutrient
malnutrition through enhancing the nutritional quality of staple
foods: principals, perspectives and knowledge gaps. Adv Agron
70:77-144

Grisi MCM, Blair MW, Gepts P, Brondani C, Pereira PAA, Brondani
RPV (2007) Genetic mapping of microsatellite markers in com-
mon bean (Phaseolus vulgaris) population BAT93 x Jalo
EEP558. Genet Mol Res 6:691-706

Guzman-Maldonado SH, Martinez O, Acosta-Gallegos J, Guevara-
Lara FJ, Paredes-Lopez O (2003) Putative quantitative trait loci
for physical and chemical components of common bean. Crop Sci
43:1029-1035

Islam FMA, Basford KE, Jara C, Redden RJ, Beebe SE (2002) Seed
compositional and disease resistance differences among gene
pools in cultivated common bean. Genet Resour Crop Evol
49:285-293

Lander ES, Green P, Abrahamson J, Barlow A, Daly M, Lincoln SE,
Newburg L (1987) MAPMAKER: an interactive computer pack-
age for constructing primary genetic linkage maps of experimen-
tal and natural populations. Genomics 1:174-181

Metais I, Hamon B, Jalouzot R, Peltier D (2002) Structure and level of
genetic diversity in various bean types evidenced with microsat-
ellite markers isolated from a genomic enriched library. Theor
Appl Genet 104:1346-1352

Moraghan JT (2004) Accumulation and within-seed distribution of
iron in common bean and soybean. Plant Soil 264:287-297

Moraghan JT, Grafton K (2002) Distribution of selected elements
between the seed coat and embryo of two black bean cultivars.
J Plant Nutr 25:169-176

Nelson JC (1997) QGENE: software for marker-based genomic analy-
sis and breeding. Mol Breed 3:229-235

Pedrosa A, Vallejos CE, Bachmair A, Schwizer D (2003) Integation of
common bean (Phaseolus vulgaris L.) linkage and chromosomal
maps. Theor Appl Genet 106:205-212

Pfeiffer W, McClafferty B (2007) HarvestPlus: breeding crops for
better nutrition. Crop Sci 47:S88-S105

Singh SP, Gepts P, Debouck DG (1991a) Races of common bean
(Phaseolus vulgaris, Fabaceae). Econ Bot 45:379-396

Singh SP, Gutierrez JA, Molina A, Urrea C, Gepts P (1991b) Genetic
diversity in cultivated common bean: II. Marker-based analysis of
morphological and agronomic traits. Crop Sci 31:23-29

Spence MJ, Henzl MT, Lammers PJ (1991) The stucture of a Phaseo-
lus vulgaris cDNA encoding the iron storage protein ferritin.
Plant Mol Biol 17:499-504

Wang TL, Domoney C, Hedley CL, Casey R, Grusak MA (2003) Can
we improve the nutritional quality of legume seeds? Plant Phys
131:886-891

Wardrop AJ, Wicks RE, Entsch B (1999) Occurrence and expression
of members of the ferritin gene family in cowpeas. Biochem J
337:523-530

Welch RM, Graham RD (1999) A new paradigm for world agriculture:
productive, sustainable and nutritious food systems to meet
human needs. Field Crops Res 60:1-10

Welch RM, Graham RD (2004) Breeding for micronutrients in staple food
crops from a human nutrition perspective. J Exp Bot 55:353-364

Wortmann CS, Kirkby RA, Eledu CA, Allen DJ (1998) Atlas of com-
mon bean (Phaseolus vulgaris L.) production in Africa. CIAT
Pan-African Bean Research Alliance, p 133

Yu K, Park J, Poysa V, Gepts P (2000) Integration of simple sequence
repeat (SSR) markers into a molecular linkage map of common
bean (Phaseolus vulgaris L.). J Hered 91:429-434

@ Springer



	QTL analyses for seed iron and zinc concentrations in an intra-genepool population of Andean common beans (Phaseolus vulgaris L.)
	Abstract
	Introduction
	Materials and methods
	Plant materials
	Genetic mapping
	Experimental sites
	Mineral analysis
	Data analysis

	Results
	Population distributions and parental differences
	Comparison of mineral detection methods and correlations between minerals
	Genetic map construction
	QTL identification

	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


