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Integrated metabolomics and genomics analysis
provides new insights into the fiber elongation
process in Ligon lintless-2 mutant cotton
(Gossypium hirsutum L.)
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Abstract

Background: The length of cotton fiber is an important agronomic trait characteristic that directly affects the
quality of yarn and fabric. The cotton (Gossypium hirsutum L.) fiber mutation, Ligon lintless-2, is controlled by a
single dominant gene (Li2) and results in extremely shortened lint fibers on mature seeds with no visible pleiotropic
effects on vegetative growth and development. The Li2 mutant phenotype provides an ideal model system to
study fiber elongation. To understand metabolic processes involved in cotton fiber elongation, changes in
metabolites and transcripts in the Li2 mutant fibers were compared to wild-type fibers during development.

Results: Principal component analysis of metabolites from GC-MS data separated Li2 mutant fiber samples from WT
fiber samples at the WT elongation stage, indicating that the Li2 mutation altered the metabolome of the mutant
fibers. The observed alterations in the Li2 metabolome included significant reductions in the levels of detected free
sugars, sugar alcohols, sugar acids, and sugar phosphates. Biological processes associated with carbohydrate
biosynthesis, cell wall loosening, and cytoskeleton were also down-regulated in Li2 fibers. Gamma-aminobutyric
acid, known as a signaling factor in many organisms, was significantly elevated in mutant fibers. Higher
accumulation of 2-ketoglutarate, succinate, and malate suggested higher nitrate assimilation in the Li2 line.
Transcriptional activation of genes involved in nitrogen compound metabolism along with changes in the levels of
nitrogen transport amino acids suggested re-direction of carbon flow into nitrogen metabolism in Li2 mutant fibers.

Conclusions: This report provides the first comprehensive analysis of metabolite and transcript changes in
response to the Li2 mutation in elongating fibers. A number of factors associated with cell elongation found in this
study will facilitate further research in understanding metabolic processes of cotton fiber elongation.
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Background
Cotton fiber is the most prevalent natural raw material
used in the textile industry. Cotton seed fibers are highly
elongated single-celled trichomes that differentiate from
the outer epidermis of the ovule. The seeds of the culti-
vated cotton produce two types of fibers: short or fuzz
hairs that have little commercial value; and long or lint
hairs that are removed from the seeds during the
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ginning process and used for yarn production by the tex-
tile industry. Only 25–30% of epidermal cells differenti-
ate into lint fiber [1]. Fiber development occurs in four
distinct, but overlapping stages – initiation, elongation,
secondary cell wall synthesis, and maturation [1-3]. The
initiation stage starts from - 3 day of anthesis (DOA) to
3 days post-anthesis (DPA), and is followed by the fiber
elongation stage. The lint fiber cells elongate for about
27–39 DPA and the secondary cell wall is formed from
17 to 53 DPA depending of the cotton species, cultivar
and environment [4]. Cotton fiber initiation stage acts as
a developmental switch to determine the number of
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Figure 1 Comparison of mature Li2 mutant and WT seeds
with fibers.

Naoumkina et al. BMC Genomics 2013, 14:155 Page 2 of 16
http://www.biomedcentral.com/1471-2164/14/155
fibers on each ovule. The extent of the elongation period
determines fiber length, which ranges from 25–40 mm,
while the extent of secondary wall thickening determines
fiber diameter. Fiber properties are largely quantitative
traits and environment conditions can determine whether
the fibers reach the genetic potential of the cotton cultivar.
Cotton of superior quality and value typically consists of
long, fine, and strong fiber. The length of the fiber is one
of the most important characteristics and affects spinning
efficiency and the quality of the resulting yarn [1]. Compe-
tition with synthetic fibers has forced cotton industry to
invest heavily in research to develop higher-quality fibers;
however, one of the major limitations in genetic improve-
ment of fiber is the lack of information at the molecular
level regarding genes and regulatory elements that control
fiber development. Elucidating the cellular and molecular
basis of fiber elongation could identify potential targets for
genetic manipulation of fiber length.
Genetic mutants are useful tools for studying gene func-

tion. In cotton several fiber-related mutants were discov-
ered, from which Ligon lintless-1 (Li1) and Ligon lintless-2
(Li2) were reported to be monogenic and dominant,
resulting in an extreme reduction in the length of lint fiber
to approximately 6 mm on mature seeds [5,6]. It has been
determined that Li1 associated with chromosome 22,
whereas Li2 with chromosome 18 [7-9]. Cytological stud-
ies did not reveal much difference in seed fiber initiation
between mutants and their near-isogenic lines suggesting
the effects of the mutation occurs later in development
during the elongation stage [9,10]. Kohel et al. observed
restricted and similar fiber elongation pattern for the mu-
tant lines, comparing Li1 and Li2 with TM-1 in a fiber de-
velopmental study [11]. Therefore, in a near-isogenic state
with a wild-type (WT), these mutants represent good
model system to study fiber elongation. Unlike the stunted
and deformed vegetative morphology of Li1 plants [5], Li2
has normal vegetative growth, and the phenotype of the
seed cotton is similar to Li1. Also dry weight of Li2 devel-
oping fiber was reported to be significantly lighter then Li1
that was attributed to difference in secondary wall devel-
opment between the two mutants [11]. Our laboratory
selected the Li2 mutant as a model system to study fiber
elongation for the reasons mentioned above. An Li2 mu-
tant cotton line in a near-isogenic state with the Upland
cotton variety DP5690 was developed in a backcross pro-
gram at Stoneville, MS [10]. Morphological evaluation by
scanning electron microscopy revealed no visible differ-
ences in the appearances of ovules and fibers from Li2 mu-
tant and WT near-isogenic lines (NILs) during initiation
and early elongation up to 5 DPA [10]. Comparison of Li2
mutant and WT seeds with fibers at maturity is shown in
Figure 1. In a previous report, an expressed sequence tag-
simple sequence repeat (EST-SSR) marker with complete
linkage to the Li2 genetic locus was identified using
combined functional and structural genomics; and large-
scale transcriptome analysis revealed changes in reactive
oxygen species homeostasis and cytokinin regulation in
Li2 mutant fibers compared to WT fibers [10].
Much attention has focused on transcriptome analysis

to study fiber-related mutants [10,12-14], whereas bio-
chemical analysis of the levels of low molecular weight
compounds has been largely overlooked. The metabolome
can be viewed as the end products of gene expression, and
the measurements of large numbers of cellular metabolites
provide a high resolution biochemical phenotype of an or-
ganism [15]. The phenotype can also be characterized by
transcriptome or proteome analysis. However, mRNA
levels do not always correlate with protein levels [16], and
changes in profiling of transcripts or proteins may not al-
ways lead to alterations in the metabolic phenotype. Also,
the majority of transcript and protein annotations are
currently predicted based on sequence or structural mo-
tifs similarity and these annotations often offer limited
information since many of these putative enzymes could
be involved in a large number of different reactions.
Metabolomics has the ability to reveal that the accumu-
lated enzyme is more specifically related to specific bio-
chemical reaction. Therefore, integrated approaches such
as combined transcript, protein, and metabolite profiling
offer greater opportunities for discovery and understand-
ing of biological processes.
Gas chromatography–mass spectrometry (GC-MS)

was previously applied to examine the effects of genetic
and environmental manipulations [17]. GC-MS is cur-
rently the most developed of the available analytical
tools and the growth of this technology offers the oppor-
tunity to view the effect of a single mutation on metab-
olism on a larger scale than previously possible. The
goals of this study were to identify metabolic and tran-
script responses associated with fiber elongation using
Li2 NILs. Significant changes in the relative abundance
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of multiple identified metabolites were observed between
NILs which are the result of genetic reprogramming of
primary metabolism in response to Li2 mutation. These
results will facilitate future research in understanding
metabolic processes controlling fiber elongation.

Methods
Plant materials
Two NILs of Li2 Upland cottons (Gossypium hirsutum
L.) were developed in a backcross program at Stoneville,
MS in field and greenhouse environments [10]. Growth
conditions, greenhouse experimental design, and strat-
egy of pooling samples were previously described [10]. A
total of 72 mutant Li2Li2 plants and 72 WT li2li2 plants
were used for samples collection. Cotton bolls were
harvested at the following time-points during develop-
ment: -3 day of anthesis (DOA), DOA, 1, 3, 5, 8, 12, 16,
and 20 days post anthesis (DPA). Harvested bolls were
placed immediately on ice and transported to the labora-
tory where they were dissected on ice, frozen in liquid
nitrogen and stored at −80°C.

SSR marker analysis
The Li2 parental NILs of the two mutant and WT popula-
tions were analyzed using SSR markers to determine their
genetic similarity. Young leaves were collected from each
one of the NIL parental line plants and total DNA was
extracted from fresh leaves using 2.0% hexadecyltri-
methylammonium bromide [18]. DNA was purified using
Omega EZNAW DNA isolation column (Omega Bio-Tek,
Norcross, GA). To estimate the genetic similarity of the
Li2 parental NILs, 1349 SSR markers were randomly
chosen without any knowledge of their mapping positions.
The SSR marker analysis was conducted as previously
described [19].

RNA isolation, RT-qPCR and microarray
Cotton fibers were isolated from developing ovules using
a glass bead shearing technique to separate fibers from
the ovules [20]. Total RNA was isolated from detached
fibers using the Sigma Spectrum™ Plant Total RNA Kit
(Sigma-Aldrich, St. Louis, MO) with the optional on col-
umn DNase1 digestion according to the manufacturer’s
protocol. The concentration of each RNA sample was
determined using a NanoDrop 2000 spectrophotometer
(NanoDrop Technologies Inc., Wilmington, DE). The
RNA quality for each sample was determined by RNA
integrity number (RIN) using an Agilent Bioanalyzer
2100 and the RNA 6000 Nano Kit Chip (Agilent Tech-
nologies Inc., Santa Clara, CA) with 250 ng of total RNA
per sample.
The experimental procedures and data analysis related

to RT-qPCR were performed according to the Minimum
Information for Publication of Quantitative Real-Time
PCR Experiments (MIQE) guidelines [21]. Nine fiber de-
velopmental time-points mentioned above were used for
RT-qPCR analyses. The detail description of reverse
transcription, qPCR and calculation reported before
[10]. Primers are available online in Additional file 1.
The Affymetrix GeneChip W Cotton Genome Array

(Affymetrix Inc., Santa Clara, CA), containing 21,854
probe sets from four cotton species (G. arboreum, G.
barbadense, G. hirsutum, and G. raimondii), was utilized
for microarray experiment. Labeling, hybridization and
data processing were performed according to standard-
ized Affymetrix protocols. RNA from three developmen-
tal time-points (0, 8, and 12 DPA) with two biological
replicates from Li2 mutant and WT fibers were used for
microarray study. Procedures for data normalization and
assessment of statistically and biologically significant
genes were performed as described previously [22]. The
Affymetrix microarray dataset was deposited in the
ArrayExpress database with the accession number E-
MEXP-3306.

Sample processing, extraction and GC/MS metabolite
analysis
Whole ovules for time-points at −3 DOA, DOA and 1
DPA were ground in liquid nitrogen and processed for
freeze lyophilization; fiber tissue for time-points at 3, 5,
8, 12, 16 and 20 DPA was collected by shaking frozen
ovules and processed for freeze lyophilization. The dried
tissue was stored at −80°C until extraction. A 6.0 mg of
dried tissue was weighed into 4 ml glass vial. The extrac-
tion method used in this study is an adaptation of previ-
ously reported method developed and optimized for
Arabidopsis leaves [23]. Solvent containing methanol:
chloroform:water (3:1:1) was used for extraction. Sam-
ples were extracted by shaking for 2 hours at room
temperature with 1 ml of cold solvent contained internal
standard 0.2 mg/ml ribitol. After centrifugation for 30
min at 3000 g 400 μl of the supernatant was transferred
to new glass vial and dried overnight in speedvac. Dry
samples were re-suspended in 30 μl pyridine with 2%
methoxyamine HCl (Pierce, Rockford, IL) and incubated
for 30 min at 50°C. Metabolites were then derivatized
with 70 μl of MSTFA+1% TMCS (Pierce, Rockford, IL)
for 1 h at 50°C. The samples were equilibrated to room
temperature, transferred to a 250 μl glass insert and ana-
lyzed using an Agilent 6890 GC coupled to a 5973 MSD,
scanning from m/z 40–550. Samples (2 μl) were injected
with an Agilent 7683 autosampler into the GC inlet held
at 270°C with a split ratio of 25:1. Separation was
achieved on a fast GC column (MACH DB-5MS), 20m ×
0.18mm × 0.18μm (Gerstel, Baltimore, MD, USA),
temperature programmed for 60°C, held for 1 min, then
ramped at 50°C/min to 310°C, and held for 4 min. The
GC was pressure ramp programmed for 21.7 psi, held for
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1 min, then ramped at 4.48 psi/min to 44.1 psi, and held
for 4 min, to keep a constant flow of 1.0 ml/min helium.
The column outlet was pressurized to 4 psi with a
QuickSwap (Gerstel). The GC oven and MSD transfer
line were held at 280°C.
GC/MS data processing and analysis
Chromatograms were acquired with ChemStation soft-
ware (Agilent, Santa Clara, CA, USA). Initial processing
and export of the processed chromatograms into a *.cdf
file interchange format were performed within the
ChemStation software. Retention index (RI) calibration
and mass spectral deconvolution were performed by
AMDIS (Automated Mass Spectral Deconvolution and
Identification System, National Institute of Standards and
Technology, Gaithersburg, MD, USA) with the settings:
adjacent peak subtraction = 2, medium resolution, high
sensitivity, and high shape requirements. Identification
was conducted using internal standards for RI. GC/MS
peaks were annotated performing search against of freely
available MSRI libraries [The Golm Metabolome Database
http://csbdb.mpimp-golm.mpg.de/csbdb/dload/dl_msri.html
[24]] matching mass spectra and retention index. Then,
multiple raw data files were organized into one data
matrix for further statistical interrogation using MET-
IDEA software [Metabolomics Ion-based Data Extraction
Algorithm, [25]]. Peak areas were normalized by dividing
each peak area value by the area of the internal standard for
a specific sample. Correlation and principal component ana-
lysis were performed on normalized datasets using JMP
genomics 5 (SAS, Cary, NC, USA). Statistical analysis of
2way ANOVA (mutation and time as variables) was
performed with JMP genomics 5 as well. Normalized GC-
MS metabolite profiling data is provided in Additional file 2.
Results
Genetic similarity of the Li2 NILs
The development of the Li2 NILs utilized in this study
were previously described and SSR markers specific to
chromosomes 13 and 18 were selected to screen for
polymorphisms in the Li2 parental NILs [10]. To further
justify the use of the Li2 NILs and subsequent segregat-
ing populations as a model system to study cotton fiber
elongation, the genetic similarity between the Li2 paren-
tal NILs was determined using SSR markers that were
distributed across the entire Upland cotton genome. The
marker analysis that was conducted utilizing 1,349 ran-
domly chosen SSR markers revealed a total of 76
markers that were polymorphic between the Li2 parental
NILs. Based on the ratio of polymorphic to non-
polymorphic SSR markers, the genetic similarity of the
NILs was estimated to be 94.4%.
Global metabolic trends
Nine time-points of fiber development representing over-
lapping stages of fiber initiation (−3 DOA, DOA, 1 DPA
and 3 DPA), cell elongation (5, 8, 12 and 16 DPA) and be-
ginning of secondary wall biosynthesis (20 DPA) were
used for metabolite analysis. GC-MS analyses were
performed for each sample of cotton ovules and fiber, and
all peaks above the limit of detection, 487 in total, were
subjected to statistical analysis. Additional file 2 provides
normalized values and results of F test for each com-
pound. Principal component analysis (PCA) was applied
to explore relationship in metabolite pools among samples
of Li2 mutant and WT NILs. Normalized peak areas of
detected compounds were used as continuous variables.
According to PCA, mutant and WT samples clustered to-
gether at early fiber developmental stages, separating −3
DOA, DOA, and 1 DPA time-points (Figure 2). During
the elongation stage (5–16 DPA), WTsamples were clearly
separated from Li2 samples, indicating an alteration in the
metabolome of the mutant fibers that corresponded with
the loss of fiber elongation (Figure 2).
Of the 487 GC-MS detected peaks, 10 were not detected

in Li2 mutant fiber samples. A two-way ANOVA was
performed on the metabolome dataset with 215 peaks
(44.1%) indicating a significant mutation effect (F ≤ 0.01),
and 295 (60.6%) indicating a significant mutation x
time-point interaction. Metabolites that demonstrated a
significant mutation effect were further analyzed by
two-dimensional hierarchical cluster analysis (HCA).
The data for HCA analysis were prepared by dividing
the mean value of peak area of each compound from 3
biological replicates of WT by the mean values of the
mutant and then converting the mean ratios to log2
scale. HCA distributed metabolites into eight major clus-
ters representing similar expression profiles. HCA also
separated elongation stage of cotton fiber (5–16 DPA) into
distinct clusters showing the closest distance in metabolite
profiling between 12 and 16 DPA (Additional file 3A).
Fifty three of the 487 GC-MS detected peaks were iden-
tified. Correlation analysis was performed between 51
identified metabolites to estimate interactions in the
metabolomic network. The heatmap shown in Additional
file 3B represents the correlations of selected compounds.
Positive correlations (r2 > 0.65) were determined between
free sugars along with amino acids, organic acids, sugar-
alcohols, and phosphate intermediates, indicating co-
operative regulation of distinctive metabolic pathways.
Negative correlations were indicated by p-coumaric acid,
2-ketoglutaric acid, suberyl glycine, shikimic acid, serine,
5-hydroxytryptamine, and aspartic acid.

Global transcript trends
Affymetrix microarray analyses were performed for sam-
ples at three developing time-points of cotton fiber,

http://csbdb.mpimp-golm.mpg.de/csbdb/dload/dl_msri.html


Figure 2 Principal component analysis (PCA) of developing cotton fiber samples based on GC-MS metabolome from Li2 NILs. Each
time-point of developing cotton fiber is represented by 3 biological replicates. PCA was conducted using JMP Genomics 5 (SAS, Cary, NC, USA).
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DOA, 8 DPA and 12 DPA, representing initiation and
peak of elongation stages of development. Detailed de-
scriptions of the microarray analyses were previously
provided [10]. To interrogate possible biological pro-
cesses affected by the Li2 mutation, parametric analysis
of gene set enrichment (PAGE) was performed for
microarray data using AGRIgo toolkit and database
[http://bioinfo.cau.edu.cn/agriGO; [26]. PAGE employs
fold change between parametric data to calculate Z
scores of predefined gene sets and uses normal distribu-
tion to infer statistical significance of gene sets. Ratios
(≥2) of differentially expressed probesets between Li2 and
WT NILs at 8 DPA and 12 DPA were converted to Log2
values and submitted to PAGE analysis using Hochberg
FDR adjusted p-value (≤0.05) cutoff and 10 entries as
minimum mapping numbers. Among 4656 submitted
probesets 3821 were annotated and assigned into 149 gene
ontology (GO) terms, including 98 GO terms assigned to
biological process, 18 GO terms assigned to molecular
function and 33 GO terms assigned to cellular compo-
nent. The list of annotated probesets and results of PAGE
analysis are provided in Additional files 4 and 5.
The most strikingly up-regulated GO terms in Li2 mutant

fiber were related to biological process such as component
biogenesis and organization, which includes DNA conform-
ation change, DNA packaging, chromosome organization,
chromatin organization, protein-DNA complex assembly,
and nucleosome assembly (Additional file 6A). Also, the
list of significantly up-regulated GO terms included regu-
lation of primary metabolic process, cellular macromol-
ecule biosynthetic process, nitrogen compound metabolic
process, glutamine family amino acid metabolic process,
nucleic acid metabolic process, RNA and DNA metabolic
processes, DNA replication, cell cycle process, response to
stimulus and stress, and flavonoid metabolic process.
Among down-regulated significantly enriched categories
were lipid metabolism, signal transduction, intracellular
transport, and polysaccharide catabolism. Analysis of GO
terms in cellular component showed up-regulated genes
associated with chromatin, nucleosome, nucleus, ribosome,
and mitochondria, whereas genes related to cytoskeleton,
cell wall, Golgi apparatus, and beta-galactosidase complex
were down-regulated in Li2 fiber (Additional file 6B). Nu-
cleic acid binding was the most enriched molecular function
category up-regulated in Li2 fiber, whereas sugar binding,
transferase activity and galactosidase activity were among
down-regulated functional categories (Additional file 6C).
Thus, transcript analysis revealed that processes associ-

ated with DNA conformation change and replication were
induced, whereas processes involved in polysaccharide bio-
synthesis, sugar transport, cell wall loosening and expan-
sion were reduced in Li2 mutant fiber.

http://bioinfo.cau.edu.cn/agriGO
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Metabolism overview
Significant changes in the relative abundance of multiple
identified metabolites were observed between Li2 NILs.
Since overall metabolome analysis determined the major
differences between NILs at elongation stage (from 5 DPA
to 16 DPA) we focused our description for this stage of
fiber development. To determine the differences in pri-
mary metabolism between Li2 NILs we schematically visu-
alized changes in metabolites levels. As shown in Figure 3
metabolites highlighted by red color were significantly up-
regulated in WT fibers, whereas metabolites highlighted
by green color were significantly up-regulated in Li2 fibers
in at least one time-point from 5 DPA to 16 DPA. Tables 1
and 2 represent fold changes in peak areas of metabolites
up-regulated in elongating fibers of Li2 and WT plants.
Organic acids, N-acetylglutamic acid, 2-ketoglutaric acid,
malic acid, succinic acid, shikimic acid, and glycolic acid
were significantly accumulated more in Li2 fibers, whereas
Figure 3 Primary metabolism overview in elongating fibers of Li2 NIL
WT, whereas metabolites highlighted by green color are significantly up-re
5 to 16 DPA (Table 1 and Table 2). Abbreviations: PEP, phosphoenolpyruvat
oxalic acid, 2,3-dihydroxybutanedioic acid, maleic acid, as-
corbic acid, 2-hydroxyglutaric acid, and isoascorbic acid
were significantly higher in WT elongating fibers. The
level of glycerol-3-phosphate, an important component of
carbohydrate and lipid metabolic processes, was reduced
in Li2 mutant fibers (Figures 3 and 4). Transcript data
showed that carbohydrate and lipid metabolism were
among down-regulated biological processes.
The amino acids serine and aspartic acid were signifi-

cantly higher accumulated in Li2 mutant fibers during
elongation (Figure 4). Valine and glycine showed higher
levels in Li2 fibers only at 5 DPA. Phenylalanine, trypto-
phan, threonine, alanine, tyrosine, asparagine, glutamine,
and arginine were significantly higher accumulated in
WT fibers. Probesets related to genes involved in glu-
tamine family amino acid metabolic processes, including
two glutamine synthases [cytosolic Ghi.10275.1.S1_s_at
[27] and chloroplastic Ghi.10775.1.S1_s_at], were highly
s. Metabolites highlighted by red color are significantly up-regulated in
gulated in Li2 mutant elongating fiber in at least one time-point from
e; GABA, gamma-aminobutyric acid.



Table 1 Fold change in peak area metabolites up-regulated in developing fiber of Li2 plants

5DPALi2/WT 8DPALi2/WT 12DPALi2/WT 16DPALi2/WT

Organic acids

N-Acetylglutamic acid 7.1 19.4 13.1 4.1

2-Ketoglutaric acid 1.4 3.6 1.9 2.0

Succinic acid 11.9 2.3 1.3 5.4

Malic acid 1.3 2.6 3.2 4.6

Shikimic acid 4.5 2.1 3.3 2.3

Glycolic acid 3.0 1.6 1.3 1.1

Amino acids

Serine 36.2 328.8 142.8 10.5

Aspartic acid 126.5 36.5 63.2 31.2

Valine 5.0 1.2 0.7 0.7

Glycine 14.7 1.1 0.5 2.4

Non-protein amino acid

Gamma-Aminobutyric acid 7.8 9.6 1.9 0.5

Phenolic

trans-p-Coumaric acid 2.4 2.8 2.6 1.8

Serotonin

5-Hydroxytryptamine 4.2 5.7 2.2 2.3

Values represent fold change of mutant to WT in peak area of identified metabolites at 5, 8, 12, and 16 DPA. Bold font indicates significant changes (p < 0.05) in
metabolite levels between near-isogenic lines (data represent 3 biological replicates).
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induced in Li2 fibers (Additional file 7). Aspartate amino-
transferase (AspAT) catalyzes the reversible transamin-
ation of oxaloacetate by glutamate to yield 2-ketoglutarate
and aspartate. Two probesets of AspAT were higher in-
duced in Li2 elongated fibers that may contribute to higher
accumulation of 2-ketoglutarate and aspartate. Gamma-
aminobutyric acid (GABA) is the decarboxylation product
of glutamate. A Significantly higher level of GABA was
observed in Li2 mutant fibers at 5 and 8 DPA.
Shikimic acid accumulated higher in Li2 fibers, whereas

its downstream products, the aromatic amino acids
phenylalanine, tyrosine, and tryptophan, were reduced.
PAGE analysis determined significantly up-regulated GO
terms involved in aromatic compound (phenylpropanoid
and flavonoid) biosynthetic processes. Consistent with
gene expression data, p-coumaric acid (a precursor for dif-
ferent branches of phenylpropanoid pathway) was higher
in mutant fibers. 5-Hydroxytryptamine (serotonin), a prod-
uct of tryptophan, was accumulated more significantly in
Li2 fibers at the peak of elongation from 5 DPA to 16 DPA.
Genomic analysis by Shi et al. revealed that ethylene

plays an important role during fiber elongation [28].
Three probesets (from 11 available on microarray) corre-
sponding to 1-aminocyclopropane-1-carboxylic acid oxi-
dases (ACOs) were higher induced in Li2 elongated
fibers (Additional file 7). It has been shown that cytoki-
nins stimulate ethylene production in etiolated seedling
of Arabidopsis [29]. Elevated levels of cytokinins were
also detected in ovules and the developing fibers of Li
(authors did not specify if Li1 or Li2 was examined) mu-
tant line [30]. High expression of ACO genes responsible
for ethylene production in short mutant fiber may be in-
duced by cytokinins.

Sugars and cell wall polysaccharides biosynthesis
The highest content of non-cellulosic sugars was ob-
served in ovules from −3 DOA up to 1 DPA, with no
significant differences determined between fibers of the
cotton NILs. Amounts of free sugars increased in WT fi-
bers from 3 DPA up to 16 DPA and dropped at 20 DPA.
All detected free sugars, sugar alcohols, sugar acids, and
sugar phosphates were significantly reduced in Li2 fiber
during elongation (Table 2).
The glycosyltransferases involved in carbohydrate bio-

synthesis typically depend on nucleotide sugars as sub-
strates. Fructose-6-phosphate (Frc-6-P) is a major product
of photosynthesis and a precursor for the formation of
UDP-glucose (UDP-Glc) and other nucleotide sugars. The
level of Frc-6-P was not significantly different at initiation
stage between NILs, but was reduced 2–4 fold in Li2 fibers
at elongation stage (Figure 5). Glucose-6-phosphate (Glc-
6-P) provides sugar for different pathways of carbohydrate
metabolism including matrix polysaccharide biosynthesis.
The highest level of Glc-6-P was determined in elongating
fibers of WT plants from 8 DPA to 16 DPA, whereas it
was significantly reduced (up to background level) in Li2



Table 2 Fold change in peak area metabolites up-regulated in developing fiber of wild-type plants

5DPAWT/Li2 8DPAWT/Li2 12DPAWT/Li2 16DPAWT/Li2

Organic acids

Oxalic acid 2.6 0.9 1.6 4.2

2,3-Dihydroxybutanedioic acid 1.2 2.0 2.8 2.7

Maleic acid 0.2 3.3 1.2 4.9

Ascorbic acid 4.2 7.7 11.0 21.2

2-Hydroxyglutaric acid 6.1 9.4 14.6 14.9

Isoascorbic acid 1.4 11.3 17.4 8.6

Amino acids

Phenylalanine 0.9 1.0 1.7 2.6

Tryptophan 1.1 1.5 2.5 3.1

Threonine 1.1 5.0 1.1 1.6

Alanine 2.0 2.1 3.2 4.0

Tyrosine 0.6 3.1 2.0 6.3

Asparagine 2.1 6.4 11.2 7.6

Glutamine 0.6 8.3 12.6 5.5

Arginine 0.5 3.0 5.5 1.7

Non-protein amino acid

Pyroglutamic acid 4.0 1.2 2.2 4.0

Sugars, sugar alchohols, sugar acids, sugar phosphates

Arabinose 1.9 2.4 3.3 3.5

Fructose 6.5 13.4 27.5 66.6

Glucose 19.4 29.2 45.0 73.5

Galactose 7.4 21.8 46.8 78.3

myo-Inositol 0.6 1.6 4.0 4.7

Trehalose 0.7 1.5 1.6 2.1

Maltose 0.9 2.1 2.5 4.2

Galactonic acid 1.6 6.5 3.1 5.3

Fructose-6-phosphate 2.7 2.7 4.3 3.7

Glucose-6-phosphate 1.9 27.8 38.1 43.5

Glycerol-3-phosphate

Glycerol-3-phosphate 1.6 1.8 2.8 1.9
Values represent fold change of WT to mutant in peak area of identified metabolites at 5, 8, 12, and 16 DPA. Bold font indicates significant changes (p < 0.05) in
metabolite levels between near-isogenic lines (data represent 3 biological replicates).
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fiber indicating a major role of Glc-6-P in biosynthesis of
polysaccharides associated with cell wall extension. The
functional characterization of an Arabidopsis plasma
membrane-localized sugar transporter (AtPLT5) suggests
that plants do have the ability to transport glycoses from
the apoplast to the cytosol [31]. Microarray analysis deter-
mined that transcript levels of three monosaccharide
transporters were significantly decreased at 8 DPA in mu-
tant elongating fibers (Additional file 7). Hexokinase (HK)
in plants phosphorylates several hexoses including glu-
cose, fructose, mannose, and galactose [32]. Transcript
levels of two HKs detected by microarray were signifi-
cantly down-regulated in Li2 elongating fibers. RT-qPCR
analysis of HK (probeset Ghi.7480.1.A1_at) confirmed sig-
nificant transcript reduction in Li2 fibers during elongation
whereas this gene was up-regulated in mutant line during
initiation (Figure 5). Sucrose synthase (SuSy) may also
contribute to the UDP-Glc pool by reversible conversion
of sucrose and UDP into UDP-Glc and fructose. However,
the transcript profile of previously characterized SuSy3
[33,34] did not show significant differences between NILs
during fiber elongation [10].
UDP-glucuronic acid (UDP-GlcA) is the central inter-

mediate in the interconversion pathway to other nucleotide
sugars, including the UDP-derivatives of xylose, arabinose,
apiose, and galacturonic acid, which are precursors for
matrix polysaccharides formation [35]. UDP-glucose de-
hydrogenase (UGD) converts UDP-Glc to UDP-GlcA.
UGD (probeset Ghi.8627.1.S1_s_at) has 90% amino acid
identity to UGD1 (NCBI accession ACJ11712) and showed



Figure 4 Relative contents of selected metabolites in developing fibers of Li2 NILs. Y-axis values represent relative peak areas after
normalization to the mean peak area of the internal standards for a specific sample. Abbreviation: GABA, gamma-aminobutyric acid. Error bars
represent standard deviation from three biological replicates. Asterisks indicate significant difference between lines.
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significant transcript reduction during elongation stage in
Li2 mutant fibers (Figure 5). Proteomic study of cotton de-
veloping fiber determined association of UGD1 with fiber
elongation [36]. Pairwise correlation analysis revealed 73%
correlation (p-value 0.0006) in transcript profiles between
HK and UGD, indicating cooperative involvement of these
genes in matrix polysaccharide biosynthesis during fiber
elongation. Young cotton fibers have a bilayered primary
cell wall consisting of an inner layer rich in cellulose and
xyloglucans and an outer sheath rich in pectin [37]. UDP-
galacturonic acid (UDP-GalA) is a major sugar residue of
plant pectic polysaccharides, whereas UDP-Xylose (UDP-
Xyl) is a main component of xyloglucan in primary cell walls
[38]. UDP-glucuronic acid 4-epimerase (GAE) catalyzes the
epimerization of UDP-GlcA to UDP-GalA. The Affymetrix
cotton microarray contains a probeset (Gra.2659.2.S1_s_at)
corresponding to previously characterized GAE3 (GB
ADB24770), which was highly preferentially expressed in
fast elongating fiber cells [36]. Microarray did not
determine significant changes in transcript level of GAE3
in fibers of the NILs, however, more accurate RT-qPCR
analysis revealed down-regulation two fold in Li2 fibers
(Figure 5). Transcript level of a gene encoding an enzyme
involved in formation of UDP-Xyl, UDP-glucuronic acid
decarboxylase (GAD), was down-regulated 2–3 fold in Li2
fiber at 8 DPA and 12 DPA.
Hydrolysis of xyloglucans and pectins has been associ-

ated with regulation of cotton fiber elongation [39]. It was
previously shown the involvement of β-galactosidases in
pectin degradation in cell walls [40]. PAGE analysis deter-
mined that β-galactosidase gene family was one of the
most noticeably down-regulated GO terms with 13 probe
sets corresponding to β-galactosidases significantly down-
regulated in Li2 mutant fibers. In our previous report, RT-
qPCR analysis of β-galactosidase [Gra.2056.1.A1_s_at;
[41]] that was preferentially expressed in cotton fiber
showed no expression in Li2 mutant fiber [10]. This sug-
gests that hydrolysis of pectin polymers is reduced in Li2



Figure 5 Scheme of pathways for matrix polysaccharide precursors. Bar charts represent relative metabolites levels and relative transcripts
levels of enzymes involved in sugar-nucleotide interconversation in developing fibers between Li2 NILs. Error bars indicate standard deviation
from three biological replicates. Asterisks represent significant difference between lines. Abbreviations: PGI, phosphoglucose isomerase; PGM,
phosphoglucomutase; UGP, UDP-D-glucose pyrophosphorylase; UDP-GclA-4-Ep, UDP-glucuronic acid 4-epimerase; Fructose-6-P, fructose-6
-phosphate; Glucose-6-P, glucose-6-phosphate; Glc-1-P, glucose-1-phosphate; UDP-Glc, UDP-glucose; UDP-GlcA, UDP-glucuronic acid; UDP-GalA,
UDP-galacturonic acid; UDP-Xyl, UDP-xylose; UDP-Ara, UDP-arabinose; and UDP-Api, UDP-apiose.
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mutant fibers during elongation. Genes encoding xy-
loglucan modifying enzymes were also tested and revealed
8 probe sets of xyloglucan endotransglycosylases (XTHs)
were down-regulated in Li2 fibers (Additional file 7). The
previously characterized GhXTH1 [42], that when over-
expressed in cotton resulted in up to a 20% increase in
fiber length, was down-regulated 2 fold at 8 DPA in mu-
tant fibers (Figure 6A). However, the expression of xylan
α-xylosidases that cleave 1,6-α-xylosyl residues from 1,4-
β-glucan backbone did not differ significantly between
fibers of the NILs or were up-regulated in Li2 fibers
suggesting that xylosyl side chain removal is not important
for elongation.
Multiple probe sets corresponding to genes of cellu-

lose synthase (CesA) and cellulose synthase like (CSL)
families were down-regulated in Li2 mutant fibers. We
evaluated expression of CesA and CSL family members
by RT-qPCR (Figure 6B). Members of the cellulose
synthase A (CesA) gene family showed two different ex-
pression profiles demonstrating involvement into second-
ary cell wall (Ghi.6061) and primary cell wall (Ghi.2620)
biosynthesis with transcripts corresponding to both probe
sets down-regulated in Li2 mutant fibers. CslA, CslC, and
CslE genes were highly induced during elongation (from 3
DPA to 16 DPA) in WT fibers, whereas transcripts were
significantly reduced in Li2 mutant fibers. Peak expression
level of CslD gene was detected at initiation stage and re-
duced during elongation. The expression level of CslD
was also two fold down-regulated in Li2 fibers compared
to WT fibers at 5 DPA - 8 DPA.

Discussion
Cotton fiber cell development is a complex and highly
regulated process involving many metabolic pathways,
signal transduction, and transcriptional regulation ma-
chineries. The Li2 cotton mutant line with extremely



Figure 6 RT-qPCR analysis of genes involved in hydrolysis and biosynthesis of polysaccharides during fiber elongation in Li2 NILs.
Probeset identifications and primers for genes encoding (A) glycoside hydrolyzing enzymes; and (B) cellulose synthase like superfamily members
provided in Additional file 1. Error bars indicate standard deviation from three biological replicates. Asterisks represent significant difference
between lines.
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shortened lint fibers provides an excellent system to study
cotton fiber elongation. In this article we report a compre-
hensive analysis of changes caused by Li2 mutation during
cotton fiber development using GC-MS based metabolite
profiling and transcriptomics approaches. It was previ-
ously shown that cotton fiber developmental stages can be
separated by both gene expression and metabolite profiles
[43]. Three overlapping stages of fiber initiation, cell
elongation, and beginning of secondary wall deposition
were evaluated by GC-MS analysis. PCA of GC-MS data
determined that the Li2 mutation altered the metabolome
of the mutant fibers compared to WT fibers. An overview
of metabolic pathways and biological processes altered by
Li2 mutation is illustrated in Figure 7 and discussed below.
The incorporation of nitrogen into organic compounds

represents a rate-limiting step in biomass production
and may indirectly control the elongation process. There
is a complex interaction between nitrogen and carbon
metabolism as nitrate leads to an orchestrated change in
gene expression, which facilitates a reprogramming of
carbon metabolism [44]. PAGE analysis determined that
nitrogen compound metabolism, including biosynthesis
glutamine family amino acids and nucleic acids, were sig-
nificantly up-regulated GO terms in Li2 mutant fibers. It
has been shown that ethylene induces glutamine synthe-
tase activity in Hevea brasiliensis latex cells [45]. Higher
expression of ethylene biosynthetic genes correlates with
Figure 7 Proposed model of the down-stream synergistic effects of th
elongation. Metabolites and GO terms associated with biological processe
mutation initiates genetic reprogramming of primary metabolism that resu
accumulated in Li2 fiber indicating higher nitrate assimilation. Levels of nitr
involved in nitrogen compound metabolic processes suggested redirection
might be involved in regulation of nitrogen metabolism and consequently
can be related to fiber elongation process. Down regulation of biological p
biosynthesis, cell wall loosening and cytoskeleton results in shorter cotton
higher transcript activity of glutamine synthetase in Li2
mutant fibers. Levels of nitrogen transport amino acids,
glutamate, glutamine, aspartate, and asparagine, were sig-
nificantly perturbed in Li2 elongating fibers. Glutamine is
a critical donor for nucleotides synthesis and required as
substrate for three enzymes involved in the de novo syn-
thesis of purine nucleotides and two enzymes involved in
the de novo synthesis of pyrimidine nucleotides [46]. The
low level of detected glutamine, despite high induction of
genes encoding glutamine biosynthetic enzymes, can be
explained by its higher demand for the nucleotides biosyn-
thesis in Li2 elongating fibers.
It is known that nitrate assimilation is closely integrated

with changes in organic carbon metabolism. During nitrate
assimilation carbohydrate synthesis is decreased and more
carbon entered into organic acid metabolism [44]. There-
fore higher accumulation of organic acids (2-ketoglutarate,
succinate, and malate) in Li2 mutant fibers suggests
higher nitrate assimilation. Organic acids have two dis-
tinct functions during nitrate assimilation: malate acts as a
counter-anion and prevents alkalinization during nitrate
assimilation [47]; and 2-ketoglutarate is the primary car-
bon acceptor for ammonium in the GOGAT pathway
[44]. Plants can sense their nitrogen status and regulate
the uptake and reduction of nitrate adequately. Signifi-
cantly higher accumulation of GABA was determined in
Li2 mutant fiber. GABA is a non-protein amino acid that
e Li2 mutation on biological processes during fiber cell
s induced (red font) or reduced (green font) in mutant fibers. Li2
lts in reduction of cell elongation. TCA organic acids are higher
ogen transport amino acids with coordinated expression of genes
of carbon flow into nitrogen metabolism in mutant fiber. GABA
in cotton fiber elongation. Interactions between ROS and cell cycle
rocesses involved in cell wall expansion such as carbohydrate
fiber.
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accumulates rapidly in plant tissues under a variety of
stresses and is known as a signaling factor in many organ-
isms. There have been a number of suggestions regarding
the role of GABA in regulation of nitrogen metabolism.
GABA affects growth and development of Arabidopsis
seedlings differently depending on the concentration of in-
organic nitrogen in the growth medium. Root growth was
stimulated by the addition of GABA at low nitrate concen-
trations, whereas high nitrate concentrations inhibited
root elongation [48]. A signaling role of GABA was sug-
gested due to the disruptive effect of GABA metabolism
on plant development. Transgenic plants overexpressing
glutamate decarboxylase have significantly reduced levels
of glutamate with extremely high GABA and exhibit se-
vere morphological abnormalities, such as short stems, in
which cortex parenchyma cells fail to elongate [49]. Fur-
ther evidence for a signaling role of GABA in plants
comes from analysis of Arabidopsis pop2 mutants, which
are impaired in the first step of GABA degradation.
Flowers of pop2 mutants with low levels of GABA (200
uM) displayed normal guidance, while increases in GABA
to 100-fold above that level caused severe defects in guid-
ance in vivo and decreased pollen tube growth in vitro
[50]. A more recent study determined an additional
growth inhibition effect of exogenous GABA application
on primary root and dark-grown hypocotyls in pop2 mu-
tants due to cell elongation defects [51]. Notably, in all ex-
amples, alterations in GABA levels were found to have an
effect on cell elongation. The higher accumulation of
GABA in Li2 mutant fibers suggests involvement of GABA
in fiber elongation process. It is still unclear which factor
initiated inhibition of elongation in Li2 fibers and how
GABA is related to this process. Consequently, further in-
vestigation is required to clearly elucidate the role of
GABA in cotton fiber elongation.
Transcriptional activation of GO terms related to DNA

conformation change, DNA biosynthesis and cell cycle in
mutant fibers suggests that S-phase replication process is
more active in Li2 fibers. However, our evaluation of field
grown Li2 fibers at different developmental stages did not
reveal any visible multicellular fibers. Multicellular fibers
are rare events and have been reported only in cotton
ovule cultures grown in the absence of exogenous hor-
mones. Adding the indole-3-acetic acid (IAA) to the
medium stimulate fibers to expand as single cells [52]. We
did not determine significant changes in transcript levels
of genes involved in IAA biosynthesis between NILs, how-
ever, auxin transporters were significantly down-regulated
in Li2 fibers (Additional file 7). Higher accumulation of
serotonin observed in mutant fibers is interesting since
serotonin acts as a natural auxin inhibitor in plants. More
specifically, high doses of serotonin repressed lateral root
growth, primary root growth, and root hair development
in Arabidopsis [53]. Therefore, serotonin may be one of
the factors indirectly repressing the elongation process in
Li2 mutant fibers.
Several other observations from our analyses were also

interesting. A higher activation of genes involved in
stress-response processes suggests elevated levels of re-
active oxygen species (ROS) in Li2 mutant fibers. ROS
can be generated during diverse biological and cellular
reactions and act either positively for biological activity
or negatively resulting in toxicity. The involvement of
ROS for cell wall extension is well documented [54-57],
although regulation of ROS homeostasis is necessary for
proper cell elongation [58,59]. In our previous report,
based on transcriptional regulation of the list of genes
involved in the ROS production and repair of oxidative
damage, we concluded that ROS homeostasis is com-
promised in Li2 mutant fibers [10]. Additionally there is
a massive induction of phenylpropanoid genes in Li2
mutant fibers and accumulation of p-coumaric acid,
which is an early precursor for different branches in
phenylpropanoid pathway (Additional file 7, Figure 4).
There are a number of reports observing higher induc-
tion of flavonoid genes in shorter fiber cotton species
[59-61]. Previous studies demonstrated that flavonoids
accumulation act as negative regulators of auxin trans-
port [62-66]. Indeed, transcriptional activity of auxin
transporters was reduced significantly in Li2 mutant fi-
bers. However, flavonoids are not specific regulators of
auxin transporters since the major role of flavonoids is
on auxin or auxin oxidative products themselves [67]. A
primary role of flavonoids is scavenging ROS, which sug-
gests the activation of phenylpropanoid genes in Li2 mu-
tant fibers is in response to elevated levels of ROS.
Recent studies also indicated that ROS play a critical

role in signal transduction and cell cycle regulation [68].
It was noted that in synchronized cells the production of
ROS increases during the cell cycle, with peak levels oc-
curring in the G2/M phase [69,70]. The regulation of
cell cycle itself is unusual in cotton fibers [71] and DNA
content relative to cell cycle status has been explored in
developing Gossypium hirsutum fibers [71,72]. A 25% in-
crease in DNA content in 3 and 5 DPA fibers relative to
DOA fibers was observed at entry into the S-phase of
the cell cycle [72]. In another study, it was determined
that no endoreduplication occurred and there was no in-
crease in genome size, although there was an apparent
increase in S-phase cells as fibers developed and ma-
tured. Also, the low level of expression of genes associ-
ated with cell cycle progression suggested that S-phase
arrest occurs in developing cotton fibers [71]. In our
study we observed in Li2 mutant fibers higher transcript
activities of genes related to replication as well as induc-
tion of ROS responding genes. There are two conflicting
possibilities regarding interactions between ROS and cell
cycle in Li2 mutant elongating fibers: (1) genes related to
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S-phase replication are activated in response to ROS or,
(2) the level of ROS increased due to compromised cell
cycle. Although without careful evaluation of DNA con-
tent in Li2 mutant fibers it would be too early to make
conclusions.
Strict down-regulation of GO terms associated with cell

wall extension biological processes and cellular compo-
nents were observed in Li2 mutant fibers. Transcriptional
activity of genes related to carbohydrate metabolism was
reduced in mutant fibers and coincided with a significant
reduction of all detected sugars. It was previously demon-
strated that nucleotide sugar metabolism plays a central
role in cotton fiber elongation. Comparative proteomics
studies of developing fibers of WT compared to fuzzless-
lintless mutant plants revealed that nucleotide sugar me-
tabolism was the most significantly up-regulated biochem-
ical process during fiber elongation [36]. Glc-6-P along
with multiple genes encoding sugar interconversion en-
zymes and sugar transporters were significantly down-
regulated suggesting that biosynthesis of sugar nucleotides
is reduced in developing Li2 mutant fiber cells. GO terms
associated with cellular components, such as cytoskeleton
and Golgi apparatus, were among down-regulated bio-
logical processes in Li2 mutant fibers. The importance of
actin cytoskeleton in fiber elongation was reported earlier.
Down-regulation of GhACT1 in cotton disrupted the actin
cytoskeleton network in fibers that resulted in inhibition
of fiber elongation [73]. Biosynthesis of non-cellulosic
polysaccharides is known to take place in Golgi organelle
[74-76]. The matrix polysaccharides are dominant constit-
uents in cell walls of growing cotton fibers [77]. The active
biosynthesis of matrix polysaccharides along with in-
creased activity of cell wall loosening enzymes has been
considered to be associated with cell wall extension
[39,77-80]. Our evaluation of transcript levels of genes en-
coding polysaccharide biosynthesis and cell wall loosening
enzymes determined significant transcript reduction for
both classes of enzymes in Li2 mutant elongating fibers.
Therefore, biosynthesis and modifications of matrix poly-
saccharides are reduced in mutant fiber.

Conclusion
This report provides the first comprehensive analysis of
metabolite and transcript changes in response to Li2 muta-
tion in elongating fibers. PCA of GC-MS data separated
mutant fiber samples from WT fiber samples at the elong-
ation stage, indicated alterations in the metabolome of the
mutant line as a result of the Li2 mutation. Increased
amounts of TCA organic acids and induction of GO terms
related to nitrogen compound metabolic processes, con-
current with the down regulation of carbohydrate metab-
olism, suggested redirection of carbon flow into nitrogen
metabolism in Li2 mutant fibers. A number of factors as-
sociated with cell elongation found in this study will
facilitate further research in understanding metabolic pro-
cesses of cotton fiber elongation.
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Additional file 1: Primers used in RT-qPCR experiment. The forward
and reverse primer’s sequences and their PCR efficiencies are shown.

Additional file 2: Normalized GC-MS metabolite profiling data and
results of F test for each compound.

Additional file 3: Metabolic changes associated with Li2 mutation.
(A) Hierarchical clustering analysis of metabolite data of developing
cotton fiber samples from Li2 near-isogenic lines. Metabolites correlated
with Li2 mutation effects were analyzed by two-dimensional hierarchical
cluster analysis using ward method. (B) Visualization of identified
metabolite correlations. Heatmap of correlations (ratios WT versus Li2
converted to log2 scale) along cotton fiber developmental time-points
from −3 DOA to 20 DPA. Correlation coefficients were calculated by
applying Pairwise method using JMP genomics 5 software. Each square
indicates a given r value resulting from a Pairwise correlation analysis in a
false color scale.

Additional file 4: The list of annotated probesets used for
parametric analysis of gene set enrichment.

Additional file 5: The result of parametric analysis of gene set
enrichment.

Additional file 6: Parametric analysis of gene set enrichment of
differentially expressed genes in elongating fibers of Li2 NILs at 8
DPA (col1) and 12 DPA (col2). Graphical result of GO terms related to
(A) biological process, (B) cellular component and (C) molecular function.
Red indicates up-regulated terms; blue indicates down-regulated terms;
and numbers indicate the adjusted p-value of the term at each time-
point.

Additional file 7: Selected probesets representing gene families
differentially expressed at 8 DPA or 12 DPA between Li2 NILs.

Abbreviations
DOA: Day of anthesis; DPA: Days post-anthesis; GABA: Gamma-aminobutyric
acid; GO: Gene ontology; NIL: Near-isogenic line; ROS: Reactive oxygen
species; RT-qPCR: Reverse transcription quantitative polymerase chain
reaction.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
MN had the main responsibility for this research; performed sample
preparation, extraction and GC/MS metabolite analysis; wrote the
manuscript. DJH was responsible for the greenhouse experiment; tagging
and sample harvest; RNA isolations; RT-qPCR and microarray analysis. RBT
developed the Li2 mutant and WT NILs. JMB run GC/MS and was involved in
the data analysis. DDF conceived the project. All authors read and approved
the final manuscript.

Acknowledgements
This research was funded by United States Department of Agriculture-
Agricultural Research Service project number 6435-21000-016-00D. Mention
of trade names or commercial products in this publication is solely for the
purpose of providing specific information and does not imply
recommendation or endorsement by the U.S. Department of Agriculture.

Author details
1Cotton Fiber Bioscience Research Unit, USDA-ARS, Southern Regional
Research Center, New Orleans, LA 70124, USA. 2Cotton Chemistry &
Utilization Research Unit, USDA-ARS, Southern Regional Research Center,
New Orleans, LA 70124, USA. 3Crop Genetics Research Unit, USDA-ARS, Mid
South Area, Stoneville, MS 38772, USA. 4Food Processing and Sensory Quality
Research Unit, USDA-ARS, Southern Regional Research Center, New Orleans,
LA 70124, USA.

http://www.biomedcentral.com/content/supplementary/1471-2164-14-155-S1.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-155-S2.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-155-S3.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-155-S4.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-155-S5.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-14-155-S6.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-155-S7.xlsx


Naoumkina et al. BMC Genomics 2013, 14:155 Page 15 of 16
http://www.biomedcentral.com/1471-2164/14/155
Received: 2 October 2012 Accepted: 1 March 2013
Published: 7 March 2013

References
1. Basra AS, Malik AC: Development of the cotton fiber. Int Rev Cytol 1984,

89:65–113.
2. Naithani SC, Rao NR, Singh YD: Physiological and biochemical changes

associated with cotton fibre development. Physiol Plant 1982, 54(2):225–229.
3. Lee JJ, Woodward AW, Chen ZJ: Gene expression changes and early

events in cotton fibre development. Ann Bot 2007, 100(7):1391–1401.
4. Benedict CR, Kohel RJ, Lewis HL: Smith CW, Cothren JT. In Cotton: Origin,

History, Technology and Production. New York, Chichester, Weinheim,
Brisbane, Singapore, Toronto: John Wiley & Sons, Inc; 1999:269–288.

5. Kohel RJ: Linkage tests in Upland cotton, Gossypium hirsutum L. II.
Crop Sci 1972, 12(1):66–69.

6. Narbuth EV, Kohel RJ: Inheritance and linkage analysis of a new fiber
mutant in cotton. J Hered 1990, 81(2):131–133.

7. Kohel RJ, Stelly DM, Yu J: Tests of six cotton (Gossypium hirsutum L.)
mutants for association with aneuploids. J Hered 2002, 93(2):130–132.

8. Rong J, Pierce GJ, Waghmare VN, Rogers CJ, Desai A, Chee PW, May OL,
Gannaway JR, Wendel JF, Wilkins TA, et al: Genetic mapping and
comparative analysis of seven mutants related to seed fiber
development in cotton. Theor Appl Genet 2005, 111(6):1137–1146.

9. Karaca M, Saha S, Jenkins JN, Zipf A, Kohel R, Stelly DM: Simple sequence
repeat (SSR) markers linked to the Ligon lintless (Li1) mutant in cotton.
J Hered 2002, 93(3):221–224.

10. Hinchliffe DJ, Turley RB, Naoumkina M, Kim HJ, Tang Y, Yeater KM, Li P, Fang
DD: A combined functional and structural genomics approach identified
an EST-SSR marker with complete linkage to the Ligon lintless-2 genetic
locus in cotton (Gossypium hirsutum L.). BMC Genomics 2011, 12:445.

11. Kohel RJ, Narbuth EV, Benedict CR: Fiber development of Ligon lintless-2
mutant of cotton. Crop Sci 1992, 32(3):733–735.

12. Bolton JJ, Soliman KM, Wilkins TA, Jenkins JN: Aberrant expression of
critical genes during secondary cell wall biogenesis in a cotton mutant,
Ligon lintless-1 (Li-1). Comparative and Functional Genomics 2009:Article ID
659301. doi:10.1155/2009/659301.

13. Lee JJ, Hassan OS, Gao W, Wei NE, Kohel RJ, Chen XY, Payton P, Sze SH,
Stelly DM, Chen ZJ: Developmental and gene expression analyses of a
cotton naked seed mutant. Planta 2006, 223(3):418–432.

14. Liu K, Sun J, Yao L, Yuan Y: Transcriptome analysis reveals critical genes
and key pathways for early cotton fiber elongation in Ligon lintless-1
mutant. Genomics 2012, 100(1):42–50.

15. Sumner LW, Mendes P, Dixon RA: Plant metabolomics: large-scale
phytochemistry in the functional genomics era. Phytochemistry 2003,
62(6):817–836.

16. Gygi SP, Rochon Y, Franza BR, Aebersold R: Correlation between protein
and mRNA abundance in yeast. Mol Cell Biol 1999, 19(3):1720–1730.

17. Roessner U, Luedemann A, Brust D, Fiehn O, Linke T, Willmitzer L, Fernie A:
Metabolic profiling allows comprehensive phenotyping of genetically or
environmentally modified plant systems. Plant Cell 2001, 13(1):11–29.

18. Paterson A, Brubaker C, Wendel J: A rapid method for extraction of cotton
(Gossypium spp.) genomic DNA suitable for RFLP or PCR analysis. Plant
Mol Biol Rep 1993, 11(2):122–127.

19. Fang D, Xiao J, Canci P, Cantrell R: A new SNP haplotype associated with
blue disease resistance gene in cotton (Gossypium hirsutum L.).
Theor Appl Genet 2010, 120(5):943–953.

20. Taliercio EW, Boykin D: Analysis of gene expression in cotton fiber initials.
BMC Plant Biol 2007, 7:22.

21. Bustin SA, Benes V, Garson JA, Hellemans J, Huggett J, Kubista M, Mueller R,
Nolan T, Pfaffl MW, Shipley GL, et al: The MIQE guidelines: minimum
information for publication of quantitative real-time PCR experiments.
Clin Chem 2009, 55(4):611–622.

22. Benedito VA, Torres-Jerez I, Murray JD, Andriankaja A, Allen S, Kakar K,
Wandrey M, Verdier J, Zuber H, Ott T, et al: A gene expression atlas of the
model legume Medicago truncatula. Plant J 2008, 55(3):504–513.

23. Fiehn O, Wohlgemuth G, Scholz M, Kind T, Lee Do Y, Lu Y, Moon S, Nikolau
B: Quality control for plant metabolomics: reporting MSI-compliant
studies. Plant J 2008, 53(4):691–704.

24. Wagner C, Sefkow M, Kopka J: Construction and application of a mass
spectral and retention time index database generated from plant GC/EI-
TOF-MS metabolite profiles. Phytochemistry 2003, 62(6):887–900.
25. Broeckling CD, Reddy IR, Duran AL, Zhao X, Sumner LW: MET-IDEA: Data
extraction tool for mass spectrometry-based metabolomics. Analytical
Chemestry 2006, 78(13):4334–4341.

26. Zhou X, Su Z: EasyGO: Gene Ontology-based annotation and functional
enrichment analysis tool for agronomical species. BMC Genomics 2007,
8:246.

27. Yajun H, Wangzhen G, Xinlian S, Tianzhen Z: Molecular cloning and
characterization of a cytosolic glutamine synthetase gene, a fiber
strength-associated gene in cotton. Planta 2008, 228(3):473–483.

28. Shi YH, Zhu SW, Mao XZ, Feng JX, Qin YM, Zhang L, Cheng J, Wei LP, Wang
ZY, Zhu YX: Transcriptome profiling, molecular biological, and
physiological studies reveal a major role for ethylene in cotton fiber cell
elongation. Plant Cell 2006, 18(3):651–664.

29. Cary AJ, Liu W, Howell SH: Cytokinin action is coupled to ethylene in its
effects on the inhibition of root and hypocotyl elongation in Arabidopsis
thaliana seedlings. Plant Physiol 1995, 107(4):1075–1082.

30. Chen JG, Du XM, Zhou X, Zhao HY: Levels of cytokinins in the ovules of
cotton mutants with altered fiber development. J Plant Growth Regul
1997, 16:181–185.

31. Klepek YS, Geiger D, Stadler R, Klebl F, Landouar-Arsivaud L, Lemoine R,
Hedrich R, Sauer N: Arabidopsis POLYOL TRANSPORTER5, a new member
of the monosaccharide transporter-like superfamily, mediates H+
−Symport of numerous substrates, including myo-inositol, glycerol, and
ribose. Plant Cell 2005, 17(1):204–218.

32. Claeyssen E, Rivoal J: Isozymes of plant hexokinase: occurrence,
properties and functions. Phytochemistry 2007, 68(6):709–731.

33. Ruan YL, Chourey PS, Delmer DP, Perez-Grau L: The differential expression
of sucrose synthase in relation to diverse patterns of carbon partitioning
in developing cotton seed. Plant Physiol 1997, 115(2):375–385.

34. Ruan YL, Llewellyn DJ, Furbank RT: Suppression of sucrose synthase gene
expression represses cotton fiber cell initiation, elongation, and seed
development. Plant Cell 2003, 15(4):952–964.

35. Seitz B, Klos C, Wurm M, Tenhaken R: Matrix polysaccharide precursors in
Arabidopsis cell walls are synthesized by alternate pathways with organ-
specific expression patterns. Plant J 2000, 21(6):537–546.

36. Pang CY, Wang H, Pang Y, Xu C, Jiao Y, Qin YM, Western TL, Yu SX, Zhu YX:
Comparative proteomics indicates that biosynthesis of pectic precursors
is important for cotton fiber and Arabidopsis root hair elongation.
Mol Cell Proteomics 2010, 9(9):2019–2033.

37. Vaughn KC, Turley RB: The primary walls of cotton fibers contain an
ensheathing pectin layer. Protoplasma 1999, 209(3–4):226–237.

38. Bar-Peled M, O'Neill MA: Plant nucleotide sugar formation,
interconversion, and salvage by sugar recycling. Annu Rev Plant Biol 2011,
62:127–155.

39. Hayashi T, Delmer DP: Xyloglucan in the cell walls of cotton fiber.
Carbohydr Res 1988, 181:273–277.

40. Esteban R, Dopico B, Munoz FJ, Romo S, Martin I, Labrador E: Cloning of a
Cicer arietinum beta-galactosidase with pectin-degrading function.
Plant Cell Physiol 2003, 44(7):718–725.

41. Zhang H-M, Liu J-Y: Molecular cloning and characterization of a β-
galactosidase gene expressed preferentially in cotton fibers. J Integr Plant
Biol 2005, 47(2):223–232.

42. Lee J, Burns TH, Light G, Sun Y, Fokar M, Kasukabe Y, Fujisawa K, Maekawa
Y, Allen RD: Xyloglucan endotransglycosylase/hydrolase genes in cotton
and their role in fiber elongation. Planta 2010, 232(5):1191–1205.

43. Gou JY, Wang LJ, Chen SP, Hu WL, Chen XY: Gene expression and
metabolite profiles of cotton fiber during cell elongation and secondary
cell wall synthesis. Cell Res 2007, 17(5):422–434.

44. Stitt M, Muller C, Matt P, Gibon Y, Carillo P, Morcuende R, Scheible WR,
Krapp A: Steps towards an integrated view of nitrogen metabolism. J Exp
Bot 2002, 53(370):959–970.

45. Pujade-Renaud V, Clement A, Perrot-Rechenmann C, Prevot JC, Chrestin H,
Jacob JL, Guern J: Ethylene-induced Increase in glutamine synthetase
activity and mRNA levels in Hevea brasiliensis latex cells. Plant Physiol
1994, 105(1):127–132.

46. Sugiura M, Takeda Y: Nucleic acids. In Biochemistry and molecular biology of
plants. Edited by Buchanan B, Gruissem W, Jones R. Rockville, Maryland:
American society of plant physiologists; 2000:261–311.

47. Martinoia E, Rentsch D: Malate compartmentation-responses to a
complex metabolism. Annu Rev Plant Physiol Plant Mol Biol 1994,
45(1):447–467.

http://dx.doi.org/10.1155/2009/659301


Naoumkina et al. BMC Genomics 2013, 14:155 Page 16 of 16
http://www.biomedcentral.com/1471-2164/14/155
48. Barbosa JM, Singh NK, Cherry JH, Locy RD: Nitrate uptake and utilization is
modulated by exogenous gamma-aminobutyric acid in Arabidopsis
thaliana seedlings. Plant Physiol Biochem 2010, 48(6):443–450.

49. Baum G, Lev-Yadun S, Fridmann Y, Arazi T, Katsnelson H, Zik M, Fromm H:
Calmodulin binding to glutamate decarboxylase is required for
regulation of glutamate and GABA metabolism and normal
development in plants. EMBO J 1996, 15(12):2988–2996.

50. Palanivelu R, Brass L, Edlund AF, Preuss D: Pollen tube growth and
guidance is regulated by POP2, an Arabidopsis gene that controls GABA
levels. Cell 2003, 114(1):47–59.

51. Renault H, El Amrani A, Palanivelu R, Updegraff EP, Yu A, Renou JP, Preuss
D, Bouchereau A, Deleu C: GABA accumulation causes cell elongation
defects and a decrease in expression of genes encoding secreted and
cell wall-related proteins in Arabidopsis thaliana. Plant Cell Physiol 2011,
52(5):894–908.

52. Van't Hof J, Saha S: Cotton fibers can undergo cell division. Am J Bot 1997,
84(9):1231.

53. Pelagio-Flores R, Ortiz-Castro R, Mendez-Bravo A, Macias-Rodriguez L, Lopez-
Bucio J: Serotonin, a tryptophan-derived signal conserved in plants and
animals, regulates root system architecture probably acting as a natural
auxin inhibitor in Arabidopsis thaliana. Plant Cell Physiol 2011,
52(3):490–508.

54. Foreman J, Demidchik V, Bothwell JHF, Mylona P, Miedema H, Torres MA,
Linstead P, Costa S, Brownlee C, Jones JDG, et al: Reactive oxygen species
produced by NADPH oxidase regulate plant cell growth. Nature 2003,
422(6930):442–446.

55. Rodriguez AA, Grunberg KA, Taleisnik EL: Reactive oxygen species in the
elongation zone of maize leaves are necessary for leaf extension. Plant
Physiol 2002, 129(4):1627–1632.

56. Fry SC: Oxidative scission of plant cell wall polysaccharides by ascorbate-
induced hydroxyl radicals. Biochem J 1998, 332(Pt 2):507–515.

57. Liszkay A, van der Zalm E, Schopfer P: Production of reactive oxygen
intermediates (O2

.-, H2O2, and
.OH) by maize roots and their role in wall

loosening and elongation growth. Plant Physiol 2004, 136(2):3114–3123.
58. Cosgrove DJ: Enzymes and other agents that enhance cell wall

extensibility. Annu Rev Plant Physiol Plant Mol Biol 1999, 50(1):391–417.
59. Hovav R, Udall JA, Chaudhary B, Hovav E, Flagel L, Hu G, Wendel JF: The

evolution of spinnable cotton fiber entailed prolonged development
and a novel metabolism. PLoS Genet 2008, 4(2):e25.

60. Chen X, Guo W, Liu B, Zhang Y, Song X, Cheng Y, Zhang L, Zhang T:
Molecular mechanisms of fiber differential development between G.
barbadense and G. hirsutum revealed by genetical genomics. PLoS One
2012, 7(1):e30056.

61. Al-Ghazi Y, Bourot S, Arioli T, Dennis ES, Llewellyn DJ: Transcript profiling
during fiber development identifies pathways in secondary metabolism
and cell wall structure that may contribute to cotton fiber quality. Plant
Cell Physiol 2009, 50(7):1364–1381.

62. Peer WA, Bandyopadhyay A, Blakeslee JJ, Makam SN, Chen RJ, Masson PH,
Murphy AS: Variation in expression and protein localization of the PIN
family of auxin efflux facilitator proteins in flavonoid mutants with
altered auxin transport in Arabidopsis thaliana. Plant Cell 2004,
16(7):1898–1911.

63. Peer WA, Brown DE, Tague BW, Muday GK, Taiz L, Murphy AS: Flavonoid
accumulation patterns of transparent testa mutants of Arabidopsis. Plant
Physiol 2001, 126(2):536–548.

64. Brown DE, Rashotte AM, Murphy AS, Normanly J, Tague BW, Peer WA, Taiz
L, Muday GK: Flavonoids act as negative regulators of auxin transport
in vivo in Arabidopsis. Plant Physiol 2001, 126(2):524–535.

65. Murphy A, Peer WA, Taiz L: Regulation of auxin transport by
aminopeptidases and endogenous flavonoids. Planta 2000,
211(3):315–324.

66. Jacobs M, Rubery PH: Naturally occurring auxin transport regulators.
Science 1988, 241(4863):346–349.

67. Peer WA, Blakeslee JJ, Yang H, Murphy AS: Seven things we think we
know about auxin transport. Mol Plant 2011, 4(3):487–504.

68. Livanos P, Apostolakos P, Galatis B: Plant cell division: ROS homeostasis is
required. Plant Signal Behav 2012, 7(7):771–778.

69. Havens CG, Ho A, Yoshioka N, Dowdy SF: Regulation of late G1/S phase
transition and APCCdh1 by reactive oxygen species. Mol Cell Biol 2006,
26(12):4701–4711.
70. Takahashi Y, Ogra Y, Suzuki KT: Synchronized generation of reactive
oxygen species with the cell cycle. Life Sci 2004, 75(3):301–311.

71. Taliercio E, Hendrix B, Stewart JM: DNA content and expression of genes
related to cell cycling in developing Gossypium hirsutum (Malvaceae)
fibers. Am J Bot 2005, 92(12):1942–1947.

72. Van't Hof J: Increased nuclear DNA content in developing cotton fiber
cells. Am J Bot 1999, 86(6):776–779.

73. Li XB, Fan XP, Wang XL, Cai L, Yang WC: The cotton ACTIN1 gene is
functionally expressed in fibers and participates in fiber elongation.
Plant Cell 2005, 17(3):859–875.

74. Ray PM, Shininger TL, Ray MM: Isolation of beta-glucan synthetase
particles from plant cells and identifciation with golgi membranes.
Proc Natl Acad Sci USA 1969, 64(2):605–612.

75. Ray PM: Cooperative action of beta-glucan synthetase and UDP-xylose
xylosyl transferase of Golgi membranes in the synthesis of xyloglucan-
like polysaccharide. Biochim Biophys Acta 1980, 629(3):431–444.

76. White AR, Xin Y, Pezeshk V: Xyloglucan glucosyltransferase in Golgi
membranes from Pisum sativum (pea). Biochem J 1993, 294(Pt 1):231–238.

77. Huwyler HR, Franz G, Meier H: Changes in the composition of cotton fiber
cell walls during development. Planta 1979, 146:635–642.

78. Takeda T, Furuta Y, Awano T, Mizuno K, Mitsuishi Y, Hayashi T: Suppression
and acceleration of cell elongation by integration of xyloglucans in pea
stem segments. Proc Natl Acad Sci USA 2002, 99(13):9055–9060.

79. Park YW, Baba K, Furuta Y, Iida I, Sameshima K, Arai M, Hayashi T:
Enhancement of growth and cellulose accumulation by overexpression
of xyloglucanase in poplar. FEBS Lett 2004, 564(1–2):183–187.

80. Shimizu Y, Aotsuka S, Hasegawa O, Kawada T, Sakuno T, Sakai F, Hayashi T:
Changes in levels of mRNAs for cell wall-related enzymes in growing
cotton fiber cells. Plant Cell Physiol 1997, 38(3):375–378.

doi:10.1186/1471-2164-14-155
Cite this article as: Naoumkina et al.: Integrated metabolomics and
genomics analysis provides new insights into the fiber elongation
process in Ligon lintless-2 mutant cotton (Gossypium hirsutum L.). BMC
Genomics 2013 14:155.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Results
	Conclusions

	Background
	Methods
	Plant materials
	SSR marker analysis
	RNA isolation, RT-qPCR and microarray
	Sample processing, extraction and GC/MS metabolite analysis
	GC/MS data processing and analysis

	Results
	Genetic similarity of the Li2 NILs
	Global metabolic trends
	Global transcript trends
	Metabolism overview
	Sugars and cell wall polysaccharides biosynthesis

	Discussion
	Conclusion
	Additional files
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /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 true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /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 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /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 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /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 <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. 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 for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /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 /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice




