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ABSTRACT

Anxious behavior in the mouse is a complex quantitative phenotype that varies widely among inbred
mouse strains. We examined a panel of chromosome substitution strains bearing individual A/J chromo-
somes in an otherwise C57BL/6] background in open-field and light-dark transition tests. Our results
confirmed previous reports of quantitative trait loci (QTL) on chromosomes 1, 4, and 15 and identified
novel loci on chromosomes 6 and 17. The studies were replicated in two separate laboratories. Systematic
differences in the overall activity level were found between the two facilities, but the presence of the QTL
was confirmed in both laboratories. We also identified specific effects on open-field defecation and center
avoidance and distinguished them from overall open-field activity.

HE anxiety-related behavioral phenotype termed

“emotionality” has been a primary focus for behav-
ioral research in rodents for decades (CRAWLEY 2000).
Typically, emotionality is measured by placing a mouse
in an unfamiliar, stressful environment and evaluating
its movement. A variety of tests that yield correlated results
have been used to assay this phenotype, including the
open-field activity test, the light-dark (LD) exploration
test, elevated-plus, elevated-zero, and y mazes, and the
Vogel conflict test (CRAWLEY 2000; FLINT 2003b). Per-
formance in these studies can be modulated with anxio-
Iytic drugs, supporting the assertion that they measure
a factor analogous to human anxiety (PELLOW et al.
1985; PELLow and FiLe 1986; FiLE and PrrLLow 1987;
MATHIS et al. 1994, 1995).

It is clear that there is a large genetic component to
emotionality in rodents because different inbred mouse
strains, raised under identical laboratory conditions,
perform very differently in these assays (FESTING 1979;
CRAWLEY et al. 1997). In various tests of activity, suscepti-
ble (anxious) strains such as A/] and BALB/c are typi-
cally reluctant to explore the environment, remain close
to walls or away from exposed heights, move with a
flattened posture, and frequently defecate during the
test. Less anxious strains, such as C57BL/6], readily
explore the test area, including open or exposed areas,
walk with a normal posture, and rarely defecate (CRAW-
LEY el al. 1997).
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No single locus accounts for differences in emotional-
ity phenotypes among inbred strains. Instead, these be-
haviors appear to be complex, involving relatively small
individual contributions from a variety of genetic loci
(FLINT et al. 1995; FLINT 2003b) as well as environmental
influences. Historically, studies of emotionality were
among the first to use new genetic tools for identifying
quantitative trait loci (QTL). These include intercross
analysis between inbred strains, breeding of artificially
selected strains, intercross and breakpoint analysis
among selected strains, and high-resolution mapping in
heterogeneous stocks (FLINT et al. 1995; GERSHENFELD ef
al. 1997; GERSHENFELD and PauL 1997; TaLBOT et al.
1999; TURRTI et al. 1999, 2001a,b; MoTT et al. 2000).

Chromosome substitution strain (CSS) analysis is a
novel method of QTL identification that we proposed
(NADEAU et al. 2000) and that we and others have re-
cently demonstrated (MATIN et al. 1999; COWLEY et al.
2001; KouMPROGLOU et al. 2002; LIANG et al. 2002; YOUNG-
REN et al. 2003; SINGER et al. 2004). It involves selectively
breeding inbred strains in which a single chromosome
from one parental strain has been introgressed into a
background derived entirely from a second strain. In
its most powerful form, a complete panel of CSSs in
which all chromosomes have been substituted is avail-
able. The phenotype of interest is measured in each CSS
as well as in the host (background) strain; divergence
between the host strain and a given CSS indicates a
locus or loci on the substituted chromosome affecting
that phenotype. This method offers significant improve-
ments in speed over recombination-based methods as
intercross progeny do not need to be bred and geno-
typed. It also provides increased sensitivity in QTL detec-
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F1GURE 1.—Mapping quantitative trait loci with
chromosome substitution strains. A phenotype
was tested in the various CSSs as well as in the
C57BL/6] background strain. If a significant dif-
ference was found between a particular GSS
(here, CSS-2) and the background strain, the sub-
stituted chromosome carried at least one locus

QTL affecting trait on chromosome 2

tion (NADFEAU et al. 2000; BELKNAP 2003) because each
chromosome is tested in a controlled background, free
from the confounding effects of other randomly segregat-
ing loci affecting the same trait (Figure 1). CSSs also
greatly accelerate any subsequent fine mapping of discov-
ered loci, because the defined and controlled back-
ground eliminates or greatly reduces the need to spend
years constructing congenic strains.

We recently described (SINGER et al. 2004) the first com-
plete CSS panel, in which chromosomes from the A/]
strain were introgressed into the C57BL/6] host strain
(henceforth abbreviated as B6). The strong existing body
of work on QTL affecting emotionality and the pro-
nounced phenotypic differences between the A/] and B6
strains make this CSS panel a promising tool for the
study of genetic variation in emotionality using a pair
of behavioral tests: open-field activity and light-dark
transition. In the open-field test, a mouse is released in
an enclosed, brightly lit area ruled with a grid. During
a 4-min trial, the number of squares traversed (open-
field activity, or OFA), the number of center squares
traversed and the number of fecal pellets left behind
(open-field defecation, or OFD) are recorded. The LD
transition test uses a box divided into a large, brightly
illuminated chamber and a smaller dark chamber. A
mouse is released in the dark chamber and, in a 5-min
trial, the time until the mouse first emerges into the
lighted chamber, the total time spent in the lighted
chamber, and the number of transitions between the
chambers are recorded. In both tests, we found multiple
loci affecting emotionality and validated and mapped
them in independent studies.

MATERIALS AND METHODS

Behavioral testing: Male mice were weaned at 4 weeks after
birth, housed in same-sex groups of three to four, and tested
at 8 weeks after birth. In the initial screening of the CSS panel,
10-12 mice/CSS were typically tested. Open-field testing was
performed in a 60 X 60-cm box made of white Formica, ruled
with a 4 X 4 grid, enclosed with 15-cm-high walls of clear
acrylic, and illuminated by a 1280-lm lamp. A mouse was re-

affecting that phenotype. For simplicity, single
chromosomes are shown; the actual CSSs are ho-
mozygous for both the substituted and the back-
ground chromosomes.

leased into a center-side square of the grid and, during a
4-min trial, the number of boxes and center boxes traversed
were observed and recorded. A compound emotionality phe-
notype, termed EMO (TALBOT et al. 1999), was generated by
standardizing OFA and OFD scores for a given sample set to
a mean of zero and a variance of 1, reversing the sign of the
normalized OFA result, and taking the mean of the two scores
for each individual.

Light-dark exploration was performed in a 19 cm high X
19 cm deep Plexiglas chamber, divided into a 14-cm-wide dark
chamber and a 28-cm-wide clear chamber separated by a 10 X
10-cm opening and illuminated by a 1280-Im lamp. A mouse
was released into the dark chamber and its transitions between
the chambers were recorded during a 5-min trial. A transition
was scored when the entire body of the mouse passed into the
new chamber. Times were reported in the format mm:ss*mmuss.

To minimize variability, all behavioral testing was performed
between 3 and 5 PM (while mice were kept on a 7 AM=7 PM
light/dark cycle). Before each day’s testing, several mice were
placed in the apparatus for 10 min to avoid testing the first
mice in a fresh environment. Mice from different CSSs were
rotated randomly through the testing to minimize the effect
of any transient environmental factor on a particular CSS.
The chambers were cleaned and sterilized at the end of each
day of testing.

Statistical analysis: Significance of results in the initial CSS
panel screen was determined in a ttest between each CSS
result and the B6 control. Significance levels were subjected
to a Bonferroni correction to account for multiple hypothesis
testing with 22 CSS strains. Results were considered significant
if the corrected significance level was <<0.05. This implies an
expected rate of only 0.05 false positives/trait across the entire
panel.

Intercross analysis: Genotyping was performed with PCR am-
plification of simple sequence length polymorphism (microsatel-
lite) markers at a spacing of 15-20 cM. Chromosomal localiza-
tions are according to the Mouse Genome Database 2001
Chromosome Committee Reports (http:/www.informatics.jax.
org). QTL analysis was performed with Map Manager (MANLY
and OrsoN 1999), using various models as described below.
All QTL reported as exceeding Lander-Kruglyak significance
also exceeded the significance threshold estimated with Map
Manager’s permutation function.

RESULTS

Screening in the CSS panel: The first stage of analysis
was performed in the Animal Resource Center at Case
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Western Reserve University (CWRU). Eight-week-old
male mice from each strain of the B6-Chr* CSS panel
(with the exception of CSS-5 and the mitochondrial
CSS, which were not yet completed) were examined in
both tests, as were mice from the A/]J and B6 parental
strains. As demonstrated previously (reviewed by CRAw-
LEY et al. 1997), the results for A/] and B6 were ex-
tremely divergent, and several of the CSSs also differed
significantly from the B6 host strain.

In the open-field test, B6 mice traversed an average
of 133.6 *+ 9.9 grid squares, including 18.9 = 2.9 center
squares or 14% of the total. No fecal pellets were seen
in 13 trials (Figure 2). A/] mice traversed an average
of 1.1 = 0.3 grid squares, leaving 5.3 * 0.5 fecal pellets.
None crossed into a center square. CSSs for chromo-
somes 1, 4, 6, and 15 (henceforth abbreviated CSS-1,
CSS-4, and so on) traversed the fewest squares: 75.2 *
7.2,91.3 * 3.3,82.5 = 5.3, and 86.0 * 5.3, respectively.
These results agreed with previous reports of loci on
chromosomes 1, 4, and 15 affecting OFA (FLINT et al.
1995; GERSHENFELD el al. 1997; GERSHENFELD and PAUL
1997; TALBOT et al. 1999; TURRI et al. 1999, 2001a,b;
Mot et al. 2000; ZHANG and GERSHENFELD 2003).

The CSS for chromosome 1 entered the lowest per-
centage of center squares; however, a surprising finding
was that while CSS-11 crossed 117.5 = 6.2 total squares,
the third most among the panel, only 7.1% were center
squares. The CSS-11 mice rapidly circled the area, but
remained close to the wall most of the time. All strains
but one (CSS-8) left fecal pellets, a behavior that was
not seen in any of the 30 B6 mice observed in this study
and in an earlier pilot study of the parental strains.

In the light-dark transition test, B6 mice first emerged
into the illuminated chamber after an average of 0:10 =
0:02 min, spending 2:02 * 0:06 min in the lighted area,
with 23.8 = 1.6 transitions between chambers. Most
A/]J mice did not emerge at all, spending an average
of 0:02 = 0:01 min in the lighted area, with 0.6 = 0.4
transitions between chambers (Figure 3).

Again, CSS-1 diverged the most from the baseline B6
phenotype, emerging after 1:42 = 0:26 min and spend-
ing 0:57 = 0:12 min in the lighted chamber with 11.1 *
2.0 transitions. CSS-6 also showed reduced activity
(0:34 = 0:04 min to emergence, 1:40 * 0:05 min in the
lighted chamber), while CSS-4 and CSS-15 were similar
to B6. Surprisingly, although CSS-17 was the second
most active CSS in the open-field assay, it was the second
least active in the light-dark test (1:07 = 0:15 min to
emergence, 1:21 = 0:10 min in the lighted chamber).

Intersite phenotype variation: At this stage, testing
shifted to the animal facility at the Whitehead Institute
for Biomedical Research (WIBR). To confirm the results
from screening the CSS panel and to map the responsi-
ble loci along the length of the chromosomes, we per-
formed intercrosses between the implicated CSSs and
the B6 parental strain. This process is analogous to tradi-
tional whole-genome intercross QTL analysis, but the
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FiGURE 2.—Open-field results for 20 CSSs, the B6 back-
ground strain, and A/J. Significant deviations, after correction
for multiple hypothesis testing, are indicated by an asterisk.
(a) OFA in number of squares traversed in a 4-min trial. (b)
Center avoidance in center squares entered as percentage of
total activity. (c) OFD in average number of pellets left.

testing of a single chromosome in an otherwise constant
background greatly increases sensitivity while lowering
the threshold for significance. LOD scores between 1.4
and 2.6 (depending on the length of the substituted
chromosome and the model of dominance) are re-
quired for significance, in contrast to the 3.3—4.3 neces-
sary in whole-genome studies (LANDER and KRUGLYAK
1995). Because LOD scores are logarithmic, reducing
the significance threshold by half greatly increases the
power of a study.

Because of concerns about the reproducibility of be-



858 J. B. Singer et al.

[]

5:001 Q

2:30

2:00

1.30

1:00

0:30 ﬂ

g ﬁ
4

123

Time to first emergence (minutes)

ﬁﬁﬁ i ﬁﬁﬁﬁ i

7 10111213141516171819X Y A/J B6
Chromosome

(¢}

35

30 { I
20 i

Transitions between chambers

Chromosome

0 R
1234678 91011121314 151617 1819 X Y AJ B6

b
3:00
fasi
— 2:30
27 1 b s
2l |[T1 4 il b
£ * i } i {
E [
2 1:30
£
[0}
£ 100
I
2 0:30
0:00 & 11
123467 8 9101 121314151617 1819 X Y Al B6
Chromosome
d 0:15

ol ] j :

0:06

0:03

Mean interval in light (minutes)

12 3 467 8 91011121314151617 1819 X Y AJB6
Chromosome
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length (in minutes) of intervals in the lighted chamber.

havioral assays between laboratories (CRABBE et al. 1999;
WAHLSTEN et al. 2003), we began by retesting 11 of the
CSSs in the new environment. The strains that displayed
the most reduction in activity relative to B6 continued
to do so. However, in both open-field and LD tests, most
of the strains displayed less activity at WIBR than at the
CWRU facility. For example, B6 traversed 116.6 = 8.6
open-field squares at WIBR and few mice immediately
ran into the lighted chamber in the LD test, as happened
frequently with most strains tested at CWRU.

The reduction in activity was strikingly linear when re-
sults from WIBR were plotted against those from CWRU
(Figure 4). OFA fit a line of y = 0.76x + 17.9 squares,
with an R? of 0.49 (P = 0.01, from the Fstatistic calcu-
lated in an ANOVA test). Comparison of the LD results
yielded fits of y = —0.79x + 0.09 min (R? = 0.74, P =
0.0003) for time to first emergence and y = 0.47x +
0.03 min (R* = 0.42, P = 0.004) for total time in the
lighted chamber. (Results in A/] mice were excluded
from these regressions because they showed virtually no
activity in either context and because including them
would have led to a wildly disproportionate skewing of
the line fit and inappropriately high R? results.)

Fine mapping in intercrosses: We selected the follow-

ing phenotypes for fine mapping: reduced LD activity
and elevated OFD in CSS-1, reduced OFA in CSS-6,
and reduced LD activity in CSS-17 (Figure 5). Because
analysis of heterosomic CSS-1 showed reduced activity
in the LD test, and elevated OFD (not shown), we pur-
sued a backcross of the F, to B6. A study of 91 N2
progeny mapped a QTL between DIMitl5] and
DIMit511 at 93 ¢cM with a LOD of 3.3 (significance
threshold = 1.7) for time to first emergence in the LD
test and a LOD of 4.1 in the same interval at 103 cM
for total time spent in the lighted chamber. When OFD
was treated as a dichotomous trait and analyzed with
the penetrance scan function of Mapmaker (GORHAM et
al. 1996), a LOD of 6.7 at 95.5 cM was obtained with a
peak between DIMit151 and DIMit511. These results
are consistent with previous reports for a locus on the
distal end of chromosome 1 (FLINT et al. 1995; GERSHEN-
FELD et al. 1997; TALBOT et al. 1999; TURRI et al. 1999,
2001a,b; MoTT et al. 2000).

Heterozygosity for A/] alleles at the chromosome 1
locus or loci appeared to have a weaker effect on OFA,
failing to show any significant effect in this small back-
cross. Nonetheless, QTL analysis of OFA in the cross
was consistent with the LD results, with a LOD of 0.96 for
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center avoidance at DIMit511at 113 cM. The compound
EMO phenotype, a normalized measure combining
OFA and OFD, indicated a significant LOD of 1.9 at
DIM;it159 at 81.6 cM.

In a study of 82 F, progeny from an intercross between
CSS-6 and B6, two QTL affecting OFA were detected:
one of LOD 3.7 between D6Mitl38 and D6Mit274 at
4.9 cM (chromosome significance threshold, 1.6) and
a second of LOD 1.6 between D6Mit36 and D6Mit339
at 52.5 cM, both with a recessive effect for the A/J allele
or alleles. Analysis of OFD yielded a LOD of 1.6 between
D6Mit274 and D6Mit209 at 17.0 cM while no suggestive
linkages were seen for the EMO phenotype.

A suggestive peak of LOD 1.1, affecting time in the
light during the LD test, was also detected between
DoMit138 and D6Mit274 at 2.1 ¢cM, while analysis of the
mean time of intervals in the lighted chamber indicated
a peak of LOD 1.5, also at 2.1 cM, and another of LOD
1.7 between D6Mit36 and D6Mit339 at 63.9 cM.

A study of 70 F, progeny from an intercross between
CSS-17 and B6, analyzed for total time spent in the light
during the LD test and fit to a two-parameter model
because dominance of the QTL was unclear in the F,
(chromosome significance threshold, 2.3), indicated a
QTL between D17Mit39and D17Mit221 at 51.2 cM with
a LOD of 3.6. No significant effect was seen on OFA or
OFD.

DISCUSSION

Emotionality and CSS mapping: The A/J and C57BL/
6] strains were selected for the CSS breeding project in
large part because of the many phenotypic differences
known between them (FESTING 1979; MOUSE PHENOME
DataBaske 2001). In particular, anxiety-related pheno-
types were known to differ substantially and reproduci-
bly between those strains. Therefore, this new technique
for dissecting the genetic basis of complex quantitative

traits offered the promise of better understanding the
mechanisms underlying emotionality.

Results obtained from two tests of emotionality agreed
well with previous studies that suggested that a small
number of loci, specifically those on chromosomes 1,
4, and 15, exert a large effect on emotionality (FLINT
et al. 1995; GERSHENFELD et al. 1997; TALBOT et al. 1999;
TURRI et al. 1999, 2001a,b; MoTT et al. 2000). Our find-
ings agree with that assessment in both the number and
the location of major players, and our mapping of a
major locus on chromosome 1 to the distal end of the
chromosome is consistent with all previous work. FLINT
(2003a) argues for two distinct QTL on chromosome
1: one polymorphic between B6 and BALB/c at ~100
cM (FLINT et al. 1995; MoTT et al. 2000; TURRI et al.
2001a,b) and a second polymorphic between B6 and
A/J at ~80 cM (TALBOT et al. 1999). The location near
100 cM is more consistent with our findings, despite
our use of B6 and A/]. The discrepancy may be due to
ambiguity in our LOD peak, as the location of the puta-
tive QTL at 80 cM still exceeds significance in our stud-
ies. Alternatively, an earlier study (GERSHENFELD et al.
1997) of an intercross between B6 and A/J placed a
QTL at 100.5 cM, which supports our results.

We also detected additional loci with smaller effects on
OFA and OFD, and on LD transition, presumably as a
result of the increased sensitivity of the CSS method. The
effect of loci on chromosomes 6 and 17 has not been
previously reported at either a significant or a suggestive
level. CSS-9 and CSS-10 also showed significant reduction
in light-dark activity in the initial screening and previously
unreported QTL may be present there as well.

The efficiency of CSS mapping compared favorably
with that of recombination-based mapping of loci affect-
ing the same phenotypes, detecting loci by testing 10-12
mice/strain in the initial screen and validating them in
intercrosses of <100 F, progeny. Comparable studies in
intercrosses have used similar or much larger numbers
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of mice—from 514 to 1636 F, progeny (FLINT et al.
1995; GERSHENFELD el al. 1997; TURRI et al. 2001a)—in
addition to the selective breeding of high- and low-
activity strains that preceded two of those studies. The
resolution of our F, mapping was limited by the small
sample sizes that we chose to use and the resulting paucity
of informative crossovers. The resolution of those stud-
ies could, of course, be improved to any desired level
by increasing the sample size. Perhaps most importantly,
the whole process is greatly accelerated by eliminating
the construction of congenic strains in many cases. (A
more detailed treatment of the relative statistical advan-
tages of CSS mapping is given in the supplementary
material for SINGER et al. 2004.)

The next steps to map these loci more closely are
relatively straightforward. Several routes are available
for moving to a precise localization of the QTL with
relative ease (BELKNAP 2003; YOUNGREN et al. 2003). The
process of assigning a QTL to a specific gene remains a
more difficult undertaking. However, recent insights
into the haplotype block structure of laboratory mouse
strains (WADE et al. 2002) suggest that focusing on re-
gions of divergence could greatly accelerate the fine-
mapping process; other options, such as the use of mi-
croarray analysis to identify candidate genes, may also
offer shortcuts.

Genetic architecture of the emotionality phenotypes:
The partitioning of the total A/J-B6 genetic divergence
over the 20 tested CSSs raises the question of how the
sum of the phenotypic differences between the various
CSSs and B6 compares to the A/J-B6 disparity for the
same trait. In the case of LD transition, the aggregate
reduction in activity over 20 CSSs was a 1:49 (mm:ss)
increase in time to first emergence, compared to 1:59
for A/], and a 5:23 decrease in total time in light, com-
pared to 4:44 for A/]. Open-field activity, in contrast,
had an aggregate reduction of 604.9 traversed squares,
far greater than the entirety of B6 activity (133.6 squares
vs. 1.1 squares for A/J). The lack of an additive effect in
open-field activity may reflect gene interactions, where
multiple B6 alleles are required for the B6 phenotype
and substitutions of individual A/] alleles have an epi-
static effect on loci from other chromosomes. Analysis
of diet-induced obesity in the CSS panel (SINGER et al.
2004) also indicated nonadditivity.

A novel finding was the center avoidance of CSS-11
in open-field testing. The combination of high open-
field ambulation and aversion to the center of the box
has not been previously described. In fact, our findings
probably understate the difference between the CSS-
11 and B6 phenotypes. Open-field results were scored
manually, necessitating the use of a relatively coarse



Anxiety QTL in Mice 861

4 X 4 grid with 15-cm squares that did not distinguish
circular paths enclosing roughly the middle two-thirds
of the box, as seen with most strains tested, from the
CSS-11 behavior of rapid laps around the test area with
the sides of the mice in contact with the wall much of
the time. Repeating this work in an automated open-field
apparatus with greater resolution is likely to indicate a
more pronounced phenotypic difference than that re-
vealed in this analysis.

Another unexpected finding was the demonstration
of proportionate changes in activity levels when the
same strains were tested in two different facilities. The
issue of intersite variability in behavioral tests of emo-
tionality has been addressed in several studies (CRABBE
et al. 1999; WAHLSTEN et al. 2003) and found to be consid-
erable (although interstrain differences still proved sig-
nificant in general and for open-field activity in particu-
lar). Those studies, however, treated intersite variability
primarily as an obstacle to be avoided. In this case, the
testing of inbred strains with intermediate phenotypes
in two locations provided a powerful confirmation of
putative QTL, but also demonstrated a level of predict-
ability in the effects of laboratory environment that has
not been previously described.

CWRU has a large, multi-species facility with very dif-
ferent levels of ambient noise, odor, and humidity com-
pared to its WIBR counterpart, which may account for
the difference. Another possible factor is that mice were
housed with corncob bedding at CWRU as opposed to
the pine shavings used in cages at WIBR. Mice were
more difficult to catch by the tail in the coarser corncob
bedding and were frequently chased around before be-
ing placed in the test apparatus, which may have led
to increased liveliness during testing. Interestingly, a
distinctive “face-washing” gesture seen at 2.5 min (fre-
quently to the second) in the open-field test with most
mice tested at CWRU was rarely observed at WIBR and
then only at the end of a 4-min trial.

A recent report (FrRancrs et al. 2003) demonstrated
that the difference in open-field performance and other
tests of emotionality between B6 and BALB is mediated
partly by maternal effects and that the genotype of the
dam is therefore significant. In our work, maternal ef-
fects are either inseparable from zygotic or adult effects,
as in the comparison of CSSs to B6, or controlled for,
as in the case of backcross or intercross progeny where
all individuals in the same cross share the same parental
genotype.

This work used the CSS paradigm to identify loci
affecting performance in two related tests, reproducing
previous results as well as identifying novel loci that
had eluded earlier studies. The behavioral differences
between the B6 and A/J inbred strains go well beyond
emotionality (FESTING 1979; CRAWLEY et al. 1997), how-
ever, affecting learning, aggression, prepulse inhibition,
consumption of ethanol and other drugs, and other
phenotypes. In fact, in studies of weight gain differences
between the CSSs at WIBR, we found it necessary to

house CSS-4 males individually because of severe fight-
ing, suggesting the existence of an A/] allele on that
chromosome contributing to elevated aggression. The
power of the CSS approach to dissect such complex traits
provides an opportunity to make new findings across
the spectrum of behavioral genetics.
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