World Journal of Neuroscience, 2014, 4, **-** 0‘:’ Scientific

Published Online June 2014 in SciRes. http://www.scirp.org/journal/wijns ‘02:0 Research
doi

The Long Way from Complex
Phenotypes to Genes: The Story of Rat
Chromosome 4 and Its Behavioral Effects

Gabriela Ferreira de Medeiros!2, Fernanda Junkes Corréal, Maria Elisa Corvino?,
Geison de Souza Izidiol, André Ramost!

'Laboratério de Genética do Comportamento, Departamento de Biologia Celular, Embriologia e Genética,
Universidade Federal de Santa Catarina, Floriandpolis, Brazil
*Univ Bordeaux, Nutrition & Neurobiologie Intégrée (NutriNeuro), Bordeaux, France

Email: g.izidio@ufsc.br

Received **** 2014

Copyright © 2014 by authors and Scientific Research Publishing Inc.
This work is licensed under the Creative Commons Attribution International License (CC BY).
http://creativecommons.org/licenses/by/4.0/

“9 ss

Abstract

Quantitative trait loci (QTLs) mapping has been performed during the past decades in an attempt
to identify genes, gene products and mechanisms underlying numerous quantitative traits. It's a
strategy based on natural variations in genes and gene products, which facilitates translation from
animal models to human clinical conditions. Our team has shown that the inbred rat strains Lewis
(LEW) and Spontaneously Hypertensive Rats (SHR) differ with respect to several emotionality-
related behaviors, one of which (inner locomotion in the open field) was strongly influenced by a
QTL (Anxrr16) on rat chromosome 4. Since then, several other studies not only corroborated the
initial description of Anxrr16, but also extrapolated its effects to a broader context (rats from both
sexes and regardless of the estrous cycle phase) and suggested that this same region influences
other emotionality-related behaviors as well as alcohol intake. Other QTLs affecting neurobiologi-
cal traits were also found on rat chromosome 4 and several candidate genes have been pointed
out as possibly influencing those phenotypes. Altogether, these studies suggest that rat chromo-
some 4 constitutes an interesting target for the study of the molecular bases of anxiety and other
traits related to emotional reactivity.
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1. Introduction

The natural and continuous interindividual variation observed in several phenotypes is typically attributed to the
effects of multiple genes in interaction with the environment. Such phenotypes are frequently referred to as
“quantitative traits” and the genomic regions that contribute to their variation are known as quantitative trait loci
(QTLSs) [1]. QTLs mapping has been performed during the past two and a half decades in an attempt to identify
genes, gene products and mechanisms underlying numerous phenotypes of interest [2]. In order to begin a typi-
cal QTLs analysis, parental strains (usually inbred) that differ genetically for the trait of interest are required [3].
Then, the simplest ways to perform this mapping are from either F2 (derived from F1 hybrids) or backcross (de-
rived from a cross between F1 and one of the parents) generations, although F2 experiments are more commonly
used [4]. Thereafter, the phenotype and genotype of many individuals of the selected generation (e.g. F2) are
scored. Briefly, this method identifies chromosome (Chr.) regions that are most likely associated with the phe-
notype of interest in a given population [2].

The pioneer studies on QTLs mapping stemmed from agricultural research (Figure 1), where this technique
has an enormous practical potential, more specifically aiming at identifying genomic regions related to growth,
flavor or disease resistance. In this context, the first QTLs analysis was carried out in the tomato [5]. Later, this
strategy has spread out into other research fields. In rodents, the first QTL was mapped in 1991, when investi-
gators found evidence suggesting the presence of a blood pressure regulatory locus on rat Chr. 10 [6]. Regarding
behavioral phenotypes, Flint et al. [7] were the first authors to find QTLs in mice, identifying three loci contri-
buting to the genetic variance of emotionality. Moisan et al. [8] described for the first time a behavioral QTL in
rats, identifying a locus on Chr. 8 related to motor activity. A few years later, Ramos et al. [9] mapped, for the
first time, a genomic region influencing an emotionality-related trait in rats. This genomic region, first named
Ofill (open field inner locomotionl), was located on rat Chr. 4 and was originally described as influencing lo-
comotion in the inner area of the open field test (OF), a putative experimental index of anxiety. Since then, sev-
eral studies have mapped different QTLs in both rats and mice for numerous phenotypes including bone in-
flammation [10], blood glucose levels [11], locomotion [12], alcohol preference [13], blood corticosterone levels
[14], novelty/stress-induced locomotor activation [15], HDL-cholesterol level [16], radiation susceptibility [17],
brain inflammation [18], stress response [19] and circadian rhythms [20]. Differently from knockout and trans-
genic approaches, this strategy is based on natural variations in genes and gene products that physiologically
modulate the trait of interest, in a manner that may ultimately facilitate translation from animal models to human
clinical conditions.

2. Identification of the First Emotionality-Related QTL in the Rat

In a seminal study involving six inbred rat strains, Ramos et al. [21] proposed that the Lewis (LEW) and
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Spontaneously Hypertensive Rats (SHR) inbred strains constituted a useful genetic model for the study of emo-
tionality. These strains display contrasting responses when tested in several behavioral models of emotionality,
with LEW rats being more “anxious-like” than SHR rats. These two strains showed significant differences in the
inner locomotion in the OF, although they did not differ in their levels of general locomotion. A subsequent
study by Ramos et al. [22] has corroborated these behavioral differences between strains and investigated some
of their inheritance mechanisms, confirming that these behavioral contrasts were mainly genetic in their origin.

Aiming at investigating the genetic basis of these emotionality-related differences, a genome-wide QTLS
search, using LEW and SHR rats, was carried out by Ramos et al. [9]. This study, as mentioned above, identi-
fied and mapped a QTL located on rat Chr. 4 affecting inner locomotion in the OF, which remains today as the
second strongest QTL ever reported for anxiety in rats (maximum LOD score of 7. 22). This QTL was originally
named Ofill [9], but it is currently denominated Anxrrl6 (Anxiety related response QTL 16) in the Rat Genome
Database [23]. Originally, Anxrr1l6 was found to affect only females and in a counterintuitive manner, that is,
LEW alleles conferred the offspring a higher rather than a lower locomotion score in the inner area of the OF [9].
Such a counterintuitive phenomenon is not rare in QTLs studies, since the F2 reflects genetic remixing of the
two parental strains and can reveal new genetic combinations [19] [24] ]25]. Interestingly, LEW alleles in
Anxrrl6 conferred the offspring an even higher OF inner locomotion than that displayed by the parental SHR
strain, showing that this major QTL had also a transgressive effect. Initially, this study revealed that Anxrrl6
was not only sex-specific, but also depended on the type of cross (LEW or SHR grandmother) [9].

A few years later, independent researchers conducted QTLs analyses based on the intercross of different sets
of contrasting strains for ethanol consumption, which led to the identification of regions, also on rat Chr. 4, that
influenced alcohol preference [26] [27]. These studies suggested that this genomic region might have a pleio-
tropic effect; influencing not only emotional reactivity but also ethanol consumption and possibly other stress-
related phenotypes. Moreover, this region was found to harbor several other neurobiological QTLs, which sup-
ports the relevance of such a region, as discussed throughout this review.

3. Complexities and Limitations of QTLs Studies

As several other methodologies, QTLs mapping also has its limitations. For example, QTLs analysis requires
large sample sizes, and the mapped loci normally account for only a small fraction of the total genetic variation
in the population. Moreover, these experiments are arduous and rarely lead to individual genes [2] [28] as a QTL
may contain many genes that contribute to the phenotype of interest. In addition, sometimes several linked genes
are responsible for the genetic variation of a trait, and it is hard to differ if there are one or more QTLs contri-
buting for the trait [29].

Nevertheless, there are successful stories in the field of QTLs mapping. In a review, Flint et al. [2] high-
lighted some studies that have led to the identification of underlying genes. However, if we look carefully at
these studies, we will see that the genes identified had unusually large effect sizes. Furthermore, in some cases,
QTLs have been found to be context dependent, with their effects diverging in magnitude and/or direction in
different backgrounds, different environments or between males and females. This type of effect can be a major
concern, since estimates of allelic effects would be valid only under specific situations, and interferences due to
laboratory conditions might render some results invalid on a wide range of natural environments [30]. Beyond
that, the statistical tests for evaluating the significance of a QTL are numerous and many tests can produce false
positive results. A commonly adopted solution is to use permutation analysis to estimate a threshold value, which
is valid for small samples [2] [29] [31]-[33].

In the field of neurobiological disorders, mapping behaviors derived from anxiety-related tests alone may be
extremely complex, as anxiety disorders are multifactorial and the consequence of a combination of genetic and
environmental factors [34]. A practical example of the complexity of QTLs mapping is a study by Fernandez-
Teruel et al. [35], where the authors identified eight QTLs, three of which (on Chr. 5, 10, and 15) influenced
more than one behavioral measure of fear in an F2 cross of Roman High and Low avoidance rats. When com-
paring these results with those from a similar study by Gershenfeld and Paul [36], but using mice instead of rats,
no apparent overlap in the location of the QTLs was shown when comparing the syntenic regions between spe-
cies. In other words, studies using the same animal models of anxiety but using different species or strains can
show different results in terms of QTL location. These findings show that anxiety-related traits as well as the
techniques used to model these disorders are complex and still far from being completely understood.

O,



G. F. de Medeiros et al.

4. Further Studies on Anxrr16

Despite the complexity and limitations intrinsic to QTLs studies, the remarkable strength of Anxrrl6 has in-
spired our team to persevere in the study of this genome region and its associated phenotypes. Doubts have been
raised regarding the replicability, the pattern of inheritance, and the ethological meaning of this QTL [28] [32].
A series of subsequent studies have helped us to look more closely at these matters. A study carried out by Mor-
mede et al. [37] used F4 and F5 generations from a LEW x SHR intercross, selected through molecular markers
at both Anxrrl6 and Anxrrl7 (another QTL for OF inner locomotion, located on Chr. 7 and previously called
Ofil2). This selection led to a “high line”—which had alleles increasing inner locomotion in the OF, i.e. LEW
alleles at Anxrrl6 and SHR alleles at Anxrrl7—and a “low line”—uwith the inverse phenotype/genotype. They
found that the high line was more active than the low line in the OF. It was also observed that the inhibition of
locomotor activity in the low line (as compared to the high line) was directly related to the aversiveness of the
situation (larger in the center than in the periphery of the OF, and under strong than under dim light conditions),
and this effect was more intense in males than in females [37]. This study was the first one to reproduce
Anxrrl6’s effects in the OF after its description in 1999, despite its limitation in dissociating the magnitude of
each of the QTLs’ effect (Anxrrl6 and Anxrrl7). It has also revealed a potential effect of Anxrrl6 in males,
which wasn’t originally observed by Ramos et al. [9]. Using a similar methodology, Vendruscolo et al. [38]
have confirmed this QTL’s effects on OF inner locomotion in rats deriving from an F2 intercross between the
LEW and the SHR strains. Identically to Ramos et al. [9] (but not to Morméde et al. [37]), they have found that
this effect was restricted to females. Interestingly, this study has also revealed an effect of Anxrrl6 on ethanol
10% intake of female rats, with SHR alleles increasing the alcohol consumption (in the expected sense, since
SHR rats have a higher ethanol intake than LEW rats). This work suggested that the Anxrr16 region could con-
tain either linked genes with independent influences on anxiety-related responses and ethanol consumption, or a
pleiotropic gene with simultaneous effects on both traits.

Another study performed by Vendruscolo et al. [39], has shown that this region of rat Chr. 4 additionally af-
fects stress-induced analgesia, which was evaluated in the hot-plate task after TMT (2,4,5-trimethylthiazoline, a
component of fox feces) exposure, but in male rats only. Curiously, no difference regarding this phenotype was
found between both parental strains. The authors suggested that behaviors measured in classical models of ge-
neralized anxiety and reactivity to stress produced by predator odors could be genetically dissociated.

Two years later, Hameister and colleagues [40] investigated if this same QTL was also effective in the Floripa
H and L rat lines. These lines derived from a genetically heterogeneous stock and were selectively bred for high
(H) and low (L) levels of locomotion in the inner area of the OF. They have found that the selection for this
phenotype has acted on the genotype frequencies of two markers flanking the Anxrrl6 region. This finding sug-
gests that this region’s influence on anxiety-related phenotypes is not only relevant to animals derived from the
specific parental strains LEW and SHR, but it also proved to be important for other populations of laboratory
rats, standing out as a promising target to be investigated in other animal species, including humans. In 2009,
Chiavegatto et al. [41] have investigated the potential molecular and physiological links between a-synuclein
protein and the behavioral differences observed between LEW and SHR strains. a-synuclein is widely expressed
in the central nervous system, it downregulates the synthesis of dopamine and has been shown to be involved in
neurodegenerative disorders and alcoholism (both conditions potentially having anxiety as a common feature)
[42]-[48]. Snca, the gene encoding for a-synuclein, is mapped on Chr. 4 near the Anxrrl6 region and was
pointed as a positional candidate gene. This study reported increased a-synuclein mRNA and protein expression
and decreased dopaminergic activity in the hippocampus of LEW rats when compared to SHR. It has also identi-
fied a single nucleotide polymorphism in the a-synuclein-coding gene that might be responsible for the differ-
ence in this gene’s expression between the strains and that could therefore be leading to their behavioral differ-
ences regarding OF inner locomotion and ethanol consumption [41]. A latter study by Vendruscolo et al. [49]
revealed that Anxrrl6 also influences the induction of cocaine sensitization. In an F3 population derived from a
LEW x SHR intercross, male rats carrying SHR alleles in this region were more sensitive than the ones carrying
LEW alleles. The hypothalamic-pituitary-adrenocortical (HPA) axis is one of the biological mediators of the
acute effects of psychostimulants and of the development of sensitization, also being proposed to influence the
development of other psychiatric disorders, notably anxiety and depression [50]-[53]. Once again, the Anxrrl6
locus was shown to influence a behavioral trait possibly related to stress and emotional reactivity [49].

More recently, Izidio et al. [33] performed a new extensive QTLs analysis focused on rat Chr. 4 in an F2 gen-
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eration derived from a LEW x SHR intercross. This analysis, besides identifying five different QTLs linked to
emotional and ethanol intake behaviors in male F2 rats, also confirmed Anxrrl16’s location and its effects in both
males and females. Regarding the female rats, a separated analysis was carried out and suggested that Anxrrl6
effects may depend on the estrous cycle. This was the first study confirming the existence of Anxrrl6’s effects
through an independent QTLs analysis, as in the original study by Ramos et al. [9]. It has also confirmed the
remarkable strength of this QTL, which explained 14% of the variance in males [33].

Taken together, these studies corroborate the initial description of Anxrrl6. In addition, they show that this
QTL is also present in male rats, that its detection in female rats might be conditioned by their estrous cycle and
that it may also be relevant to other rat strains. Furthermore, they suggest that this same region influences other
emotionality-related behaviors as well as alcohol intake and, therefore, it might contain one (pleiotropic) or
more (linked) genes influencing these different behaviors. Finally, the biological meaning of these effects (i.e.
do all these traits share a common neurobiological substrate or are they independent phenotypes?) and the fine
mapping of the Anxrr16 region still need to be further explored.

5. The Congenic Strain SLA16

In order to shed some light on these remaining issues, de Medeiros et al. [54] began the development of a con-
genic strain, which would allow us to refine the location and isolate the effect of Anxrrl6 as well as to dissect
the effects of this whole chromosome region and all of its potential QTLs. In this new strain, named SHR.LEW-
Anxrrl6 (abbreviated as SLA16), a piece of Chr. 4 containing the Anxrr16 region was transferred from the LEW
strain into the SHR genome. To our knowledge, this was the first report of an anxiety-related locus being iso-
lated in the genome of rats through the construction of a congenic strain. We hypothesized that the scores of in-
ner locomotion in the OF of these congenic animals would be even higher than those from the parental strain
SHR, due to the counterintuitive and transgressive nature of this locus. After five arduous years of selective
breeding, the congenic SLA16 strain allowed us to confirm the location of Anxrrl6 on Chr. 4, within a region of
86.3 Mpb between the molecular markers D4Rat76 and D4Mgh11 (see Figure 2). SLA16 rats showed higher
scores of inner locomotion in the OF when compared to SHR controls, which was observable in both sexes, did
not depend on the estrous cycle and was present under different lighting conditions. The anxiolytic-like effects
of LEW alleles in Anxrrl6 were corroborated in other anxiety paradigms, which vary in the nature and intensity
of anxiogenic stimuli, such as the light/dark box, the T-maze and the triple test. Our results also confirmed the
counterintuitive and transgressive nature of its effects, with the anxiety levels of the new congenic animals being
reduced to an even lower level than those found in the parental SHR strain. Since SLA16 animals also presented
higher locomotion in different unfamiliar environments (as the periphery of the OF and an activity cage for 1 h),
we could not discard the possibility that Anxrrl6 was modulating, to some extent, something other than anxiety
(e.g. motor activity). Nevertheless, after 22.5 h of habituation in the activity cages as well as in their home-cages,
no strain difference regarding locomotor activity was found, suggesting that Anxrrl6 modulates emotional reac-
tivity to novel environments rather than spontaneous motor activity [54].

For being a much “cleaner” tool when compared to the hybrid populations used in the previous studies, the
congenic strain SLA16 may have made possible the detection of genetic differences that could not be consis-
tently detected before. This new tool is also the bottom line for the development of congenic sub-lines, which
will allow the dissection and further reduction of the size of this Chr. segment. Furthermore, studies involving
comparative genomics, gene expression, and validation of candidate genes shall lead to the discovery of the mo-
lecular pathways underlying the behaviors influenced by Anxrr16.

6. Rat Chromosome 4 and Its Neurobiological-Related QTLs

Several studies of genetic mapping allowed the identification of genomic regions influencing different neurobio-
logical traits on rat Chr. 4, such as alcohol consumption [13] [27], stress response [55] and anxiety-related beha-
vior [9] (Table 1). By using the alcohol-preferring (P) and alcohol-nonpreferring (NP) rat lines, Carr et al. [56]
reported a QTL near Anxrrl6 influencing alcohol consumption, which was later confirmed in a study by Bice et
al. [13]. Moreover, Terenina-Rigaldie et al. [27] found a QTL on rat Chr. 4 affecting anxiety-related behaviors
in an F2 derived from High-Ethanol Preferring (HEP) and WKY lines. Furthermore, Potenza et al. [14] de-
scribed a QTL, also on Chr. 4, controlling corticosterone levels. In addition, many QTLs not related to neurobio-
logical traits were identified on rat Chr. 4, such as for bone mineral density [57], blood pressure [58] and body
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Figure 2. Schematic representation of allele frequencies in the congenic strain SLA16-The red areas represent por-
tions of the genome where over 97% of the alleles came from the SHR strain, whereas the blue area is completely
constituted by LEW alleles and the transition areas (where both alleles are found in variable proportions) are
represented by a blue/red gradient. (*) indicates two molecular markers for which the positions in Mpb are not
available on the Rat Genome Database, and had their locations estimated from their position in Centimorgan.

weight [59], among others [23]. These findings suggest that Chr. 4 constitutes an interesting target for the study
of the molecular bases of anxiety and other traits related to stress and emotional reactivity.

6.1. Candidates Genes on Chromosomes 4

Regarding the several QTLs listed in Table 1, different genes may be implicated in regulating the different
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Table 1. Significant QTLs for neurobiological traits mapped on rat chromosome 4.

Name” Symbol Trait Sub Trait LOD LRS Strains Gender Start” Stop” Reference
Alcohol . 0
consumption ~ Alca  “OnSumption Alconol % 76 LEpxwKky MF 58421110 158108528 [27]
evel consumption
QTL 14
Alcohol Consumption Alcohol
consumption  Alcl8 P - PXNP M,F 54828166 152570244 [13][26]
level preference
QTL 18
Alcohol Consumption Alcohol
consumption  Alc21 P - 8.6 - PxXNP M,F 54879077 127941994 [13]
level consumption
QTL 21
Anxiety related Inner
response QTL  Anxrrl6é Anxiety response | - 7.22 LEWXSHR F 96498821 1711204377 [9]
16 ocomotion OF
Anxiety related Inner
response QTL  Anxrr29 Anxiety response | - 144 LEWXSHR M 106808891 151808891 [33]
29 ocomotion OF
Anxiety related
response QTL  Anxrr30 Anxiety response Defecation OF - 145 LEWXSHR M 62386644 107386644 [33]
30
Anxiety related Locomotion in
response QTL  Anxrr32 Anxiety response light LDB - 14.3 LEWXSHR M 148704454 187126005 [33]
32
Anxiety related Time in liaht
response QTL  Anxrr33 Anxiety response LDBg - 10.4 LEWXSHR M 148704454 187126005 [33]
33
Anxiety related Time in dark
response QTL  Anxrr34 Anxiety response LDB - 17.4 LEWXSHR M 148704454 187126005 [33]
34
NR - Anxiety response Forced ethanol -  10.8 LEWXSHR M - - [33]
Anxiety related Anxiety
response QTL  Anxrr35 Defecation OF - 143 LEWXSHR F(D-P) 6913861 51913861 [33]
35 response
Anxiety Locomotion in
NR - response dark LDB - 9.9 LEWXSHR F(D-P) - - [33]
) Anxiety Timeinlight : ) )
NR response LDB 152 LEWXSHR F(E-M) [33]
Anxiety Locomotion in
NR - response light LDB 13.3 LEWXSHR F (E-M) - - [33]
Stress .
Responsive !—Iy_pothalamlc Adrenal gland
- Sradr3  pituitary-adrenal . 6.19 - WKYxF344 M[F 56690161 101690161 [81]
Adrenal Weight axis weight
QTL3
S”esSTrf_szonse Stresp4  Hormone level Corticosterone - 19.0 LEWxF344 MJF 47889730 14560340  [55]

“Data obtained from Rat Genome Database (RGD); NR=QTL not registered in the RGD database; LRS= likelihood ratio statistic; LOD= logarithm of
odds; F= Female; M= Male; D-P = Diestreus-Proestreus phases of the estrous cycle; E-M = Estreus-metestreus phases of the estrous cycle; OF =
open field; LDB = light-dark box; Start/Stop = number of base pairs in the chromosome map.

behavioral traits associated to rat Chr. 4. The neuropeptide Y gene (Npy) is expressed mainly in the amygdala
and in the hippocampus, and might be associated to these behavioral traits. The encoded protein (NPY) has been
shown to have anxiolytic properties and to participate in the control of appetite. Also, Npy expression was
shown to be decreased in anxious rats and in rats displaying high alcohol consumption [60] [61].

Other interesting candidate is the aforementioned Snca gene, that maps in the Anxrrl6 QTL region [41]. Snca
encodes the a-synuclein protein that is widely expressed in the central nervous system [62], abundant in dopa-
mine neurons and has been associated with Parkinson’s disease [63]. Even though the overexpression of this
protein can result in dopamine neuron dysfunction [64], it is known that the underexpression of Snca may play a
role in stress-related increases in alcohol drinking [65]. Liang et al. [46] proposed that differential expression of
Snca may contribute to alcohol preference in inbred alcohol-preferring rats and its relevance was confirmed by
different techniques [46] [66] [67]. Moreover, as mentioned before, Chiavegatto et al. [41] found differences in
both the Snca gene and protein expression in the hippocampus of LEW and SHR rats, which might underlie the
anxiety-related differences in their behavior.
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The corticotropin releasing hormone receptor 2 gene (Crhr2) encodes a G protein-coupled receptor that in-
fluences stress, anxiety and alcohol consumption [68] [69]. In humans, it has been suggested that single-nucleo-
tide polymorphisms in this gene could interact with both childhood sexual abuse and emotional neglect to influ-
ence decision-making [70] [71]. A possible role of Crhr2 in alcohol consumption was also suggested in a study
using knockout mice [72]. More recently, differences were observed in the expression of Crhr2 in the amygdala,
hypothalamus and caudate-putamenof the inbred P (iP) and NP (iNP)rats. In accordance with the study involv-
ing the Crhr2 knockout mice [50], Crhr2 expression was lower in iP rats and it was associated to increased le-
vels of alcohol consumption and anxiety when compared with iNP rats [73].

Another gene of interest is Grip2, which encodes the Glutamate Receptor-Interacting Protein2 (GRIP2).
Grip2 is widely expressed in the cerebral cortex, hippocampus and olfactory bulb, in synaptic plasma membrane
and postsynaptic density fractions [74]. It was observed that GRIP2 interacts with the subunits GIuA2 and
GluA3 of the AMPA receptor [74] [75], which regulates long term potentiation (LTP) and long term depression
(LTD) involved in the cellular bases for learning and memory [76]-[78]. The expression and maintenance of
LTP and LTD are believed to be a result of the insertion and internalization of AMPA receptors at the postsy-
naptic membrane [79]. Different studies suggest that the GRIP2 protein can act as a scaffold to anchor AMPA
receptor in the synapses [75] [80].

As discussed in this review, several QTLs analyses using different animal models have led to the identifica-
tion of genomic regions on rat Chr. 4 related to different behavioral traits, such as anxiety-like and alcohol con-
sumption behaviors. These findings support the relevance of rat Chr. 4 in the modulation of neurobiological
traits, and suggest that one or more genes located in this region might be responsible for the variation observed
in emotionality-related behaviors in rats. As aforementioned, our group identified a QTL affecting inner loco-
motion in the OF, a putative experimental index of anxiety. With the development of a congenic strain (SLA16)
for this region, it is now possible to carry out a sequence analysis of the whole locus, as well as to use microar-
rays to look for differential expression and to test positional candidate genes influencing this phenotype. Fur-
thermore, subcongenic strains can be developed to further reduce this region and help us to better understand
which genes are involved in this specific or in the other correlated phenotypes. Different approaches based on
the analysis of interference RNA and on behavioral phenotyping will be used to determine the influence of certain
gene products on the interindividual variation in the OF inner locomation. Also, the use of receptor antagonists
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Figure 3. From QTLs to genes. 1) Two inbred rat strains that differ in open field locomotion were interrossed, a genome-
wide QTLs search was carried out and a QTL was mapped on chromosome 4; 2) After obtaining an F1 (or N1) generation,
the animals were backcrossed to SHR rats for 10 generations and genotyped to select heterozygous animals for the Anxrrl6
region, after which Anxrrl6 heterozygous rats were intercrossed. The congenic strain is homozygous for LEW alleles in the
Anxrrl16 region and about 99.9% homozigous SHR in the rest of the genome and 3) Next steps that will help us to investigate
positional candidate genes influencing relevant neurobiological traits.
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and agonists in pharmacological investigations will help us to better understand these complex neurobiological
traits (Figure 3) and ultimately to identify genes, DNA variants and their role in the development of some hu-
man psychological traits and disorders.
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