BIOSCIENCES BIOTECHNOLOGY RESEARCH ASIA, September 2015.

Vol. 12(Spl. Edn. 2), p. 783-790

Craniometrical Differentiation of Population of The
Flat-headed Vole in North Kazakhstan and South-east Altai

Assel Baktybayevna Oralova’, Nurlan Telmanovich Erzhanov?,
Sergey Alexandrovich Abramov?, Natalya Vasilyevna Lopatina®
and Yury Nartsissovich Litvinov?

'S. Toraighyrov Pavlodar State University, Kazakhstan, 140000, Pavlodar, Lomov Street, 64
Ynstitute of Systematics and Ecology of Animals, Siberian Branch of the Russian Academy of
Sciences, 11 Frunze Str., 630091, Novosibirsk, Russia.

doi: http://dx.doi.org/10.13005/bbra/2260

(Received: 01 May 2015; accepted: 06 August 2015)

In this paper we analyzed the morphological differences between populations
of the flat-headed vole inhabiting Kazakh Upland and South-east Altai inclusive of the
age variation. As used in this paper a comprehensive phenotypic analysis using the
methods of multivariate statistics allows detecting steady set of quantitative traits that
characterize the conjugate development at different stages of ontogeny. Voles of these 2
populations, despite such contrasting habitat conditions are similar in overall size of the
skull. It was found that the voles from Kazakhstan were significantly different from all
the others, and the differences between the known Altai populations do not reach the
level of subspecies. Our results about the differences of adults are generally consistent
and complement the results of previous studies. The main differences between the voles
from Kazakhstan and Altai relate to the width of the interorbital space, height of the
skull and length of the diastema. No significant differences in the zygomatic width

between samples from Kazakhstan and South-east Altai found.

K ey wor ds: Flat-headed vole, morphological variability, craniometrical material, craniometrical
variability, discriminant analysis, Bayanaul and Altai populations of flat-headed voles.

In recent years, due to the intensive use
of molecular biological methods, the number of
papers aimed at solving different problems of
taxonomy and philogeography has increased.
However, clarification or revision of the status of
one or another taxon (species, subspecies),
nonetheless does not eliminate the problems of
morphological differentiation of groupsof animals
of different taxonomic rank.

* To whom all correspondence should be addressed.

Flat-headed vole is common in the
mountainsof Central and Eastern Kazakhstan, Altal,
Mongolian Altai, and in the southwestern Tuva
and northwestern Mongolia, comesin North-west
Chinat. Rodent bent to dry rocky mountains
everywhere and inhabits them, starting from a
height of 300 minthewest of the Kazakh highlands
up to 2900 min the South-east Altai and Mongolia.
Almost everywhere within the habitat the climate
issharply continental, dry, winter with little snow.
M ountain-steppe, or, less commonly, semi-desert
vegetation prevalils.

Intraspecific taxonomy and geographical
variability of the flat-headed vole are poorly
studied, whichispartly because of thelimited area
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and inaccessibility of animals habitats. Research
of morphological variability of theflat-headed vole
isusually aimed at studying ambiguities questions
of the voles’ taxonomy*. They analyzed only
adults. At the same time the issues related to the
age variability remain unexplored. Understanding
that the phenotypic responses are based on
developmental processes?” shifts the emphasisin
the study of morphological variability in the
direction of the study of population’s
morphogenetic specifics.

Materialsand techniques

Craniometrical material for thisstudy was
collected near the village Bayanaul of Pavlodar
region of the Republic of Kazakhstan in May -
September 20082009, July — September 2014 and
inthe Kosh-Agach district of theAltai Republic of
the Russian Federation (sample Saylyugem) in July-
August 1990, July 2010 and August 2013 (Fig. 1).
For comparison, in addition was used
craniometrical material from the Central Altai from
collection of ISEA SB RAS.

For the statistical analysis we used 19
dimensional features of the skull: basal length
(length from occipital condyleto the most exserting
part of the skull over incisors) (BLng), the front
length of the skull (SFLng), thelength of the upper
diastema (UDLnNg), the length of the upper row of
teeth (URTLnNg), the width of the rostrum
(RostrWd), zygomatic width (Zygomwd), thewidth
of theinterorbital space (IntorbspacWd), thewidth
of the skull in area of the auditory bullas
(SAABWU), the height of the rostrum (RostrHt),
the height of the hard palate before the first upper
molars (HPBFUMHTt), the height of the skull from
the third top molars (SH M3), the height of the
skull inthe areaof theauditory bullas (SAABHL),
thelength of the auditory bullas (ABHt), width of
the auditory bullas (ABW(d), the length of the
lower diastema (LDLng), the length of the lower
row of teeth (LRTLng), thelength of the mandibula
fromthealveoli of theincisorsto the zygapophysis
(MFAIZLng) thelength of the mandibulafrom the
alveoli of the incisors to the angular appendices
(MFAIAALNQ), the width of the ramus of the
mandibular bone (RMDW(d) ™.

Preliminary analysis of theimportance of
variability factorsismade by multivariate analysis
of variance (MANOVA). The bootsrap method was
used for astatistical significancetest of differences

ORALOVA et al., Biosci., Biotech. Res. Asia, Vol. 12(Spl. Edn. 2), 783-790 (2015)

between samples.

To assess the differences in the overall
sizes of the skull between the samples, the
geometric mean of all themeasurements of the skull
of the specimen® was used. We tested values of
group geometric means for normality using the
Anderson-Darling test. Geometric means of all
geographic samples follow a normal distribution
(p>0.05). Since the variances of group geometric
means were equal according to Levene's F-test
(p> 0,05), the one-way ANOVA together with the
Tukey HSD post-hoc test for unequal samplesizes
were used to compare geometric means.

The variability of the morphometric
measurements was examined using principal
component analysis® and canonical discriminant
function analysis'®. The principal components PC
and discriminant functions DF were interpreted
using the correlation between the morphometric
variablesand principa componentsor discriminant
functions. Scatterplot of scoresfor all individuals
for the first two principal components and
canonical discriminant functions were produced
to visualise the extent of differentiation between
groups.

All calculationswere performed using the
statistical package Statisticafor Windows, version
6.0 ** and the program PAST (Paleontological
Statistics) ver. 3.01 12,

RESULTS

Preliminary assessment of the
significance of the main factors of variation
performed using analysis of variance (Table 1).
Analysisof variance of threefactors (sex, age, and
region) revealed significant differences between
age groups and geographical samples, but found
no significant sex differences. Previous studies
related to the variability of the species Alticola
olchonensis on a complex 17 craniometrical
features also revealed further of sexual
differences®®. Therefore, the significant analysis
used samples combined by the sex.

The first principal component in the
analysis of samples of different ages can be
interpreted as the size and age'**°. All the species
arelocated along thefirst component according to
the size of the skull from the youngest to the adult
animals. In this case, loadings of various
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morphometric characters on the first component
(correlation coefficients) reflect their variability in
the growth process. Features with more
pronounced linear growth, such as basal length,
the length of the front of the skull, the length of
the mandible and zygomatic width have largest
connection with the component.

Comparison of loadings (coefficients of
the features correlation with the component) on
component 1 for the different age samples of voles
from Kazakhstan and South-east Altai has shown
(Fig. 2), as expected, concordance of variation of
most features of the skull with age. Differences
between voles from Kazakhstan and South-east

Table 1. Source of variation for atree-way
MANOVA (sex* age* region) of morphometric
skull measurements of flat-headed vole

Aty 161 Fio 1 Significance(P)
*X 0.85 14 0.129
age 0.18 36.8 < 0.000001
region 0.35 15.1 < 0.000001
sex*age 0.91 0.7 0.768
sex*region 0.86 13 0.210
age*region 0.71 35 < 0.00001
sex*agerregion 0.94 0.5 0.966

Table 2. The correlation coefficients of morphometric
characters with the principal components

PC1 PC 2
BLng 0.96 -0.059
SFLng 0.96 0.043
UDLNg 0.90 0.213
URTLnNg 0.77 -0.22
Rostrwd 0.78 -0.13
Zygomwd 0.91 -0.18
Intorbspacwd 0.19 -0.74
SAABWd 0.19 -0.35
RostrHt 0.87 -0.06
HPBFUMHt 0.79 -0.05
SH M3 041 0.65
SAABHt 0.21 0.66
ABHt 0.78 -0.33
ABWd 0.77 -0.36
LDLng 0.49 0.62
LRTLng 0.75 0.10
MFAIZLng 0.94 0.10
MFAIAALNg 0.92 0.09
RMDWd 0.71 0.18
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Altai relate to the variation of such features asthe
interorbital width of the skull, thewidth of the skull
in the auditory bullas, as well as the height of the
skull in the auditory bullas and the third upper
molar (M3).

For the first two (out of 19 received)
principal components of craniometrical variability
at the joint analysis of mixed-age samples of flat-
headed voles from Kazakhstan and South-east
Altai accounted 68.9% (56.3% and 12.6%,
respectively) of the total variance. Most features
havelarge positive coefficients of correlation with
component 1 (see Table). The largest connection
with the component belong to the features with
more pronounced linear growth during
ontogenesis, such as basal length, the length of
the front of the skull, the length of the mandible
and zygomatic width. This allows us to interpret
thefirst component asthesize and age, reflecting
the linear growth of the skull with age'+*>.

Some individuals within the geographic
samples are arranged according to size and age
characteristics: adults correspond to the highest
values of thefirst component. Herewith, samples
of voles from Bayanaul and South-east Altai on
component 1 completely overlap (Fig. 3), indicating
the similar nature of growth of different parts of

Table 3. The correlation coefficients of morphometric
characters with the discriminant functions

Features DF 1 DF 2
BLng -0.02 0.77
SFLng -0.28 0.57
UDLNg -0.61 041
URTLNg 0.03 0.65
Rostrwd -0.34 0.37
Zygomwd 0.31 0.68
Intorbspacwd 0.68 0.33
SAABWd 0.08 0.43
RostrHt -0.18 0.46
HPBFUMHt -0.22 0.44
SH M3 -0.73 0.30
SAABHt -0.65 0.51
ABHt 0.26 0.36
ABWd 0.26 0.44
LDLng -0.29 -0.14
LRTLNng -0.45 0.36
MFAIZLng -0.32 0.61
MFAIAALNg -0.46 0.50
RMDWd -0.25 0.09
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the skull with age in two vole populations.

The characterswith essentially nonlinear
growth, sach as interorbital width, height and
width of the skull in the auditory bullas are not
connected with the 1 principal component (low
values of the correlation coefficients) (Table 2).
The variability of these characters, as well as the
height of the skull inthe M2 areaand the length of
the lower diastema form the second principal
component. The loading of interorbital width and
other characters have a different sign, which
indicates oppositely-directional variability of these
features.

Compliance of direction of component 1
of craniometrical variability of age-mixed sample
with component 1 obtained separately for samples

= =

Fig. 1. Range and location of the studied samples
of the flat-headed vole. 1 - Bayanaul, 2 - South-east
Altai, 3 - Central Altai

o Bayanaul
W South-sea Allai

Fig. 3. Distribution of mixed age samples of the flat-
headed vole in the space of the principal components
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from Kazakhstan (r = 0.93, P <0.001) and South-
east Altai (r = 0.93, P <0.001) confirm the high
correlation coefficients between them.

Two geographic samples significantly
differ from each other (bootstrapt = 16.3, p<0.001)
in the direction of second principal component.
At that, according to the loadings of morphometric
variablesvolesliving in the Kazakh upland have a
relatively large interorbital width and relatively
smaller height of the skull and shorter diastema.

When considering the mixed age samples,
component 1 can be regarded as an integral size
characteristic. Study of temporal variation of the
first size-related component may be useful to
assess the differences in the growth rate of
individuals across different geographic
Sampl egl41s,
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Fig. 2. Correlation coefficients of the morphometric
characters with the first principal component
for the mixed age samples of volesfrom
Bayanaul and South-east Altai
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Fig. 4. Distribution of values of the first
principal component of underyearlings of the
flat-headed volesrelative to the time of catching



ORALOVA et al., Biosci., Biotech. Res. Asia, Vol. 12(Spl. Edn. 2), 783-790 (2015)

"u__ll.'.:.:r\:r_ll
LR “‘ "‘\i._ Soarfl-coed Al
R I
05
-
o # cl‘?' wt € .
]
o o . " % a
e s £33 .
-+ a o - o
i a -] - a
0% .
T . L
a
g
N g .
1 a . 3
o
[
.1 R
o
-0
H-May  Welen  H-lm H-lul Gaug  M-pug RS B0

Tane

Fig 5. Distribution of values of the 2 principal
component of underyearlings of the flat-headed
volesrelative to the time of catching
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Figure 4 shows the distribution of the
value of component 1 from the previous analysis
for underyearlings of both geographic samples
relative to the date of catching. It is clearly seen
that in June underyearlings of Saylyugem
populations are much smaller than the size of the
skull than grown up underyearlings of Bayanaul
population (P<0.001). However, in the second hal f
of July, these differencesare significantly reduced,
and in the fall disappear at al. No significant
differences on component 1 between Altai
underyearlings caught in late August, and
underyearlings of Bayanaul population caught in
the second half of September werefound (P> 0.05).

On component 2 that characterize the
shape of the skull, differences between
underyearlings are expressed during all months
(Figure5). Moreover, these differencesare smaller
between volesin the first month of life.

According to one-way ANOVA, adult
voles of the three geographical populations
significantly differ in overall size of the skull
(ANOVA: F, . =14.9,P<0.001) (Fig. 6). Volesof the
Centra Altai (P<0.001) differ by thesmallest overal
size of the skull among the analyzed populations.
Voles from Kazakhstan and South-east Altai are
close in size of the skull, but differences in the
geometric mean of all measurements between them
highly significant (P <0.001). Voles of the South-
east Altai are characterized by the largest skull.

According to the result of canonical
discriminant function analysis of three geographic
samplesof matureanimals, 1 discriminant function
(3% =89.8, df = 38, P < 0.001, 73.3% of general
between-group variance) mainly describes the
differences between the samples from Kazakhstan
and South-east Altai, which are only slightly
overlap in the space of discriminant functions
(Figure 7). The Central Altai sample takes the
intermediate position between them inthe direction
of the 1 principal component. According to the
correlation coefficients of the morphometric
characters with discriminant functions (Table 3),
the main differences on component 1 relate to
upper diastema length, the height of the skull in
the auditory bullas and the third molar (M?3), and
interorbital width of the correlation coefficient,
which has the opposite sign.

The second discriminant function (y? =
32.37,df =18, P< 0.05, 26.7% of thetotd intergroup
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variance) describes the differences of voles from
the Central Altai from volesof the South-east Altai
and Kazakhstan. Almost all the features have
positive correlation coefficients with the second
discriminant axis. Thelargest of them: basal length,
the length of the front part, zygomatic width and
lower jaw length.

Thus, according to the location of
samples in the space of discriminant functions,
volesfrom Kazakhstan differ from volesin South-
east and Central Altai by greater width of the
interorbital space, lessheight of the upper diastema,
less height of the skull in the auditory bullas and
M2, In addition, volesfrom K azakhstan and South-
east Altal differ from volesfrom Central Altai by a
larger skull, especially larger basal length and larger
length of the front part of the skull and a larger
widthintheareaof thezygomatic archs.

CONCLUSON

Flat-headed vole was first described in
1899 by Kashchenko N.F., professor at Tomsk
University from the vicinity of the lake Tenga,
Central Altai. Also in 1901 he described the
subspecies Alticola s. desertorum from Kazakh
uplands. The features distinguishing it from the
nominative subspeciesinclude morelight-colored
body and wide-set sygomatic archs. The third
subspecies, Alticola s. depressus, was described
from Chu steppe of South-east Altai by Ognev S.1.
(1950) and was diagnosed by narrower interorbital
space and bend of the upper line of the skull inthe
area of eye-pits. Some researchers! did not
recogni ze the subspecies Alticola s. desertorum,
considering it as synonym of the nominative.

The study of the variability of the
fragment of the mitochondrial gene cytochromeb
of the flat-headed vole Alticola strelzowi from
different parts of the range showed that the species
asawholeischaracterized by low degree of genetic
variability. Was confirmed the separation of the
flat-headed vole species into two subspecies - A.
s. strelzowi and A. s. desertorum. Herewith, the
level of genetic polymorphism was higher in the
latter subspecies. Voles, living on the territory of
Kazakh uplands belong to the subspecies Alticola
s. desertorum, while voles from South-east and
Central Altai to the nominative subspecies Alticola
s.strelzowit’.
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Habitat conditions of Bayanaul and Altai
populations of voles differ significantly. Thus,
voles' habitats in the territory of Kazakh uplands
located at an altitude of about 460 meters above
sealevel. The annual average temperature hereis
3.5°C. The average temperature in January is -
13.7°C, minimum -48°C. The average temperature
inJuly is14.6°C, maximumupto 32.6°C. Theaverage
duration of the frost-free period is 98 days. The
annual rainfall is 340 mm with variationsin some
yearsfrom 190 to 494 mm. Snow cover meltsat the
end of March - beginning of April81,

A much more severe climatic conditions
observed in the habitats of the flat-headed volein
the South-east Altai®?, who were caught in the
valleys of rivers Chagan-Burgazy, Bayan Chagan
and Ulandryk at altitudes of 2200-2500 meters
above sealevel. The annual average temperature
hereis-6.6°C. Theaveragetemperaturein January
is-22.6°C, minimum -62°C. Negativetemperatures
hold up during the whol e spring and autumn, severe
frosts occur in summer as well. The average
temperaturein July is11.1°C. Thefrost-free period
is only 35-60 days. The amount of precipitation
does not exceed 250-300 mm per year. Prolonged
freezing period (until May) in the absence of snow
cover ontheridge Saylyugem defines significantly
later beginning of the flat-headed vol€e's breeding
season in the highlands.

Flat-headed vol€'s pregnancy period lasts
20 days. Young animal s start to run out of the nest
and feed themsel ves at the age of 16-20 days, while
achieving weight of 13-18 grams. The interval
between the end of the first and beginning of the
second pregnancy can be minimum (1 day), or up
to 10 daysor more. Inthe period from 29 May to 9
June, in Bayanaul population all caught females
had placental spots from two littersin the uterus.
Second litter cubs had a weight of 13-18 grams,
which correspondsto theage of 16-20 days. Simple
calculations show that the second litter born in
the period from 10 to 20 May, and thefirst - inthe
second half of April (subject toaminimum interval
between pregnancies). Thus, the beginning of the
breeding season in Bayanaul falls at the end of
March - beginning of April, which coincideswith
the snow cover melting and the start of the growing
season.

In the high altitude part of South-east
Altai on the Ridge Saylyugem, on 4-5 July all
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caught females, except one, were at various stages
of pregnancy of the second litter. We caught young
animals (underyearlings) of the second litter since
22 July. It iseasy to calculate that the beginning of
the breeding in the highlands of South-east Altai
beginsalmost two months|ater, that is, inlate May
- early June.

As shown by the analysis, voles of these
2 populations despite such contrasting habitat
conditions are similar in overall size of the skull.
Earlier in his paper Pozdnyakov et al?? analyzed
ecological and morphological features of theAltai
populations compared with volesfrom K azakhstan
and Tuva?. It was found that samples from
Kazakhstan significantly differ fromall the others,
and the differences between the known Altai
populations do not reach the level of subspecies.
Our results on the differences of adult voles are
generally consistent and complement the results
of previous studies. The main differences between
the voles from Kazakhstan and Altai relate to the
width of theinterorbital space, height of the skull
and length of diastema. We have not found any
significant differences in the zygomatic width
between samplesfrom K azakhstan and South-east
Altai, as previously reported®,

Detectable size differences between the
underyearlings of two populationsare mainly due
to different time of thebeginning of breeding period.
However, these differences cancel out by thefall,
when their growth is slowing in both populations.
Inter-population differencesin the skull shapeare
revealed between individuals of any age. The
greatest differences relate to the features having
taxonomic significance. These differences keep
during the entire ontogeny and are not dependent
on the age of individuals.

Thus, voles of Bayanaul and Saylyugem
populations having similar skull size differe
significantly in shape of the skull. Thus, the
greatest differences between the popul ationsrel ate
to the characteristics distinguishing the different
Alticola subspecies. More severe natural
conditions of Altai high mountains resulted in a
significant delay in the breeding period of Altai
population.
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