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Abstract. Climate in Yakutia is characterized by low winter
and hot summer temperatures that cause extreme low air
humidity dropping down to 30 % seasonally. Therefore, in-
sects in Yakutia are seasonally faced with extremely dry air
which necessitated them to evolve special adaptation mecha-
nisms. In this study the estimation of water balance for freeze-
tolerant insect larvae, Aporia crataegi L., Upis ceramboides
L., Pieris rapae L., Delia floralis Fallen, was based on mea-
surements of rates of water loss, respiration and total water
content. It would appear that Upis ceramboides, Pieris rapae
and Delia floralis larvae have a high permeability for their
body wall that is associated with low degree of their resistance
to dry air. For these larvae, freezing of body liquid initiated by
ice nucleating proteins seems to be a sufficient part of their
water saving mechanism during winter. However, Aporia cra-
taegi caterpillars highly exposed to dry environmental condi-
tions have low cuticular water permeability similar to that of
African beetles. This mechanism allows the insect to retain
significant amounts (up to 70 %) of water within their bodies
despite the extreme dry conditions that surround them. This
study shows that the water balance of these larvae during
winter associated with the production of ice-nucleating pro-
teins transforming water into ice in an insect’s haemolymph is
insufficient for the species investigated. Furthermore, the co-
coon protects the caterpillars from desiccation from early
autumn until spring.

Pestome. Kinmar B SIKyTHH XapakTepH3yeTCsl HU3KUMU
3MMHHUMH M BBICOKMMH JIETHUMH TEMIIEPATYPAMH, YTO SIBJISIET-
sl IPUYHHO BBICOKOM CTENEHH CyXOCTH BO3yXa, IOCTUTAI0-
mieit 30 % B oTnenbHBIE Ieproabl. [loaToMy HacekoMbIe, 00H-
TAIOIIHE B TAKUX YCJIOBHSX, BHIPAOOTAJIN B IPOLIECCE IBOTIOLH
oIpeieNIeHHbIe MEXaHU3MBI aanTauy. B TaHHOM HccienoBa-
HUH OI[EHKA BOJHOTO Oananca Uisl HECKOJIBKUX MOPO30TOIIe-
paHTHBIX BUIOB (Aporia crataegi L., Upis ceramboides L.,
Pieris rapae L., Delia floralis Fallen, TuausKy, puHAATICKA-
mue Diptera) OblTa OCHOBaHa Ha N3MEPEHUH CKOPOCTH IOTEPU
BOJIbI, CKOPOCTH MeTaboIM3Ma U COAEPIKaHUs BOIBI B Opra-
HU3ME. B COOTBETCTBUH C MOJYYECHHBIMH NaHHBIMU, Upis
ceramboides, Pieris rapae, Delia floralis, TAUuHKY, TPUHAI-

nexaniue k Dipera, XapakTepHu3ylOTCsl BBICOKOH NMpOHHIIae-
MOCTBIO KJIETOYHOH CTEHKH Tena. DTO CBA3aHO C TEM, UTO
OHMOJIOTHYECKUIT UK PA3BUTHS STHX BHOB CONIPOBOXKIACT-
Cs1 HU3KOU CTENCHbIO HKCIIO3ULIUH IO OTHOLICHUIO K CYXOMY
BO31yXy. JJJIsl HUX 3aMep3aHue KJICTOYHOMN )KUIKOCTH, HHHIH-
HUpPOBAaHHOE JIEN-HYKICUPYIOIUMH OEJIKaMH, BEPOSITHO, SIB-
JISIeTCSl CYIIECTBEHHOM 4JacThIO BOJOCOXPAHSIOIIETO MeXa-
HHM3Ma B 3UMHUI1 Ilepro/l. B IpOTHBOMIOI0KHOCTD 3THM BHAAM,
T'YCeHHLBI Aporia crataegi L. 0ONTAIOT B yCIOBUSAX BHICOKOM
CTETICHN HKCIIO3UIUH K CyXOMY BO3IyXy M II0O3TOMY HMEIOT
HU3KYI0 KyTHKYJISIPHYIO BOIONPOHHIAEMOCTh, CPaBHUMYIO
C TaKOBOM 115 appUKAHCKHX )KYKOB. DTOT MEXaHH3M IT03BO-
JIeT JAaHHOMY BHly COXpaHATh 10 70 % BOABI B OpraHU3ME,
HECMOTpS Ha SKCTPEMAIbHO HU3KYIO BIAXXHOCTH BO3IyXa B
OKpY’Karomiel ux cpee. B cooTBeTCTBUY ¢ JaAHHBIM HCCIIEI0-
BaHHEM, IPYTOi MEXaHN3M I10IepKaHHsl BOJHOTO OajaHca B
3UMHUI Nepuos, CBA3aHHBIN ¢ NpoayKuueil néa-Hykieupy-
omux OeIKOB, HE SBIAETCS CYIIECTBCHHBIM IJISI JaHHOTO
Buza. HakoHel, KOKOH, B KOTOPOM T'YCEHHIBI HaXOIATCS C
OCEHH, BCIO 3UMY 1 BECHOI, TaloKe 3aIlUIIA0T UX OT Ieruapa-
TalUH B «CyXHe» CE30HBI roJ1a.

Introduction

One of the most important environmental factors
determining the performance of insects in dry areas is
the level of humidity. There are few general survival
strategies used by insects to be drought resistant. They
either may evolve ability to tolerate extensive loss of
body water by means of anhydrobiosis [Cornette et al.,
2011] or they may develop drought tolerance by reduc-
ing transcuticular permeability of their body wall [Lund-
heim, Zachariassen, 1993]. Finally, they may use behav-
ioral implications for avoiding excessive water loss such
as migration to protected sites [Holmstrup, 2001].

Climate in Yakutia is characterized by low winter and
hot summer temperatures that cause extreme low air
humidity reaching up to 30 % in varied periods [Shver,
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Fig. 1. Rate of water loss and metabolic rate of Acanthocinus
aedilis larvae (redrawn after [Kristiansen et al,, 2009] Solid line
presents rate of transpiratory water loss of East African habitat
carabids and tenebrionids, plotted as a function of their
metabolic rate [Zachariassen et al, 1987]

Puc. 1. CropocTb mOTepM BOABI M CKOPOCTh MmeTaboamsma
anambOK Acanthocinus aedilis, puc. B3sr ms [Kristiansen et al,
2009]. PerpeccmoHHast AMHMS IIPEACTaBASIET CKOPOCTDH IIOTEPHU
TPAHCIIMPATOPHOM BOABl BOCTOYHO-apPUKAHCKUMU SKYKAMU
cemerictsa Carabidae n Tenebrionidae kax pyHKUMs MX ckOpocTH
mertaboamsma [Zachariassen et al, 1987]

Izumenko, 1982; Gavrilova, 2003]. Therefore, insects in
Yakutia seasonally face extremely dry air conditions.
Investigation of adaptation mechanisms to extreme con-
ditions is a matter of significant interest but the problem
has not been yet systematically studied.

As broadly known, insects inhabiting temperate and
cold regions evolve two general strategies to be cold
hardy. They may seek to avoid freezing, in many cases
by allowing their body fluids to stay supercooled at low
temperatures, or they may develop tolerance to freezing
[Salt, 1961; Lee, 2010]. Usually, freeze-avoiding insects
avoid freezing by removing or inactivating all particles
that potentially may cause freezing. Insects surviving
freezing establish a protective extracellular freezing at a
high subzero temperature by the aid of potent extracel-
lular ice nucleating agents (INAs), produced for this
function [Zachariassen et al., 2011].

In their studies, Lundheim and Zachariassen stated
that because the vapour pressure of ice is lower than
that of supercooled water at the same temperature the
hibernating freeze avoiding (supercooled) insects may
lose substantial amounts of body water during winter
[Lundheim, Zachariassen, 1993]. Therefore, freeze avoid-
ing insects have exceptionally low water permeability
of the body wall (cuticle). In contrast, body fluids of
freeze tolerant insects stay in vapour pressure equilibri-
um with ice in frozen state. Frozen insects will neither
lose nor gain water during winter diapause and many
appear to have leaky body walls [Lundheim, Zacharias-
sen, 1993]. This is why freezing tolerance seems to offer
advantages with regard to water balance.

In our early studies of water balance of the Siberian
freeze tolerant Acanthocinus aedilis larvae was shown
that they have a low cuticular water permeability pre-
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venting it from excessive water loss [Kristianssen et al.,
2009]. Interestingly, that this species is not only freeze
tolerant, but has also developed ability to supercool-
ing. The study was based on measurements of rates of
water loss and metabolism of the larvae and data were
then related to water balance curve of the African desert
beetles obtained by Zachariassen with co-authors [Za-
chariassen et al., 1987]. According to fig. 1, the regres-
sion line presents the rates of water loss of various
species of African beetles that linearly relate to their
metabolic rate implying that the line provides an ap-
proximate measure of the rate of respiratory water loss.
It was concluded that due to low air humidity in the
frozen pupal chambers under the bark in winter and
poor water diet in the combination with low humidity in
summer, the Siberian timberman is likely to have the
similar water balance problems as African insects and
therefore their cuticular water permeability was close to
that of African beetles. The study [Kristianssen et al.,
2009] apparently testifies that supercooled state of over-
wintering insects seems to be the most critical factor
determining their low transcuticular permeability. More
data is required for understanding extent, to which wa-
ter balance depends from cold adaptation strategy. To
fill a gap in this field, freeze tolerant Aporia crataegi L.
caterpillars (Lepidoptera: Pieridae) were used in this
research to learn the mechanism they use to adapt to
dry air conditions in central Yakutia, as compared to
other insects inhabiting this region.

Materials and Methods

Insects. Leafnests, each containing a few caterpil-
lars, were collected in the vicinity of the Russian city
Yakutsk (62° N, 130° W) in different seasonal periods
when experiments were planned to be conducted. Be-
fore the experiments the caterpillars were removed from
their nests and were kept at +4 °C during 2 hours for
cleaning their gut.

Only overwintering specimens were used without pre-
incubation at +4 °C because their guts were empty. The
mean initial body weight of the caterpillars was 8.3 mg.

Determination of seasonal variations in water con-
tent. To determine water content the caterpillars were
dried to constant weight at 60°C. Weight loss was
determines by weighing the animals before and after
desiccation on a Mettler AC88 balance.

Preparation of hemolymph samples. Samples of
hemolymph were obtained by careful pressing the cat-
erpillar’s body, the exuding hemolymph being drawn
into a capillary tube by means of capillary forces.

Water balance. Estimating of water balance was
made by method described by Lundheim with co-au-
thors for desert beetles [Lundheim, Zachariassen, 1993].
According to this method, the total water loss was
determined as loss of body mass while the caterpillars
were kept inside a desiccators with silica gel (relative air
humidity was approximately 4 %) at +22 °C. The body
mass was measured by means of a Mettler analytical
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balance. Because the caterpillars are very small, the
loss of body mass was determined on the group con-
sisting of 8 caterpillars at intervals of approximately 10
hours. Cuticular water permeability of the caterpillars
was expressed as fraction of cuticullar water loss. Met-
abolic rates were measured on the smaller group (up to
3 specimens) at interval of 30 min by means of Engel-
mann constant pressure respirometer at +22 °C [Engel-
mann, 1963]. All values of metabolic rate were calculat-
ed to standard conditions and in relation to the initial
fresh body mass. For comparison, in this study a few
freeze tolerant species such as Upis ceramboides, Pi-
eris rapae, Delia floralis, larvae belonging to Diptera
overwintering of which occur in well-buffered places
(under bark of trees in case of beetles; or inside soil in
case of Delia floralis) were also measured to estimate
their water balance. The data on metabolic rates and
cuticular water permeability of the insects was then
related to a curve obtained for tropical desert beetles to
evaluate how degree of exposition to dry air influence
the water balance of the insects (regression line by
Zachariassen, fig. 1).

Test for ice nucleating agents in the hemolymph.
The method of determination of ice nucleating activity in
the hemolymph of the insects is based on measurements
of the supercooling point of 5 hjurmhl samples ofa 0,9 %
solution of NaCl, containing 5 vol % hemolymph. Undi-
luted samples of NaCL solution is supercooled to the
temperature range from 15 to —20 °C whereas the addition
of hemolymph containing nucleating agents raise the
supercooling points to temperatures above —10°C. The
method is described in detail by Zachariassen and Ham-
mel [Zachariassen, Hammel, 1976].

Water loss of caterpillars inside and outside of the
cocoon. Overwintering A. crataegi caterpillars are cov-
ered by transparent cocoons and located in leaf nests.
To study the role of cocoon in protection of the cater-
pillars from evaporative water loss they were divided in
two groups: one group consisted of caterpillars inside
the cocoon, another one of caterpillars on the outside.
Each cocoon contained 1 2 caterpillars. The caterpil-
lar’s evaporative water loss was determined in the mod-
el experiment when the caterpillars from both groups
were kept at +37 °C to shorten the period during which
they lose most of the water. Thus, the choice of such
temperature was connected with exceptionally low rate
of water loss at standard laboratory conditions (it could
be a period the caterpillars potentially died). The rates
of water loss were established by daily weighing of the
cocoons.

Statistical methods. Comparison of means between
samples was made with ANOVA/ Tukey’s test using
the statistical package Statistica v 6.0.

Results and discussion

Life cycle of 4. crataegi is linked with branches of
bushes that make it to be exposed to dry air seasonally.
However, 4. crataegi caterpillars contain significant
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Fig. 2. Seasonal variations in water content (%) of Aporia
crataegi caterpillars.

Puc. 2. CesonHble m3MeHeHMsI coaepskauusi BOABL (%) v
rycenny Aporia crataegi.

amount of water up to 70 % during long period since
September until May (fig. 2). As broadly known, in-
sects use to be dehydrated in some degree before they
will enter diapause during winter to decrease a risk of
formation too large ice crystals inside body. Ability of
A. crataegi to keep such amount of water inside body
during harsh winter seems to be strange and perform
rather unique feature.

To estimate the water balance of A. crataegi the
method of determination of rates of water loss and
metabolic rates was used in this study. The parameters
of water balance were measured and the values were
related to a curve obtained for desert beetles (fig. 3).
According to fig. 3, the values for water loss and meta-
bolic rate related to A. crataegi are situated along the
line that testifies reduced cuticular permeability of this
species implying that their water loss is close to African
beetles. Such water balance of 4. carategi is obviously
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Fig. 3. Logarithmic values of rates of water loss of a few
Siberian insects as a function of the logarithm of their
metabolic rate. The solid line represents corresponding data for
Fast African desert beetles.

Puc. 3. Aorapudmuieckue 3Ha4EHW CKOPOCTM IOTEPH
BOABI HECKOABKMX CMOMPCKMX BMAOB Kak QYHKLMS Aorapudpma
UX cKopoctu Meraboamsma. CIIAONIHASL AMHUSI IIPEACTAaBASIET
COOTBETCTBYIOIgVE 3HAYEHUS AASl BOCTOYHO-ApPUKAHCKUX SKYKOB
IyCTHIHU.
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Fig. 4. Discovered leaf nests containing Aporia crataegi
caterpillars and fragments of the cocoons.

Puc. 4. Awncrossle THE3AQ, coaepsKalgme TyceHuy Aporia
crataegi n $parMeHTH KOKOHOB.

to be an adaptation to the extreme dry conditions they
are exposed to on the different life stages. In winter
they are located in leaf nests, fixed to bush branches
(Crataegus dahurica) above the snow; therefore they
are exposed both to as low ambient temperatures as
—47...-55 °C and low air humidity reaching 30 % during
May. In July the young caterpillars get out of eggs laid
by butterflies. They live in a large group and feed on
leaves. The caterpillars 2—3 weeks of age begin to make
a cocoon inside of which they hide and glue leaves,
turning them into the nest. In this period they are faced
to drying risk because they stop to feed, their cuticle is
not properly developed and ambient temperatures are
still warm (in average: +15...+25 °C) [Ammosov, 1974].
The way to save water inside body during this period is
apparently associated with ability of caterpillars to make
a cocoon they are hidden inside since early autumn, a
whole winter and spring (fig. 4).

As it was established in previous studies, the co-
coon is built from protein consisting of a few aminoac-
ids: serine, asparagin, threonin with a prevalence of
proline [Li et al., 2001]. According to this research, the
caterpillars inside the cocoon are characterized by sig-
nificantly more efficient water saving mechanism than
those outside of the cocoon (fig. 5). As seen at Fig. 4,

Tablel.

Water loss, %
~
o
\

A Inside the cocoon

10 -
0 @ Outside the cocoon
T T T T
_ 6 8 10 12
10 Days

Fig. 5. Comparative dynamics of water loss (%) by Aporia
crataegi caterpillars being inside and outside the cocoon (each
point is an average of 8 caterpillars measured).

Puc. 5. CpaBuurespbHas AmHammka noTepu BoAbl (%)
ryceEnyamn Aporia crataegi, HAXOASIJUXCST BHYTPU W CHAPYKM
KOKOHA (Ka’KAQsl TOUKA IIPEACTABASIET CPEAHEE 3HAYEHUE BOChMMI
W3MEPEHHBIX TYCEHMI).

they lost approximately 75 % of water during 10 days
even at temperatures such as +37 °C.

Thus, the main principal of water saving mechanism
in A. crataegi is apparently associated with exception-
ally low trans cuticle permeability that ensure prolonged
stability in water content inside body. This feature makes
A. crataegi to be close to African desert beetles that as
it well known have completely water proof cuticle [Li,
2014]. These data indicates that climate in Yakutia is
actually dry like in African savannas and therefore spe-
cies the living cycle of which goes on exposed sites
acquired during evolution the cuticle with exceptional-
ly low permeability. It is probably the most important
adaptation for some species inhabiting such dry condi-
tions.

According to this study, other freeze tolerant in-
sects (Upis ceramboides, Pieris rapae, Delia floralis,
larvae belonging to Dipera) have high permeability of
cuticle (fig. 3, tabl. 1) that is apparently associated with
low degree of their exposition to dry air. For these

Comparative data of water balance, SCP, hemolymph ice nucleating activity and winter habitat obtained for

freeze tolerant insects inhabiting central Yakutia*
Tabanga 1. CpaBHMTeABHDBIC AAHHBIE 1I0 BOAHOMY basancy, SCP, app00bpasyromjert akTMBHOCTH TeMOAMM(BI 1 MeCTam
3MMOBKM AASI MOPO30OTOAEPAHTHBIX HaceKoMbIx LleTpasbros Sxyrun

Water Ice nucleating Metabolic rate
Insect o SCP, °C activity (0,9 % NaCl o Water loss, g/h Winter habitat
content,% pIO2/min
+ hemolymph)
112 - 10° Inside leaf nests,
A. crataegi 70,0 -11,56 1,2 -10,5+ 0,78 0,012 £ 0,08 i+ 0,05) above the snow
- line
Under the bark
. -4 i
U. ceramboides 59,3 —75£26 ~7,3£0,28 0,354 + 0,05 7.94 - 10 of birch,
(x0,61) sometimes
above the snow
. -4 i
D. floralis 487 5808 -5,5+0,71 0,039 + 0,07 19910 In the soil, under
(+0,87) the snow
6,310 In the soil, under
P. rapae 65,5 -8,5+1,6 -8,3+1,1 0,022 + 0,06 (£ 0,56) the snow

* Measurements were made in January, 2012—2013
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insects, freezing of body liquid initiated by ice nucleat-
ing proteins [Li, 2011, 2014] seems to be a sufficient part
of their water saving mechanism during winter (tabl. 1).
As Aporia crataegi, ice nucleation seems not to be a
significant component of water saving in caterpillars
because according to the fig. 2 they keep significant
amount of water not only during winter but also during
another seasons. It indicates that water saving mecha-
nism of A. crataegi is more linked with low cuticle
permeability than with ice nucleation.

At last, cocoon is also important part of water sav-
ing during early autumn when caterpillars stop feeding
but still exposed to hot and dry conditions without
proper cuticle protection. In sum, all these mechanisms
not only allow to 4. crataegi avoid excessive water loss
but also favor to keep significant amount of water even
during the most dry air conditions in central Yakutia.
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