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Abstract

Boda K., V. Sabo, M. Jurani, T. S. Guryeva, J. Kodi$ova, L. Kostil, A. Laukovsi,
O. A. Dadasheva: Embryonic Development and Behaviour of Japanese Quail Exposed
to Microgravity. Acta vet. Brno, 61, 1992: 99 —107.

The effect of microgravity on the embryonic development of Japanese quail
including hatching, the behaviour of newly hatched chickens and physiological
functions of adult birds were studied. The feasibility of the entire embryonic de-
velopment as well as hatching of quail in weightlessness was demonstrated. Priority
data on sensory, motor and feeding behaviour of 1- to 4-day-old quail hatchlings
as well as the behaviour of adult birds in microgravity were obtained. Under spe-
cial conditions the quail were able to take food, but were generally unable to adapt
their motor activity to microgravity at any time during the experiment. Their
movements were uncoordinated and chaotic, particularly so in chicks. After a 7-day
exposure to microgravity hormone levels (estradiol, triiodthyronine, corticosterone)
and Ca in mature quail were determined. Changes in reproductive functions were
manifested by the arrest of egg production, dystrophy of ovaries and testes and
a decreased testosterone level. The first data on the effects of microgravity on the
enteric microflora were also obtained.

Japanese quail, microgravity, embryogenesis, behaviour, hormones, enteric micro-
biology

The establishment of biological systems utilizing animals to suppost the life of cosmonauts
during long-term missions in orbital and planetary stations has become an object of the general
study of cosmic biology (Shepelev 1975).

The animals selected should have a higher heterotrophic link in the self-sustaining ecosystem
and will be required to live and produce under conditions of microgravity. The first experimental
goal to meet these criteria is to study the potencial for the avian model. Due to its relatively low
body mass and high performance converting feed to meat, the Japanese quail has been used (Bo-
da 1979).

Since 1973 a series of experiments was conducted in which biological as well as technological
problems, aimed at the realization of flight experiments, were undertaken. These experiments
included adaptation mechanisms of quail to changed gravity (Jurdni et al. 1980) problems con-
nected with overcoming stress caused by the transport to orbit (Peter et al. 1978), the effect of
long-term hypodynamy on the performance and breeding of a line of quail resistant to hypody-
namy (Jurdni et al. 1988).

Technologlcal preconditions to study the entire reproductive cycle of the birds under the
microgravity of Earth-orbital flight were provided by the construction and production of the
devices Incubator 1 (Sutek et al. 1984; Soudek et al. 1984), Incubator 1M and NEST (Miiek
and Zongor 1991).

Results obtained in these expenments have become the starting point to study avian microgra-
vity under real space flight conditions.

Experiments were designed to determine the effect of microgravity on the embryonic develop-
ment of Japanese quail including hatching, behaviour of hatchlings during the first post-hatching
days, and behaviour, hormone levels and enteric microbiology in adult birds.
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Materials and Metods

The first experiment Incubator 1 was conducted in the automated biological satellite, Cosmos
1129, in October 1979. It provided for a 12-day experiment. In each of three groups (flight expe-
riment, synchronous and laboratory controls) 60 eggs were used. Eggs were obtained from the
Institute of Biomedical Problems in Moscow. They were collected within 3 days and kept at 10 °C
before the experiment was started. In the flight experiment, the eggs placed into the incubator
(3 d prior to start) were kept at 19 °C. Their age on the day of spaceship launching was 3—5 d.
After the start the eggs were kept at 23—25 °C until the incubator was put to operation (i. e.
10th day of flight). The synchronous and laboratory control eggs were stored for 10 days at 10 °C
before their incubation was started. In the flight and synchronous control the eggs were placed
in the device Incubator 1 while the control in a laboratory incubator.

After the landing of the satellite, that due to the breakdown of the parachute, had to endure
a 160 G shock, the embryonic material was immediately taken from 40 broken and 2 intact eggs.
The remaining 18 intact eggs were placed in a transport incubator and delivered to the Labora-
tory in Moscow. Due to embryo mortality, incubation failed to continue after the landing of the
satellite. Histological examinations of embryonic tissues were performed.

The second experiment Incubator 2A was carried out in 1990 (March 4 to 24, i. e. 21 days),
on the orbital station MIR in the module Quant 2. Forty-three eggs were used in the flight expe-
riment as well as in a synchronous control. These eggs originated from the 12th generation of
a selected line of Japanese quail resistant to hypodynamy, bred at the Institute of Animal Bio-
chemistry and Genetics, Slovak Academy of Sciences, Ivanka pri Dunaji. After a 12-day storage
time at 9.5 °C, the eggs for the flight experiment were transported to the orbital station in a spe-
cial container (Fig. 1). The synchronous control experiment was carried out only after the flight
experiment and the conditions in the maquette of the orbital station were similar to those in the
orbital station MIR. Simultaneously, the la-
boratory control trial was carried out using
a standard incubator.

To study the sequential dynamics of em-
bryogenesis 8 eggs were fixed, 2 from each
stage at day 4, 8, 12, and 16 of embryogene-
sis. Thirty-five eggs were incubated for the
entire 17-day period of embryogenesis. After
hatching, the quail were placed in the NEST
(Boda etal. 1991) where their behaviour was
studied in the following 4 days. The birds
were then fixed in 96 %, alcohol for morpho-
logical examinations.

The third experiment Incubator 2B was

conducted from August 1to9, 1990 on the

orbital station MIR using adult quail. In each
of the three respective groups 4 quail were
used (3 females and 1 male). The spaceship
was launched on August 1, 1990 and on Au-
gust 3 it joined the orbital complex MIR. The
quail were transferred to the station MIR in
transport containers on the same day and pla-
ced in the module Quant 2 in the NEST
device.

Knowing of the inability of hatched quail
to orientate in the microgravity environment
in Experiment 2, a special harness was deve-
loped and used with the adults. They were
harnessed and attached near the feeding tube.
The general behaviour of harnessed as well
as of non-harnessed birds in three experi-
mental groups including feeding and mating
behaviour were investigated.

On August 8, 1990 the quail were transferred
back to the transport container and on August
9 they were returned to Earth. Ethological exa-
Fig. 1. Transport container for quail eggs urwsation were conducted and then 3 quail
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(2 females and 1 male) were killed by decapitation, 1 female immediately after landing, and another
female and male the following day in the laboratory in Moscow. Blood was collected to examine
plasma Ca, corticosterone, testosterone, estradiol and triiodthyronine (Juréni et al. 1980, 1983).
For histologic and electromicroscopic studies, samples from muscles (m. gastrocnemius) and
testes were taken. Histochemically the activities of alkalineand acid phosphatases and non-specific
esterase were studied. The enteric microflora was investigated in crop and caeca samples collected
from 2 birds of each group. The samples were immersed in glycerol-phosphate buffer (1:1)
and stored in dry ice.

Results and Discussion

Experiment Incubator 1 — 12-day Embryonic Development of Japanese Quail
Under Microgravity Conditions

Results of the Incubator 1 experiment are presented in Fig. 2. The data indicate
that embryogenesis was supported in the incubator: the flight experiment 33 9%,
the synchronous control 71.9 9, and the laboratory control 92.8 %,, the embryos
reaching the developmental stage of 9 to 12 days.

Mortality was highest in incibator days 1—4, especially in the flight experi-
ment where it was 56.4 9, (synchronous control 19,3 9,, laboratory control
4.8 9%). At the developmental stage of 5—8 days, mortality was 10.3 9%, in the
flight experiment, 8.8 9, in the synchronous control and 2.4 9, in the laboratory
control (Sabo et al. 1982).

Histologic investigation revealed no differences in tissues of 12-day-old embryos
of the three groups (Boda et al. 1984, Maretta et al. 1984).

Quantitative differences in the number of developed embryos, especially
between the flight experiment and synchronous control might have been caused
by conditions of temperature and humidity in these groups during egg storage
and also during the experiment. In the flight experiment the relative humidity
varied. After 6 days of incubation humidity decreased due to a break-down of
the humidity regulation system; it fell from 54—62 9%, to 30 9% and remained
at this level till the end of the experiment.
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The high mortality rate of embryos on day 1 to 4 of incubation in the flight
experiment may have been caused by other yet unknown factors affecting early
stages of embryogenesis under microgravity conditions. -This is indirectly
confirmed also by the results obtained from the experiment “Chix-in-Space”
conducted on the American Space Shuttle Discovery. Of 16 eggs incubated 2 days
on Earth, then exposed to a 5-day weightlessness and, after the landing, half
opened for examination and half further incubated to hatch date, not even one
embryo survived to embryonic stage day 7. From those 16 eggs incubated till
9 days on Earth prior to space flight a 100 9, viability was achieved (Hullinger .

et al. 1990).

Expermient Incubator 2A — Embryogenesis of Japanese Quaﬂ Under — Micro-
gravity Conditions

The knowledge obtained from the experiment on the automated biological
satellite Cosmos 1129 has broad implications for studying the entire embryonic
development and hatching process as well as the first days of posthatching life.

Fig. 3 demonstrates the percentage of fertilization rate and hatchability of
fertilized eggs and embryo mortality in both flight experiment and control groups.
Though fertilization percentage was the same in all groups the flight experiment
revealed the lowest hatchability and highest mortability. No significant changes
were found between the synchronous and laboratory controls. Also in this ex-
periment quantitative differences in the embryonic development were evidenced
in flight and control groups indicating that further experiments are needed to
focus attention to this problem. The results presented confirm our preliminary
statistical data in the earlier studies obtained shortly before the final evaluation
of ovoscopic control of the incubated eggs (Boda et al. 1991).

In this experiment it was also possible for the first time to study the behaviour
of newly hatched quail in weightlessness and obtain fundamental data of the
animal behaviour exposed for a longer time to microgravity.

The hatched quail had all the external characteristics of a normal development,
they responded to visual and auditery stimuli, and manifested motor and vocal
activity. They were not able to orient to the feeding tube and they lacked the
ability of orientation and motor coordination in microgravity. They were bouncing
against the walls of the NEST, and their wing and leg movements caused rotation
along their own axis. They had to be hand-fed a food paste by the cosmonaut
immediately after hatching and thereafter (Melesko et al. 1991; Boda et al.
1991).

As it was not possible to stabilize the quail in the NEST and feeding was
solely dependent on help from the cosmonaut, the chicks were decapitated and
placed into the fixative solution to later study their morphology.

Results obtained from the examination of hatched quail raise new questions
and problems for cosmic biology. These center upon the apparent inability of
the organism developing in microgravity to adapt itself to these conditions as
far as sensory and motor coordination is concerned. Fundamentally the problem
is how to manage the postembryonic development of hatchlings, apparently
the keystone for completing the reproductive cycle of Japanese quail in micro-
gravity conditions.
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Fig. 4. Japanese quail after landing on Earth

Experiment Incubator 2B — Effect of a 7-day Microgravity on Physiological
Functions of Adult Japanese Quail

After the successful experiment with embryogenesis and hatching process of
quail in microgravity and the initial knowledge obtained on the behaviour of
hatchlings, an experiment with adult quail was designed. The object of the
study was the sensory and motor behaviour of adult birds, that in contrast to
the newly hatched ones, have had previous experience in the gravitational field.

Fig. 5. Dystrophic changes of the ovaries of Japanese quail of the flight experiment and control
groups: No. 1: flight experiment, No. 2: synchronous control, No. 3: laboratory control



104

Another goal was to study the feeding and mating behaviour and obtain data
on structural and physiological changes in adult quail in microgravity.

The quail survived the space trip apparently without any serious problems
and one hen has successfully laid an egg. The quail fixed to the feeding tube
were able to consume food in a usual way. The non-harnessed quail lost orientat-
ion in space. However, in comparison with the newly hatched chieks, their orientat-
ion was better and their motor activity less chaotic. One of the non-harnessed
birds was even able to reach the feeder and consume some food. As to mating
behaviour an absolute apathy was observed in both sexes, perhaps caused by
dystrophic changes in ovaries and testes.

Upon return to Earth the quail manifested an altered stature. The head hung
toward the chest and the trunk leant forward (Fig. 4). When moving, they could
hardly maintain equilibrium, they fell forward or deviated to the sides. Nonethel-
ess, their reaction to food was fairly normal. During the 7-day experiment all the
quail had lost some body mass (Sabo et al. 1991).

Table 1 gives the values of blood Ca, estradiol, testosterone, triiodthyronine
and corticosterone.

Certain changes were seen in Ca and T; levels with a decreasing tendency
in the flight experiment and synchronous control. Changes in reproductive funct-
ions were manifested by the arrest of egg production, dystrophy of ovaries and
testes (Fig. 5) and a decrease in testosterone level (Table 1).

Histologically, a degeneration and depletion of spermatocytes and round
spermatids were found. Electronmicroscopically, degenerative changes in gonado-
cyte nuclei and cytoplasm were observed. Striated muscles (m. gastrocnemius)
were characterized by a decrease in density of myofibrils, their space occupied
instead by mitochondria with disintegrated inner membranes. Myocyte necrosis
was also noted.

Histochemical studies of alcaline and acid phosphatases revealed no changes
in flight experiment quail as against controls. In the flight experiment and syn-
chronous controls an increased activity of non-specific esterase was found, con-
firming the disintegration of muscle tissue. :

~ These functional and morphological changes may be considered as reversible.
They were observed both in the flight experiment and synchronous control
indicating an involvement of the transport stress (KocCiSova et al. 1991).

Table 1

Ca and hormone levels in Japanese quail in the experiment Incubator 2

L —
3 2= = 4 e l
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8
Flight experiment 9.8. Q 0.74 181 90,50
10. 8. 3 1.02 0.585 0.078 18,35
11.8. ? 1.22 181 0.095 57.64
Synchronous control 14. 8. Q 1.00 229 0.527 42,81
15. 8. 3 1.39 0.835 0.632 41.38
16. 8. ? 3.30 155 1.279 12.54
Laboratory control 13.8. Q 152 3 0.093 70.7
i 13. 8. 3 1.13 3.42 1.032 42.46
1

Note: *T; — triiodthyronine
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Fig. 6. The male hatched from the egg laid by a quail hen during the orbital station flight

In the crop and caecum content of Japanese quail total counts of lactobacilli,
enterococci, streptococci and E. coli in two birds of each group were observed.

Significant differences among experimental groups were noted only in E. coli
cmints that were higher in the flight experiment as compared to laboratory con-
trol.

The isolated microbes were further identified as follows: 3 staphylococcal
strains were classified as Staphylococcus gallinarum sp., 2 strains as Enterococcus
gallinarum sp., and 7 strains as E. faecium sp. The remaining strains were not
typed. The isolates showed low urease and protease activity and no amylase
activity.

Most of the strains were resistant to penicillin. The presence of plasmids did
not confirm the resistance of isolated strains (Laukovi, personal communi-
cation).

One quail hen of the flight experiment group was left alive and included in
the breeding flock. On day 6 after the return to Earth this hen laid the first egg,
proving the reversibility of changes observed in the ovaries of the 2 dissected
birds. From subsequently laid eggs, healthy chicks were hatched.

After a 7-day exposure to weightlessness, the egg laid during the orbital flight
was returned to Earth and incubated. From this egg a cockerel was hatched and
developed to become a healthy individual (Fig. 6) that has parented a number
of offspring.

Vplyv mikrogravitacie na embryonalny vyvoj a spravanie japonskych
prepelic

Bol sledovany vplyv mikrograviticie na embryonalny vyvoj japonskej prepelice:
véitane liahnutia, na spravanie vyliahnutych kurliat a na fyziologické funkcie
dospelych prepelic. Bola dokdzana moZnost celého embryondlneho vyvoja i liah-
nutia prepelic v stave beztiaZe. Ziskali sa prioritné poznatky o senzorno-motoric-
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kom a potravinovom spravani prepelic vo veku 1—4 dni postembryondlneho Zivota
a spravani dospelych prepelic v podmienkach mikrograviticie. Prepelice boli
schopné za urlitych podmienok prijimat krmivo, no nedokazali sa v priebehu
sledovanej doby pohybove adaptovat v mikrogravitdcii. Ich pohyby boli nekoordi-
nované a chaotické, o sa prejavilo zvlast vyrazne u kurciat. U dospelych prepelic
boli po 7-dilovej expozicii v mikrogravitacii ziskané predbeZné vysledky o hladi-
néch horménov (estradiol, triodthyronin, kortikosteron) a Ca. Zmeny reproduk¢-
nych funkcii sa prejavili zastavenim znasky, dystrofiou vajeCnikov a semennikov
a zniZenou hladinou testosteronu. Ziskali sa prvé vysledky o vplyve mikrogravi-
‘tdcie na mikrofloru TT.

.BnusHue mMukporpaButauum Ha 3MOpUOHanbHoe pa3BUTHUE U NOBejeHUe
AMNOHCKOro nepenena

MpoBoAWNM UcCCNEAOBaHWUS MUKPOrpaBUTaUUM Ha 3MOpUOHanbHoe pas-
BUTUE SINOHCKOrO nepenena, BKAuas BbinynneHue, Ha NOBeAEHWE Bbl-
NYMUBLWIMXCA UbINAST U (PU3NONOTUUECKUE (DYHKUMU B3POCNbIX NEpenenos.
Bbina yctaHOBNeHa BO3MOXHOCTb BCEro sMGpUOHaNbHOrO pasBUTUS U Bbl-
nynneHus nepenenos B HEBECOBOM COCTOSHWU. Monyunnn npuoputer-
Hble pe3ynbTaTbl N0 CEHCOPHO-ABUraTENbHOMY WU NULLEBApPUTENbHOMY MNOBE-
AeHWo nepenenoB B Bo3pacTte 1-4 CyTOK NOCTIMOPUOHANbHOM XU3HU U
.NoOBeAEHUI0 B3POC/bIX NEepenenos B yCNOBUSX MUKporpasuTauuu. lepene-
nbl 6bINU B OMNpejeneHHbIX YCNOBUAX B COCTOSIHUM MPUHUMATb MUy, OA-
HaKO B MccCneAyeMblii nepuos 6bini He B COCTOSIHUM NMPUCNOCOGUTbL ABMU-
KEHUs B MUKporpaBuTauuu. MIX ABUXEHUS OTAMYANUCb HEKOOPAWHWUNPO-
BaHHOCTbIO M XaOTUUHOCTbIO, UTO OCOGEHHO BbipasUTeNbHO MNPOSABASANOCH
y ubinasT. Y B3pOCAbIX MNepenenoB nocne CEeMUCYTOUHOrO HaXoXAeHWUs
B MUKpOrpaBUTauuMW MNONYUUAU NpepBapuUTe/bHble pe3ynbTaTbl YypPOBHEWN
ropMOHOB (3CTpaguon, TPUMOATUPOHUH, KOPTUKOCTEpoH) M Ca. U3meHe-
HWUS penpoAyKUuMWM HaWwnu NposBAEHWE B NpeKpalleHun siueknagku, Auc-
TPOUU AUUHWUKOB M. CEMEHHbIX XeNnes U B NMOHWXKEHUU YPOBHS TEeCToCTe-
poHa. Tlonyuunu nepsble pe3ynbTaTbl MO BAUSAHWIO MWUKPOrpaBUTaUUK Ha
.MUKpoOMnopy nuuieBapuTenbHOro annapara.
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