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Abstract

Background and Objective: Mud spiny lobsters, Panulirus polyphagus (P. polyphagus) are one of the most important fisheries resources
now-a-days due to quality that it's possessed. However, there is still lack of in-depth study about this species mainly on males testicular
characteristics and sexual maturity size. Therefore, the present study was carried out to investigate the histological characteristics on the
testes and sexual maturity sizes of mud spiny lobster, Panulirus polyphagus. Materials and Methods: The testes were dissected out and
fixed in 10% buffered formalin solution for 11 h, dehydrated in 70% alcohol and lastly placed in tissue processor for 181 h at 60°C. The
tissues blocks were cut at the thickness of 4 um on a rotary microtome. Stained tissues were taken under Advance Microscope
(Nikon Eclipse 80i Nomarski DIC). Collected data were analyzed using Microsoft Excel 2013. Data were presented as mean=standard
deviation. Statistical analyses were done using one-way ANOVA using SPSS (Version 22). Results: These lobules of mature 2. polyphagus
were formed via different germinative lineage cells such as spermatogonia, spermatocytes, spermatids and spermatozoa. The histological
characteristics of testes showed that the process of spermatogenesis went through the stages of four testes maturation which were
spermatogonia | and Il, spermatocytes | and II, spermatids and spermatozoa stages within different body weight of 2. polyphagus. It was
found that there were significant difference between body weight and carapace length to the testicular maturation stages (one-way
ANOVA and p = 0.000). Conclusion: The results of this experiment indicated that males P. polyphagus have four stages of testes
maturation and can be considered to have fully mature testes that ready for fertilization at 452 g body weight (BW) and 107 mm carapace
length (CL) or more.
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INTRODUCTION

Panulirus polyphagus is usually known as mud spiny
lobster or previously known as long-whiskered rock lobster! -2,
In Malaysia, the culture of spiny lobsters is still in its early years
with activities based in the State of Sabah mostly
concentrated in the Darvel Bay (Lahad Datu and Semporna),
Kudat and Kota Kinabalu3. Besides, similar other palinurid
lobster, P. polyphagus is also a marketable and expensive
fisheries commodity in Indonesia“. The major problem of mud
spiny lobster, . polyphagus is in breeding technology with a
low survival rate of the larvae stages and difficult to maintain
from the pueruli stage until adult>'°.

Thereproductive system of mud spiny lobster is extended
outside the cephalothorax, lies on the hepatopancreas and
elongates longitudinally at both sides of the median body
plane. The male reproductive system comprises of paired
testes, vas deferentia and ejaculatory ducts''. The testes are
tubular organs in the anterior region of the body that extend
along the sides of the stomach and are commonly united by
a medial commissure between the posterior end of the
stomach and the anterior region of the heart'>'3, The lobster
testes have been revealed as long, highly convoluted tubes
and connected medially by a transversal commissure
resembling an H-shape in histology studies'. It is very difficult
to assess male lobster maturity in the field' than in female
lobster. In some male spiny lobsters, the development of the
second and third walking legs enables them to attract/remove
suitable female lobsters from their den'®. Their size of maturity
(SOM) is detected by plotting the size of walking legs against
carapace length (CL) for both, mature and immature lobsters'’.

The significances of the study are to give an overview of
the reproductive biology in male 2. polyphagus whichinclude
the testes characteristics and sexual maturity size. Thus, the
aim of this study was to describe the testes histological
characteristics at every testes maturation stage and to identify
the sexual maturity size of male 2. polyphagus.

MATERIALS AND METHODS

Sample of Panulirus polyphagus: The experiment was
conducted at Institute of Tropical Aquaculture, Universiti
Malaysia Terengganu, Terengganu, Malaysia. The broodstocks
with 140 adult males of P. polyphagus were sampled from
Tanjung Sedili, Johor coastal waters, Malaysia (1°51" N and
104°09' E) with randomly sizes on June, 2013-June, 2014.
P. polyphagus were rearing at the hatchery and were fed daily
at 10% biomass with fresh squid (Lofigo sp.) before the
samples were sacrificed by cold treatment (10 min at-20°C) in
the laboratory.

366

Histology of testes in Panulirus polyphagus: After removal
of the carapace of P. polyphagus, the testes were dissected
out for the histological examination. Sample preparations
followed the modified standard laboratory protocols for
haematoxylin and eosin staining correspondingly to
Muhd-Farouk et a/'®. The testes were fixed in 10% buffered
formalin solution for 11 h, dehydrated in 70% alcohol for less
than 24 h and lastly placed in tissue processor (Leica TP1020)
for 181 hat60°C'®. After processing, samples were mounted
onto cassettes using paraffin wax, sectioned into 4 um films
using rotary microtome (Leica RM2125RT), transferred into
water bath (between 40-45°C) for expansion before mounting
onto slides. The slides were dried using a hot plate (40°C)
overnight. Then, the slides were immersed into a series of
xylenes (100 mL-product No. D16D662922, EMD Millipore
Corporation, USA), dehydrated in a series of ethanol
(100 mL-product No. 20821.321, VWR Chemicals, France),
stained in a haematoxylin solution (100 mL), decolorized in 1%
acid alcohol (100 mL), re-stained in 0.5% aqueous eosin
(100 mL) and lastly, mounted with DPX and top with a cover
slip'®. The slides with samples were then placed on a hot plate
(40°Q) for overnight. The slides were observed on the next day
and photographs were taken under an Advance Microscope
(Nikon Eclipse 80i Nomarski DIC, Japan).

Data analysis: Collected data (body weight, carapace length
and testicular maturation stages) were analyzed using
Microsoft Excel 2013. Data were presented as mean £ standard
deviation. Statistical analyses were done using one-way
ANOVA (p<0.05) through the application of Social Sciences
(SPSS) software (version 22.0 for Windows; SPSS Inc., Armonk,
NY, USA: IBM Corp.)".

RESULTS

External morphology and histological characteristics of
testes of P. polyphagus: The mean body weight (BW) and
carapace length (CL) of 140 adult males 2. polyphagus were
identified and they were divided into five class of BW. The
testes lie around the cephalothorax on top of the
hepatopancreas under the carapace (Fig. 1). The testes are
also paired structures (left and right) that were located
medially between the two vas deferens of £. polyphagus. The
matured testes were slightly yellowish organ and forming
elongated lobes which were much small, while the immature
testes were transparent and short lobes. The interstitial gap
between the fibrous mantle and tubules was overflowing by
the connective tissues composed of several elements such as
an intercellular substance containing distribute fibers,
fibroblast, spread hemocytes and vessels with hemolymph
(Fig. 2).
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Table 1: Mean body weight=+standard deviation, mean carapace length*standard deviation and testicular lobule containing in male £. polyphagus (n = 140)

Range of body

weight sampled (g) Mean body weight (g) Mean carapace length (mm) Testicular lobule containing
135-220 174.36£26.59 81.83+6.57 Spermatogonia

221-358 293.121+36.58 96.88+3.16 Spermatocytes

359-451 395.35+24.39 105.44£2.31 Spermatids

452-471 460.96+7.64 107.55+1.46 Spermatids and spermatozoa
472-485 478.42+4.60 107.72+1.65 Spermatozoa

Table 2: Histological characteristics of testes during the follicular development of testes maturation stages of 2. polyphagus (n = 140)

Testis stages Histological characteristics

Spermatogonia | and Il

Close to the follicular fibrous, the spermatogonia appeared. Type | spermatogonia had large, round nuclei measuring

6.3082£0.8364 um and displaying small knots of condensed chromatin scattered all over the nucleus (Fig. 3a)

Spermatocytes | and Il

Spermatocytes | and Il may only distinguished by a difference in size. The nuclei of type Il spermatocytes measuring

4.1138£0.604 pm. Some type | spermatocytes may not mature into type Il and eventually degenerate presenting signs of
nuclear and cytoplasmatic regression (Fig. 3b)

Spermatids
Spermatozoa

The spermatids were small cells through peripheral and in an even way stained nuclei measuring 2.44£0.6248 um (Fig. 3c)
The spermatozoa resemble spermatids, but were rather smaller. The nucleus measured 1.6283+0.2882 um and was strongly

basophilic and rather large compared to the cytoplasm, which appeared like a barely discernible peripheral ring (Fig. 3d)

Fig. 1: Dorsal view of cephalothorax showing the localization
of reproductive tract:testes (te), vas deferens (vd) and
hepatopancreas (he) of male . polyphagus

These lobules of mature . polyphagus were formed via
different germinative lineage cells such as spermatogonia,
spermatocytes, spermatids and spermatozoa (Table 1, 2). From
Table 1, the range of body weight, 135-451 g comprised of
spermatogonia, spermatocytes and spermatids. While, the
range of BW, 452-485 g comprised of spermatids and
spermatozoa. There were four stages of the follicular
development in mature A. polyphagus. (a) The majority of
spermatogonia | and I, (b) Ever-increasing numbers of
spermatocytes | and Il, (c) Spermatids were widespread and
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Fig. 2: Photomicrograph showing tubules (ts), connective
tissues (ct), fibrous mantle (fm) and fibrous layer (fl) of
P. polyphagus testes (magnification of 20X)

(d) Spermatozoa and spherical bodies are also widespread
(Fig. 3). Each stage of P. polyphagus has different histological
characteristics. The histology of the testes indicated that
spermatogenesis occurred in all the specimens studied. The
majority of the lobes contain spermatids or spermatozoa as
wellas many non-germinal, sertoli cellsin these mature males.

Relationship between body weightand carapace lengthon
testes maturation stages of P. polyphagus: The results from
the present study show that mean BW and mean CL increased
as the testes maturation stages of P. polyphagus advanced
to another stage. The relationship between BW with testes
maturation stages was shown in Fig. 4, while Fig. 5 shows the
relationship between CL with testis maturation stages of
P. polyphagus in the present study.
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Fig. 3(a-d): Histological section of testis of . polyphagus. Testis of P. polyphagus in the process of spermatogenesis and stained
with haematoxylin and eosin (a) Photomicrograph showing testicular lobule containing Type | spermatogonia (I) and
Type Il spermatogonia (Il), (b) Type | spermatocytes (cl) and Type Il spermatocytes (cll), (c) spermatids (ds) and
(d) spermatozoa (sz) and spherical bodies (sb) (magnification of 40X)
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Fig. 4: Relationship between mean body weight and testes maturation stages (n = 140), a, b and c indicates the
differences between mean body weight on each testicular maturation stages, error bars indicate standard
deviation
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Fig. 5: Relationship between mean carapace length and testes maturation stages (n = 140), a, b and c indicates the differences
between mean carapace length on each testicular maturation stages, error bars indicate standard deviation

Asforthe relationship between BW and testes maturation
stages, there were significant difference between BW with the
two stages earlier; spermatogonia and spermatocytes
(p<0.05). However, there were no significant difference
between BW with the spermatids, spermatids and
spermatozoa and spermatozoa stages.

Meanwhile, the relationship between CL and testes
maturation stages also shows the same pattern that has been
showed by BW. Statistical analysis shows there was a
significant difference between CL with the spermatogonia and
spermatocytes stages (p<0.05), however, there were no
significant difference between CL with the spermatids,
spermatids and spermatozoa and spermatozoa stages.
Overall data shows that there was a significant difference
between BW and CL with the testes maturation stages
(one-way ANOVA, p = 0.000).

DISCUSSION

In the present study, the large BW of male £, polyphagus
has a long length of testes while the samples with smaller BW
possessed a shorter length of testes. A previous study stated
that the length of testes was variable based on the BW of
lobster'. Besides, the existence of paired testes and
vas deferens were observed in the present study and similar
findings were reported in other decapods crustaceans''. The
findings of the present study showed that the size of paired
testes and vas deferens depend on the BW of P. polyphagus
compared to the size of CL. The study for the red-clawed
mangrove tree crab, Goniopsis cruentata'® and P, laevicauda'
was corroborated with the description of the testes of
P. polyphagus.

In P. polyphagus, testicular lobules are containing such as
spermatogonia, spermatocytes, spermatids and spermatozoa.
Testicular lobules were filled with a large number of
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spermatocytes in diverse stages of development'?%, In the
testicular lobules, there were stages of the follicular
development. P. polyphagus of 135-220 g BW, group has
totally different stages of follicular development
(spermatogonia) than the BW of 2. polyphagus, 452-471 g
(spermatozoa) and 472-485 g. There were different testicular
lobules present in the immature of 2. polyphagus. Testicular
lobules in the immature samples consist of spermatogonia,
spermatocytes and spermatids while, in the mature
P. polyphagus, testicular lobule consists only of spermatozoa
or a few of spermatids and most of the spermatozoa. The
different histological section of A. polyphagus mature and
immature were also highly related to the different BW of
P. polyphagus.

In the present study, there were anterior, intermediate
and posterior regions of testes. The process of
spermatogenesis was observed in all £. polyphagus samples
in the present study when the histological observations were
done. In some cases, testes were also reported to consist of
anterior, intermediate and posterior regions based on
histological observation'.

This present study proved that males P. polyphagus that
has 452 g BW and 107 mm CL or more can be considered to
have fully mature testes that are ready for fertilization.
However, based on statistical analysis that has been done,
there was a significant difference between BW and CL with the
earlier stages of testicular maturation (spermatogonia and
spermatocytes) only, but no significant results for the
spermatids, spermatids and spermatozoa and spermatozoa
stages. This meant that the BW and CL can be referred to the
determination of both earlier stages (spermatogonia and
spermatocytes); howeverfor the advanced stages, the BW and
CL parameters cannot be taken for determination precisely.
Therefore, histological assessment is needed as it gives more
accurate results?',
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As a recommendation, gonad somatic index (GSI) can be
taken as maturation stages determination factors®* and can be
seriously noted for future study of this species. Besides, a
higher number of samples is needed for confirmation of
testicular maturation stages in the future as the present study
was carried out with only 140 samples. Therefore, there is an
urgency for further study related to the sexual maturity as the
external morphology such as BW and CL cannot determine
precisely the testicular stage of male P. polyphagus for
advanced stages (spermatids, spermatid and spermatozoa
and spermatozoa stages). Results from the presents study
hopefully would contribute important information to
researchers for future testes maturation stages determination
and biological information of P. polyphagus, besides give
better options for mud spiny lobster breeders regarding
broodstocks selection for breeding purposes, fishery
conservation and also management practice in the future.

Furthermore, the histological characteristics on the testes
of P. polyphagus are veryimportant in the production of male
gametes. The results fromthe present study showed that male
P. polyphagus testes presented the same pattern of the
other lobster species. Thus, there is hope that the present
study will help to understand the reproductive biology of male
P. polyphagus and so that effective strategies can be
formulated for the management of hatcheries and to improve
the production of P. polyphagus.

CONCLUSION AND FUTURE RECOMMENDATIONS

The results of this study indicated that males
P. polyphagus at 452 g BW and 107 mm CL or more can be
considered to have fully mature testes that ready for
fertilization. Histologically, there were four stages of
spermatogenesis process occurred during the testes
maturation stages: Spermatogonia | and Il, spermatocytes |
and ll, spermatids and spermatozoa (sperm). However, there
are still lacks of in-depth study about testes maturation stages
of male P. polyphagus.

Hopefully, the data from the present study would able to
contribute for the future biological studies through breeding
technology practices, fishery conservation and management
of P. polyphagus especially in Malaysia and also for worldwide
practices.

SIGNIFICANCE STATEMENT

The present study discovers the full mature spermatozoa
of mud spiny lobster, Panulirus polyphagus started with
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452 g of body weight (BW) and carapace length (CL) of
107 mm. There are no sound studies that have been
performed on testicular characteristics and sexual maturity
sizes of this species. Therefore, proper management practices
can be plotted in the aquaculture industry by focusing on the
testes biology of this species. The present study will contribute
the knowledge on testicular histological characteristic and
sexual maturity sizes of P. polyphagus for the future biological
studies through breeding technology practices, fishery
conservation and management.

ACKNOWLEDGMENTS

This study was funded by Malaysian Ministry of Higher
Education under Exploratory Research Grant Scheme (ERGS)
(Grant No. 55051). Authors great appreciation to Institute of
Tropical Aquaculture, Universiti Malaysia Terengganu and to
all people whose involved directly or indirectly during this
study.

REFERENCES

Phillips, B.F.A., J.S. Cobb and RW. George, 1980. General
Biology. In: The Biology and Management of Lobsters,
Volume 1: Physiology and Behavior, Cobb, J.S. and
B.F. Phillips (Eds.). Academic Press, New York, USA.,
ISBN-13: 9780121774011, pp: 1-82.

lkhwanuddin, M., S.N. Fatihah, J.R. Nurul, M.Z. Zakaria and
A.B. Abol-Munafi, 2014. Biological features of mud spiny
lobster, Panulirus polyphagus (Herbst, 1793) from Johor
coastal water of Malaysia. World Applied Sci. J.,
31:2079-2086.

Tuan, L.A.and N.D. Mao, 2004. Present status of lobster cage
culture in Vietnam. Proceedings of the ACIAR Tropical Spiny
Lobster Ecology Workshop, July 20-21, 2004, Institute,
Nha Trang, Vietnam, pp: 24-30.

Wahyudin, RA. Y. Wardiatno, M. Boer, A. Farajallah and
A.A.Hakim, 2017. A new distribution record of the mud-spiny
lobster, Panulirus polyphagus (Herbst, 1793) (Crustacea,
Achelata, Palinuridae) in Mayalibit bay, West Papua,
Indonesia. Biodivers. J. Biol. Divers., 18: 780-783.

Fatihah, S.N., S. Jasmani, A.B. Abol-Munafi, S. Noorbaiduri,
H. Muhd-Farouk and M. lkhwanuddin, 2016. Development of
a sperm cryopreservation protocol for the mud spiny lobster,
Panulirus polyphagus. Aquaculture, 462: 56-63.

Fatihah, S.N., J. Safiah, A.B. Abol-Munafi and M. Ikhwanuddin,
2015. Biochemical changes of total protein, glucose, lactate
dehydrogenase and total lipid in the cryopreserved sperm of
mud spiny lobster, Panulirus polyphagus. ). Fish. Aquat. Sci.,
10: 35-44.



10.

1.

12.

13.

Pak. J. Biol. 5ci,, 20 (7): 365-371, 2017

Fatihah, S.N., J. Safiah, A.B. Abol-Munafi and M. Ikhwanuddin,
2014. Effect of 17a-hydroxyprogesterone  and
17a-hydroxypregnenolone on sperm quality and sperm
quantity in male mud spiny lobster (Panulirus polyphagus).
Pak. J. Biol. Sci., 17: 1124-1129.

Fatihah, S.N. J. Safiah and A.B. Abol-Munafi and
M. Ikhwanuddin, 2014. Effect of testosterone undecanoate
hormone on sperm and its level in the hemolymph of male
Mud Spiny Lobster, Panulirus polyphagus. Pak. J. Biol. Sci.,
17:937-941.

Ikhwanuddin, M., S.N. Fatihah, A.H.Nurfaseha, R. Ruhinisaand
Z.Z. Tira et al, 2015. Effect of water salinity on ovarian
maturation stages and embryonic development of mud
spiny lobster, Panulirus polyphagus. J. Fish. Aquatic Sci.,
10: 244-254.

Ikhwanuddin, M., S.N. Fatihah, A.H. Nurfaseha, M. Fathiah and
M. Effenddy et al, 2014. Effect of temperature on ovarian
maturation stages and embryonic development of mud spiny
lobster, Panulirus polyphagus. Asian J. Cell Biol., 9: 1-13.
Krol, RM. W.E. Hawkins and R.M. Overstreet, 1992.
Microscopic Anatomy of Invertebrates, Decapods Crustacean:
Reproductive Components. Vol. 10, Wiley-Liss, New York,
pp: 295-343.

Castilho, G.G., A. Ostrensky, M.R. Pie and W.A. Boeger, 2008.
Morphology and histology of the male reproductive system
of the mangrove land crab Ucides cordatus (L.) (Crustacea,
Brachyura, Ocypodidae). Acta Zool., 161: 157-161.

Garcia, T.M. and J.RF. Silva, 2006. Testis and vas deferens
morphology of the red-clawed mangrove tree crab
(Goniopsis cruentata) (Latreille, 1803). Braz. Arch. Biol.
Technol., 49: 339-345.

371

14.

20.

21.

De Lima, A.V.P.and T.C.V. Gesteira, 2008. Morphology of the
male gonads of the spiny lobster Panulirus laevicauda
(Latreille, 1817). Braz. Arch. Biol. Technol., 51: 701-709.
Lawton, P. and K.L. Lavalli, 1995. Biology of the Lobster
Homarus americanus. Postlarval, Juvenile, Adolescent
and Adult Ecology. Academic Press, New York, USA.,
pp: 47-88.

Lipcius,R.N., M.L.Edwards, W.F.Herrnkind and S.A. Waterman,
1983. /n situ mating behavior of the spiny lobster Panulirus
argus. J. Crustacean Biol., 3: 217-222.

George, RW.and G.R. Morgan, 1979. Linear growth stages in
the rock lobster (Panulirus versicolon as a method for
determining size at first physical maturity. Rapports
Proces-Verbaux Reunion, Conseil Int. Pour I'Explor. Mer.,
175:182-185.

Muhd-Farouk, H.,S. Jasmaniand M. lkhwanuddin, 2016. Effect
of vertebrate steroid hormones on the ovarian maturation
stages of orange mud crab, Scylla olivacea (Herbst, 1796).
Aquaculture, 451: 78-86.

IBM., 2014. IBM SPSS Statistics for Windows, Version 22.0.
IBM., Armonk, New York, USA.

Sherkhane, U.D., M.U. Patil and G.S. Pande, 2010. Gross
anatomy of male reproductive system and histology of testis
and vas deferens in freshwater crab Barytelphusa cunicularis
(Westwood 1836) (Deacapoda: Crustacea). Bioscan: Int. Q.
J. Life Sci., 5: 599-603.

Amin-Safwan, A, H. Muhd-Farouk, M. Nadirah and
M. lkhwanuddin, 2016. Effect of water salinity on the external
morphology of ovarian maturation stages of orange mud
crab, Scylla olivacea (Herbst, 1796) in captivity. Pak. J. Biol.
Sci., 19: 219-226.



	PJBS.pdf
	Page 1


