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ABSTRACT

The siruclure of matore, epididymidal spermatoroa of three species of Aostralian blindsnakes, Ramphoiyphlops spp
(Typhlopidae, Squamata) was investigated by a combination of scanning amd transmission eleciron microscopy. Special
atteation was paid 1o feasnes of potential phylogenctic significance, in the hope that aspects of sperm morphology
might shexd light on the evalutionary affinities of this hghly specialized and enigmatic group of reptiles. Spermatozoa of
Ramphoryphlops spp. share many features in common with odher squamates (hrzards and snakes), but display some
siriking features naod known in any other taxa. Special derived features shared by Rompheivphlops spp. and ather
Squamata include: a paracrystalline subacrosomal come: dense imtermitochondrial “rings” or “plagues™ a relatively
inconspicuous annulus: an anteriorly extensive fibrous sheath which penetrates the midpiece; and the absence of an
endonociear canal. Additional derived features which may be shared exclusively by Ramphotyphlops spp. and other snakes
include: the great elongation of the midpiece; the forward prolongation of the Nihrous sheath 1o the level of the neck: the
presence af a distinet “neck cylinder™; the exteemely elomgale form of the mitochondria: and the presence of & multi-
layered midpicce plasma membrane. These cladistic imlerpretations lend suppert o the cumment faxonomic placement of
Typhlopidae within Squamata, and specifically within Serpenies. Several highly distinctive features of Ramphotyphilops
spermatozoa are identified. the most stnking being the extreme length and regular rig-zagging arrangement of the
mitochandria.

RESUME

Ultrastructure des spermatozofdes des serpents aveugles australiens, Rampheotyphlops spp.
(Typhlopidae, Squamalal: premidres observations sur le spermatozoide miir des Serpents
Scolecophidiens,

La structure des spermatoroides myides Epididymadres de wrods cspeces de serpents aveugles australiens, Ramphoryphlops
spp. (Typhlepidae: Squamata) a &€ &udide en microscopie électronigue 3 balayage et & transmission. Une atention
particulitre a & ponde aux déiails d'imponance phyloginique potenticlle, dans 'espoir que des carsclénsnguees de la
marphologie du spermatozoide puissent fclairer les affinivds évolutives de ce groupe de Reptiles, trés dvoluds el

HAarRDING, H. B, ArLIN, K. P, & Mazur, 5., 1995 — Ultrastructure of spermatosea of australion blindsnakes.
Ramphoryphlops spp. (Typhlopidac, Squamata): first observations on the mature spermatozoon of scolecophidian
snakes. fr: Jasieson, B G M., Avsio, 1, & JUsTINE, L-L. (eds), Advances in Spermatozoal Phybogeny amd Taxonomy.
Meém, Mus, nmam, Hist, nat, 166 : 385-396. Paris ISBN @ 2-B5653-225-X.
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énigmatiques. Les spermatozordes de Ramphotyphlops spp. possédent de nombreux caracteres & commun avee les autres
Squamala (Mzards et serpents), mais monirent quelques aspects ofiginaux inconnus dans les auires taxons, Les caractires
dérivés spéeiaux pamagds par Ramphorypilops spp. et les aulnes Squamata comprennent: un cine subacrosomacn
paracristallin, des “anncaux™ ou “plagues” demses intermitochondriaux, un annulus relativement pea apparent, une gaine
fibreuse s'&endant vers I'avam et qui pénétre la pidce intermédinire of Mabsence de canal endonucléaire. Les caractires
dérivés supplémeniaires qui pourraient ére communs seulement 3 Rampholyphiops spp. €l aux aulres Serpents
comprennent: le grand allongement de Ia piéce intermédiaire, le prolongement vers I"avant de la gaine fibreuse jusqu’au
niveau du cou, la présence d'un “cylindre du cou” distinct, la forme extirémement allongée de la mitochondne ot la prdsence
d'une membrane plasmique 4 plusicurs couches dans la pigce intermédidire. Ces interprétations cladistiques sowtiennent le
placement actuellement admis des Typhlopidac dans les Squamata, et spécifiquement dans les Sempentes. Quelques
caractéres trés originaux du spermatoroide de Ramphoryphlops sont idemifi€s, domt le plus frappant est la longueur

extréme ¢l la disposition régulittement zigeaguante des mitochondnes.

Despite the pioneering efforts of FURIERI [6] to promote interest in the ultrastructure of
reptilian spermatozoa, many significant gaps in taxonomic coverage still mar our understanding of
spermatozoal structure and evolution in this large and important group of vertebrates. Thas is
particularly marked within the taxonomically diverse Order Squamata (collectively, the lizards and
snakes), for which information is available for less than one third of the extant families,

In this paper we repon the first observations on spermatozoa from members of the Family
Typhlopidae, a group commonly known as blindsnakes. These highly specialized, fossorial
snakes are represented on all continents, with major radiations in Australia, Africa and Central
America. Together with members of at least two other families, Leptotyphlopidae and
Anomelepidae, blindsnakes are generally included in the higher taxon Scolecophidia, as one of the
two major groups of living snakes [4, 13]. However, some authors have suggested a possible
closer relationship with certain groups of lizards, thereby challenging the monophyly of both
scolecophidia and Serpentes [9, 14]. Even more remarkably, one worker has questioned the
]Jl.H.L"I:[]TI%'lIi of Typhlopidae within Squamata, based on peculiar features of the male reproductive
tract [17].

Matenial examined n this study comes from three species of the Australasian blindsnake
genus Ramphotyphlops, which includes approximately 50 species spread between Malaysia and
southeastern Australia, This study forms one part of a wider comparative survey of spermatozoal
morphology among Australian and Indonesian squamates, from which we hope not only to fill
many of the major gaps in taxonomic coverage, but also to further knowledge of squamate
phylogeny and classification.

MATERIAL AND METHODS

spermatozoal samples were collected from three Ramphatyphlops species. The associated voucher specimens are
lodged in the collection of the Western Australian Museum as follows: Ramphoryphlops wainii 114891 Waggrakine Pass,
W. A. and 119239 Walyunga National Park, W. A B, endorerus 115000 38 km ENE Laverton; R. australis 115125 11
km ESE North Dandalup. Samples from all three species were processed for TEM and for R. warni also for SEM.

Animals were cuthanased with sodium pentabarbitol (Nembutal), Immediately following death, samples of testis
and epididymides were removed, cul into small pieces and fixed for 30-60 minutes in Kamovsky's fixative with picric acid
added. They were washed and stored in (L1 M cacodylate buffer pending further treatment.

Samples for TEM were postfixed in 1% osmium tetroxide in cacodylate buffer, stained en bloc in 4% alcoholic
uramium acetate, dehydrated in abeohal and acetone, and embedded in SPURE resin. Scctions were siained in 4% aleoholic
uranium scelate and lesd citrate, and examined using a JEOL 100 TEM.

For SEM a drop of sperm released from the tissue was placed on a cover slip coated with platinum and then with
poly-L-lysine. Samples were postfixed in osmium tetroxide in cacodylate buffer, dehydrated. critical point dried in CO2
and examined using field emission, high resolution JEOL JSM-6000, a1 the accelerating voltage of 3 kV,

Measurements, which are of B wainf, were taken from micrographs and using the 40007 and 100/1.3 objective
lenses of & Leintz Diaplan microscope with a video camera aitached and connected to a MD30 Automated Image Analysis
System (Leading Edge. Australia). However, owing to the cxireme length of the spermatozoon and the difficulty of
dastinguishing the midpiece and principal piece junction in whole-sperm light microscopy, the measurements given in
this paper should be regarded as approximarte only.
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OBSERVATIONS

The mature spermatozoon in all three species is clearly very elongate, with lengths up to
179 pm recorded for R. waitii under the image analyser.

Head

The sperm head is elongate and essentially eylindrical in form, but with a slight flexion just
behind the base of the acrosomal cap. Measurements taken from micrographs indicate a total head
length of 15 pm and a basal diameter of 0.6 pm. The nucleus consists of a basal cylindrical
portion measuring 10 um in length, and a tapered apical portion which projects 2.1 pm into the
acrosomal cap (Fig. la). A distingt “nuclear shoulder” marks the transition from basal to apical
regions (Fig. 1a, h). The nuclear fossa is broad and relatively shallow except in the very centre
above the basal plate where it is more deeply excavated (Fig. 2c). The nucleus is evenly electron-
dense and is not penetrated by an endonuclear canal.

The acrosomal complex forms a complete cap which sits atop the tapered portion of the
nucleus (Fig. la); it measures 3.8-4.0 pm from nuclear shoulder to acrosomal tip. In commeon
with other reptiles, the acrosome consists of three main components: an inner subacrosomal cone;
an outer acrosomal sleeve; and a central, rod-like perforatorium (Fig. 1a). The perforatorium
projects from the tip of the subacrosomal cone as a slender transversely striated rod (Fig. 1a, f-g).
In R. wairii it measures | pm. As shown by comparison of Figs 1f and 1g the perforatorium
varies in length between the species, being a much longer structure in R. wairif than in R,
endoterus. Basally it is embedded within the subacrosomal cone (Fig. lc, f-g). A narrow
electron-lucent zone surrounds much of the striated perforatorium. In B. wairii and R. ausiralis
this vacuity is irregularly subdivided by a series of vertical folds which arise from the inner
surface of the acrosomal sleeve (Fig. la, f). In R. endoterus the acrosomal vacuity is more
prominent and is regularly partitioned by four vertical “vanes™ of the acrosomal sleeve (Fig. 1b,
g). The subacrosomal cone has a paracrystalline structure (Fig. 1a, e, g). It is surrounded by the
acrosomal sleeve which is complex in form. Basally, where the sleeve overlies the subacrosomal
cone, it consists of a single amorphous laver (Fig. 1a, d-¢). Proximally, it 15 composed of two
distinct units separated by a narrow, electron-dense band (Fig. 1a-b, f-g). A well-defined “trigger
area” [5] covers the proximal tip of the sperm head (Fig. la, f-g).

The plasma membrane covenng the acrosomal portion of the sperm head appears as a rather
heavy and relatively “loose™ membrane over most of the acrosome but it is attached to the nuclear
membrane proximally around the margin of the “trigger area™ and basally at the “post-acrosomal
ring”, an annulus-like structure which rests upon the nuclear shoulder (Fig. 1a, h). In common
with various other groups of snakes and lizards [1, 7, 15], the plasma membrane of the sperm
ﬂi‘:ﬂd iﬂt::jurr:}un{ll:d by a pallisade of closely-applied, longitudinally aligned microtubules (Fig. la,

-&, g£-h).

Neck region

The neck region in Ramphoryphlops is exceptionally eomplex, comprising both proximal
and distal centrioles; a basal plate which lines the nuclear fossa; a series of longitudinal columns
which extend anteriorly from the dense outer fibres {peripheral fibres) of the midpiece; an electron
dense body (referred to here as the “capitulum™ in view of its similarity to the structure of that
name in mammalian spermatozoa) which conforms to the shape of the basal plate anteriorly,
surrounds the proximal centriole and joins to the longitudinal columns: and a “neck cylinder”
which encloses the remaining neck elements and extends distally to surround the anterior
extremity of the fibrous sheath.

The short proximal centriole (Fig. 2b, j) is set at an angle of approximately 80 degrees 1o the
distal centriole and axoneme. It conforms to the usual pattern of nine sets of penipheral triplets and
no central tubules. The central space is penetrated by a body of diffuse, electron dense material
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representing a “centriolar pedicle” of the neck cylinder (Fig. 2b). This unusual structure i5
prominent in R. endoterus, in which the neck cylinder and its various processes are relatively
electron dense (Fig. 2c, f-g). In contrast the neck cylinder in R. waini and R. ausiralis appears
relatively electron lucent and granular (Fig. 2a-b, d-¢). The proximal centriole as a whole is
embedded within an irregular-shaped, electron dense body (the “capitulum™) which closely
parallels the form of the nuclear fossa (Fig. 2a-c, i). This structure forms the “ball” of a mortise
and tenon joint between the sperm head and flagellum, and is therefore at least analogous with the
capitulum that forms the anterior region of the “connecting piece” of mammalian sperm.

The basal plate forms the functional interface between the nuclear and flagellar portions of
the spermatozoon. It appears to be of composite origin, including both nuclear membranes and
membranes which envelope the midpiece and neck structures (Fig. 2 a-c). The space between the
basal plate and the capitulum is occupied by an unbounded body of granular material, with a
suggestion of radial structure in some micrographs (Fig. 2 a-b). .

The distal centriole extends posteriorly from the proximal centriole (but parallel to the long
axis of the flagellum) to approximately the region of the flagellum marked by the anterior
extremity of the fibrous sheath (Fig. 2a, ¢, d-f), where it meets the axoneme. It possesses the
usual peripheral triplets as well as a pair of central singlets (Fig. 2d). The dense outer fibres
associated with each of the nine axonemal doublets continue forward into the neck where they
meet the longitudinal columns. These nine columns diverge progressively from the centriolar
triplets as they extend in the direction of the sperm head and at their anterior extremity they join
the capitulum, forming a support for the proximal centriole and capitulum (Fig. 2a, ¢, h-j).
Transverse sections through the distal centriole show a supernumerary dense column lying
between one of the pair of central singlets and one of the centriolar triplets which, on the basis of
presently incomplete information, is judged to be triplet 3 (Fig. 2 d-f). One of the longitudinal
columns is very poorly developed relative to the others and generally is found close to its adjacent

FiG. 1. — a: Longitudinal section through the acrosomal region of the nuclews in a Ramphotyphiops wairii
spermatozoon. The amow head marks the attachment of the plasma membrane and nuclear membranes M the trigger
arca and the post-acrosomal ring marks the basal attachment, The numbered lines indicate the approximate
position of the transverse sections in Fig. Ib-c. b: Transverse section through the head of a R. endoterus
spermatozoon in the position marked 1=1 in Fig. la. Note the regular arrangement of the vertical folds in the
scrosomal vacuity. ¢ Transverse section through the head of a B erdoterus spermatozoon in the position marked
2-2 in Fig. la. A very slight vasiastion in the appearance of the centre of the subacrosomal cone marks the basal
portion of the perforstorium. d: Transverse section through the bead of a B waiidf spermatoeoon in the pasition
marked 3-3 in Fig. 1a. Note the thin layer of subacrosomal matenal surrounding the nucleus. & Transverse seclion
through the bead of a B waiti spermatozoon in the position marked 44 in Fig. la. The paracrystalline structure
of the subacrosomal cone 15 very evidenl. It Longnudinal section through the anterior region of the acrosome in a
R. wainii spermatozoon. Compare the length of the perforatorium with that of R, endorerus in Fig. 1g printed at
approximately the same magnification. g: Transverse section through the antemor region of the acrosome in a K.
erdaterus spermatozoon. Mobe that the vertical folds enclosed within the actoaomal 'l.'ﬂl!l.lil_'r ane more pmmimm
and regular than in & waitii. h: Longitudinal section through the head of a K. wainii spermatozoon in the region of
the post-acrosomal rng. a-h, scale bar = 0.1 pm.

Abbreviations for all figares: a. scrosomal sheeve; an, annulus; b, basal plate; be, basal portion of perforstoniem embsedded
in the subacrosomal cone; ¢, subacrosomal come; ca, capitulum; cy, neck cyhinder; d, distal cemriole; df, densc
owter fikres; e, eleciron dense band separating inner and outer layers of acrosomal sleeve; £, fibrous sheath; g,
grarular material surrounding fibroas sheath: i, iMermitochondrial plagee; le, longitudinal columns of the neck: m.
mitechendria; n. nucleus: ns, noclear shoulder; p. strated rod of the performorum: pd, cemriolar pedicle: pm,
piail:'ﬂ'.'l membrane; px, proximal cemnole; r, post=acrosomal nng; s, supernumerary longiuding] column; 1,
trigger ares;, tr, centnolar trplets; tw, palisade of longitudinally orientnted microtubules surroonding the
spermatozoon; v, vertical Ffolds within acrosomal vacuaily: X, axoneme.
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triplet (Fig. 2 d-e). The spatial relationship between this column and the supemumerary column 15
constant in the various transverse sections (Fig. 2 d-e) and, again on the basis of as yel
incomplete information, this poorly developed column appears to be adjacent to triplet number 9,

The fibrous sheath, normally confined to the principal piece in tetrapod sperm, extends in
Ramphotyphlops all the way forward to the level of the axoneme-distal centriole junction. In
longitudinal sections the columns are seen to diverge radially from this point moving antenorly

Fig. 2a, ¢, h-i). _ _
e It is not clear precisely where the columns join the dense outer fibres. In a region which
must be just anterior (o the commencement of the fibrous sheath (since the sheath is absent but the
columns/fibres are not radially displaced from the axoneme doublets) the supernumerary fibre is
still seen between the central pair and outer doublet 3 (7). Dense outer fibres 3 and 8 are
particularly prominent and the fibres associated with all the doublets appear not only adjacent to
the outer periphery of the cirele of doublets, but also extend inwards, between and partially
enclosing each doublet (Fig. 2f).

The neck eylinder in R. waitii and R. australis consists of a diffuse and somewhat uneven
aggregation of granular material, bounded by a narrow membrane. Anteriorly, it surrounds the
capitulum and the centriolar complex, contacting the nucleus around the penphery of the nuclear
fossa, where it appears to be continuous with the basal plate (Fig. 2 a-b). Posteriorly. it extends
well beyond the point of the distal centriole—axoneme union to enclose the anterior portion of the
fibrous sheath (Fig. 2 a). In K. endorerus the neck cylinder is a more solid structure, being
equivalent in electron density to the “capitulum™ and the dense outer fibres (Fig. 2 ¢). However,
its basic form and relations are identical o those described for R. waiii,

Midpiece
The midpiece is extremely clongate, with one complete section measured from a micrograph

reaching 108 pm. Typical cross-sections are circular in shape, have a diameter of 0.5 pm and
show nine mitochondrial sections; eight of which are round and one very elongate (Fig. 3 c).

Fi. 2. — a3 Longiudinal section through the neck and antenor midpiece of a Ramphonyphlops wallll Spermatozoon.
The longitudingl columns diverge as they extend from the anteriormost portion of the fibrous sheath 1o the
capitulum, which surrounds the proximal centriole. The numbered lines indicate the approximate position of the
tramswerse sections in Fig. 2 d-c. b: Obliges longitudinal sectien through the mueclear fossa of a B wainii
spermatozoon, Mote the radial striations in the grasular matenial (arrowed) separating the basal plate and the
capiiulum and the centnolar pedicle of the neck cylinder. ¢ I,-u-rl.sila.l;_linal seChon lhr-mlﬁh the neck amd amlervor
midpiece of a R, erdoterns spermalozoon. The numbered lines indicate the approximate positions of the transverse
sections in Fig. 2 f-g. d: Transwverse section through the distal centrale of a & waitin spermatozoon in the
approximale region marked 1-1 in Fig. 2a. Mole the multiple plasma membranes, the poorly developed
longitudinal codumn (arrowed), the supemumerary column, and the central pair surrounded by the centrolar triphets.
e: Transverse section through the distal centriole of a R, waini spermatozoon in the approximate region marked
2-2 i Fig. 2a. Node that the lengitedinal columns are ned as exdially divesgent as in Fig. 2d. The poorly developed
column is amrowed. [ Transverse section through the neck region of a R, endoferus spermadozoon in the
approximate region marked 1-1 in Fig. 2c. Note the difference in electron density of the neck cylinder compared
with that in K, waini (Fig. 2e). Note that the fibres extend between the doublets. Fibres 3 (labelled) and 8 are
considerably larger tham the rest but all 9 fibres are well developed. g: Transverse section through the neck region
of a R. endelerus spermatosoon in the approximate region marked 2=2 in Fig. 2c. Note the supemumerary column
is mo longer visible and dense outer fibre (37) (marked) is pamiculalry large. h: SEM view of the neck and anterior
midpiece of a & wairii spermatozoon. The plasma membrane and neck cylinder have been lost 1o reveal the
underlying structures. it SEM view of the neck of a R. wainii spermatozoon. The head and fMagellum are separated
to reveal the capitulum suppored by the longitudinal columns, There appears 10 be a junction (arrowed) just
anterion 1o the start of the fibrous sheath. which may be the junction between the longitudinal columns and the
dense outer fibres. j: SEM view of the nucleus-neck junction in a & wailii spermatozoon. The plasma membrane
and neck cylinder have been lost 1o reveal the proximal centriole. a-j, scale bar = 0.1 pm.
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Fig. 3. — a: Gr..].,l,iﬂg [ﬂ-ﬂgimﬂ.inal section of the midpir:-m of & R‘.;J.l.u_,l:u'm;_l.'pl’lh:-p.ﬁ wallif spermanoeoon to show the ordened
and wausual arcangement of the miochonadria, Note the muliple plasma membranes. b: Grazing longitiedinal
section of the Nibrous sheath in the principal piece of a &, waikf spermaloeoon. Mofe the single pl.amm membrane
and ke granular material surrounding the Obrous sheath. &2 Three ransverse sections of B waili Spermulozon Lo
show the midmece (labelled 1), the prancipal plece (2) amd the endpiece (30, Note that in the midpicee the dense
oer hibres 3 {numbered ) ond 8 are considerable Ier:r than the others amd are associated with the ianer layer of the
fibrous sheath, and that the fibres are absent in the principal piece section. Note also the multiple plasma
mvembrane layvers in the midpiece and the sangle kayer in the prncipal and end pieces. d: Longitudinal section of
part of the midpiece of a & endoterns spermatoeeon (o show the inlermitochondrial plague. e Longiiudinal
section of part of the midpiece of a R, ausrealis spermatozoon to show the poorly developed inlermitochondrial
plague. I Longitudinal sectbon of the annulos region of a K. endorerus spermatozoon. Mote the muliiple plasma
mezmbranes in the midprece and single in the principal piece and the granular material in the prncipal prece. a-f,
sciale bar = 0.2 jpm

Anteriorly. the mitochondrial sheath commences at the posterior extremity of the neck cylinder.
As shown in Figs 2 a, 2 ¢ and 2 h, it surrounds the fibrous sheath, which extends further
anteriorly than the mitochondria.

Sections derived from anterior portions of the midpiece show 9 dense outer fibres, each
closely applied to a peripheral axonemal doublet. As is common among non-mammalian amniote
spermatozoa, fibres 3 and 8 are much larger than the others and make contact with the encircling
fibrous sheath (Fig. 3 ¢). More distal sections show a progressive reduction, eventually leaving
only fibres 3 and 8 as longitudinal “ribs™ of the fibrous sheath.

Canroer - WY Pans



ADYANCES IN SPERMATOZOAL PHYLOGENY AND TAXONOMY 393

The fibrous sheath as revealed in grazing sections has a predominantly transverse
orientation but with irregular bifurcations and anastomoses (Fig. 3 b).

The mitochondria show a uniguely regular and complex arrangement which immediately
distinguishes Ramphoryphlops spermatozoa from those of all other reptiles. As shown clearly in
both grazing TEM sections (Fig. 3 a) and in SEM images (Fig. 2 h), the overall pattern consists
of a series of stacked and alternating chevrons. SEM images of damaged sperm suggest that
individual mitochondria are extremely ¢longate and narrow, with a diameter of around 0.1 pm
and that they spiral helically around the midpiece for one complete revolution before turning
sharply to repeat the pattern but with the opposite helical polarity (1.¢. if clockwise, then
anticlockwise). The exact length attained by any individual mitochondrion, as well as the number
of flexion points per mitochondrion are presently unknown. Order 15 apparently maintained in this
potential chaos by a very precise alignment of the points of flexion around a common
circumferential point, thereby maintaining the pattern of regular, aliernating chevrons. In some
grazing sections of the midpiece the mitochondria show a more chaotic, intertwining and
overlapping arrangement. It is not clear at this stage whether these sections are artefactual,
resulting from cut spermatozoa, or whether they are a natural variant, possibly associated with
posterior sections of the midpiece.

Transverse and longitudinal setions consistently show a broad translucent zone between the
mitochondria and the underlying fibrous sheath (Fig. 3¢, f). This apparent lack of contact between
the two flagellar sheaths is surprising in view of the regular alignment of the mitochondria.
Internally, the mitochondria usually show a single, circular crista enclosing granular material of
variable density (Figs 2 a, 3 d).

Most transverse and longitudinal sections through the midpiece show that it is surrounded
by multiple plasma membranes (generally between five and seven). The longitudinally orientated
microtubules which so conspicuously surround the spermatozoal head are also evident in most
sections of the midpiece (Fig. 3 a, c).

Intermitochondrial “rings” or “plaques” are clearly present in R. endorerus, where blocks of
electron dense material are commonly observed in both tranverse and longitudinal sections,
interspersed among otherwise typical mitochondria (Fig. 3 d). Available material suggests that
both complete rings and discrete blocks are represented. Less compelling evidence for the
presence of intermitochondrial rings is available for R. australis and R. waitii. In cach species just
one longitudinal section has shown apparently discrete, membrane-bound plaques of granular
material interposed between typical mitochondria (Fig. 3 ¢). Notably, although the plaques are
very definite structures in R. endoferus, they are nol numerous in comparison (o the patiern seen
in sperm of many other reptile species [6].

Principal piece

The boundary between mid-piece and principal piece is marked by a small but distinct
annulus. There is only a minor decrease in flagellar diameter between the midpiece and principal
piece (Fig. 3f). The lack of abrupt narrowing of the flagellum posterior to the mitochondrial
sheath is due to the presence of a diffuse granular material both external to, and intercalated
between, the elements of the fibrous sheath of the principal piece (Fig. 3 f). Further posteriorly,
this granular layer is absent, and the principal piece is correspondingly smaller in diameter.

The longnudinal fibres associated with the fibrous sheath, adjacent to axoneme doublets 3
and 8, extend an unknown distance into the principal piece. The absence of these fibres from most
transverse sections of the principal piece (Fig. 3 ) suggests that they must terminate fairly close
to the annulus,

A single plasma membrane is present throughout the length of the principal piece, as are the
associated microtubules (Fig. 3 ¢). In sections of R. endorerus the multilayered membranes of the
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midpiece are clearly seen lo terminate at the annulus, posterior to which a single, heavier
membrane is present (Fig. 31). : .

The length of the principal piece could not be measured from available material. However, it
must be at least 55 wm in K. waitii, based on lengths of incomplete spermatozoa and of the other
MaAjor components.

Erdpiece

Fig. 3 ¢ indicates that the axoneme extends posteriorly beyond the termination of the
fibrous sheath where, surrounded simply by the plasma membrane, it forms the endpiece. It s
notable that the palisade of microtubules extends to the endpiece.

DISCUSSION

As noted in the Introduction, the phylogenetic affinities of Typhlopidae are poorly
- understood, with some uncertainty over both their current association with other snakes in the
taxon Serpentes [9. 14], and even their current inclusion within Squamata [17]. Recent cladistic
analyses of spermatozoal evolution among higher vertebrates [8, 10, 11] provide a useful
framework against which to assess the broad scale phylogenetic affinities of the Typhlopidae,
based on a previously unexamined aspect of their morphology.

Compared with the various major groups of living amniotes (turtles, crocodiles, birds,
tuatara, mammals, squamates) spermatozoa of Ramphorvphlops species are, overall, most similar
to those of other squamates as described by FURIERI [6] and more recent workers [11, 12, 15].

Some of the features shared by Ramphoiyphlops spp. (e.g. the presence of an elongate and
relatively straight sperm head) are undoubtedly plesiomorphic for amniotes as a whole. However,
other features appear to represent dernived or apomorphic characters of possible phylogenetic
significance. These apomorphic, squamatan characteristics include: the paracrystalline nature of
the subacrosomal cone; the absence of an endonuclear canal; the presence of electron dense
intermitochondnal “rings™ or “plagues™; the extension of the fibrous sheath into the midpiece ([8,
10], see also JAMIESON, Squamates, this volume): and reduction or loss of the annulus. The
occurrence of these features in the spermatozoon of Ramphotyphlops species provides strong
independent confirmation that Typhlopidae are correctly placed within Squamata.

Analysis of phylogenetic relationships within Squamata based on spermatozoal characters is
hindered by the many gaps in current taxonomic coverage. Among the snakes for example,
comparable observations are available only for representatives of three other families, Colubridae
[1. 6, 7, 16, 18, 19], Viperidae [6] and Boidae [2.7]. and no data are available for more than a
dozen other families. Similarly, little or no information is available for many imponant groups of
lizards, including some which have been putatively implicated in the evolution of snakes (e.g.
varanoids [ 14], dibamids [4]).

Among the various squamate groups for which spermatozoal data are available,
Ramphotyphlops spermatozoa appear particularly close to those of snakes. In all, five features
appear to be uniquely shared among the various families of snakes, namely: (1) the extreme
forward prolongation of the fibrous sheath to the level of the neck; (2) the presence of a distinct
neck cylinder; (3) the multi-layered nature of the midpiece plasma membrane; (4) the extremely
elongate nature of the individual mitochondria; and (5) the extreme elongation of the midpiece.
Each of these features appears to represent a derived or apomorphic character relative to a basal
squamate condition [8, 10] and they thus collectively support the current placement of
Typhlopidae within Serpentes.

~ Ramphotyphiops spermatozoa differ from those of other snakes in the arrangement of
mitochondria in the midpiece. For other species of snakes, the mitochondria are variably
described as “very slender and rather convoluted” [6] and as “highly contorted and variable in
their orientation ... (but with) .. a predominant direction .. in a loose spiral around the flagellum”
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[7]. These observations are confirmed by our own unpublished findings for various species of
boids, elapids and a viperid. Clearly they are in striking contrast with the highly regular
arrangement described for Ramphotyphlops. Nevertheless, JAMIESON [Squamates, this volume]
has identified zigzagged mitochondria as a characteristics of snakes, also seen in pygopodids.

The mitochondria of lizards and other groups of reptiles (turtles, crocodiles, tuatara elc.) are
even less similar to those of Ramphoryphlops. In these groups, typically the mitochondria are
small, rounded or brick-shaped bodies, arranged either in regular rows intercalated between
complete intermitochondrial rings, or, in irregular fashion with scattered intermitochondrial bodies
[6, 11, 12, 15]. Exactly how the mitochondria in Ramphetyphlops come 1o be 50 elongate and
furthermore, how they come to be deployed in such a precise and unusual manner, are clearly
issues of general interest which should be further investigated through examination of the
SpErmiogenctic process.

Another difference between spermatozoa of Ramphotyphlops and those of other snakes
concerns the granular layer external to the principal piece fibrous sheath. This matenal appears to
be absent from the spermatozoa of both boeid and colubroid snakes, among which the flagellum
shows a more pronounced narrowing at the annulus. Among other squamates, a granular layer is
present in the principal piece of at least some skinks [11, 12] and varanids [unpublished data].
Hence this may represent a plesiomorphic feature within Squamata.

Significant differences in spermatozoal structure were observed between each of the three
species of Ramphotyphlops examined in this study. Of these, the most striking differences
concern the presence and electron density of the intermitochondrial bodies of the midpieces:
conspicuous, but relatively few, electron dense bodies in the midpiece in R. emdoterns and
granular structures of low electron density in R. waitii and R, awstralis. These appear to be even
less common in the midpiece than they are in R. endoterus. Interestingly, these differences in the
relative electron density correlate with that observed in the neck cylinder; dense in R. endorerus
and of low electron density in the other species. The possibility that these characieristics are
related is further strengthened by HAMILTON & FAWCETT's [7] finding that the neck eylinder and
the intermitochondrial plagues both arise from a common body of granular material which lies in
close topographical relationship to the ends of mitochondria as they assemble around the distal
centriole and base of the axoneme during late spermiogenesis. However, because this observation
is at odds with recent claims that derive the intermitochondrial bodies directly from mitochondria
[3, 8], we defer any further speculation pending analysis of spermiogenesis in Ramphotyphlops.
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