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The nucleic acid content of nerve cells, its changes, and the closely relat-
ed protein synthesis serving as a basis in cell function and regeneration have
been subjected to detailed investigations (Hyden 1947, 1960, 1962, Brodsky
1966). Histological and histochemical examinations presented data first of all
on the role of the nucleus and nucleolus, on the ratio of the dimensions among
various parts of the cell, further on, the character and the time-sequence of
alterations taking place in course of function (Vogt and Vogt 1946, E dstrom
and Eichner 1958, Hyden 1959, Pevzner 1964).

Attention was called to the special reaction of neurocytes by Conen
and Jacklet (1965) in course of their studies on the protein synthesis of the
nerve cells in Periplaneta americana. They found that in case of axon-damages
an RNA ring appeared in perinuclear localization in the regenerating nerve
cell within 12 hours, and it became most marked on the 3—4th day. This
phenomenon seems suitable to identify the cell body of the damaged fiber.

The nerves of the mussels are built up of unmyelinated fibers. Due to
this the usual myelin-degeneration methods cannot be adopted to identify the
nervous paths belonging to the single cell groups. The retrograde sign of
regeneration, however, in case it does appear same as in the insects, might
be of some help in localizing the neurocytes of axons passing in the different
nerves.

The objective of the study presented here is primarily to elucidate the
conditions related to the content and accumulation of nucleic acid in the nerve
cells, because in connection with this we have no knowledge of systematic
studies performed on Pelecypoda. Further, we wanted to establish, in general,
whether the perinuclear RNA ring described above in Periplaneta, or some
o;[ch%r signs of regeneration appear In the nervous system following intersection
of the axons.

Material and method

The experiments were conducted on the cerebral, visceral and pedal
ganglia of 14—16 cm long specimens of Anodonta cygnea L. Following excision
from the animals the ganglia were fixed in Zenker solution for 3 hours.
Oriented embedding of the various ganglia and attached small portion of
tissue into celloidine-paraffine followed, and 8 u sections were prepared.
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Staining was made with methyl green-pyroniney (Kurnick 1955) and mala-
chite green-pyronine y (PMaG) (Baker and Wittiams 1965). Ribonuclease
digestion (Pearse 1961) was made to examine the RNA specificity of pyronine-
staining.

Staining with the methyl green-pyronine y mixture proposed by Kt
nick (1955) proved too pale, and, therefore, the stains were used differently
from the original description, in the following ratio:

2 per cent pyronine y (GT, Gurr, England) 15.0 ml
2 per cent methyl green (NAD) 5.0 ml
Distilled water 20.0 ml

The PMaG staining method was applied with good result also without
modification. This method was adopted later in the course of examinations,
because the malachite green mixture can be preserved for a longer period with-
out buffering.

The cleaning of the diluted solutions of the stains with CHC13was made
until no further changes were observable in the colour of the extracting chloro-
form. Evaporation of the purified stains followed and solutions of suitable
concentrations were prepared again.

Stained sections were dehydrated with isobutyl alcohol, because, as
observed, pyronine was more intensively dissolved by wu-butyl alcohol than
it was desired.

In digestion studies ribonuclease prepared of ox pancreas according to
the method of Brachet was used (Gomori 1953).

In the course of light microscope evaluation of the sections comparative
computations were made on basis of measurements with ocular-micrometer
concerning the sizes of nuclei and nucleoli in cells that stained intensively or
less intesively with pyronine.

Measurements on the length and width of nerve cells were made and on
their basis cells of nearly equal sizes were selected. The cubic content of nuclei
was calculated on basis of length and width measurements. In case the ratio
of longitudinal and cross diameters of the nuclei was 1 : 1.2 the Fischer-Inke
equation was used

V=—(B) 3

(L = longer diameter, B = shorter diameter).
In case of nuclei that are more divergent from spherical shape compu-
tation was made according to Puee’s equation (Palkovits 1962);

3L

(F = surface, L = longer diameter.) Limit of error about 3 per cent.

In one group of molluscs the right side nervus pallialis posterior maior,
in another groups the right branch of the cerebrovisceral connective (CVc)
was intersected. Following operation the animals were slaughtered daily in
10—14 subsequent days and their cerebral, visceral and pedal gangba were
stained with PMaG and examined.
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Results

All three pairs of ganglia of the central nervous system of A. cygnea
exhibited a similar picture following staining with PMaG. The protrusions of
the nerve and glia cells stained well with malachite green, whereas the cyto-
plasm, nucleus and the nuclei of the glia cells stained more palish. The nucleo-
lus stained deeper with pyronine y, and the cytoplasm in the majority of
the nerve cells and glia cells stained lighter with pyronine y.

The cytoplasm of some nerve cells in the cerebral and pedal ganglia
stained intensively with pyronine y which was localized to a rough granular
substance. Cells like these will be referred to later on as “pyroninophilous”
cells. The whole cell volume is filled, in general, with these bright red granules
(Fig. 1). The nuclei of the pyroninophilous cells are small in comparison to

Fig. 1. “Pyroninophilous nerve cell” in the cerebral ganglion X 960
1. &bra. ,,Pyroninofil idegsejt” a ggl cerebraleban (960 X)

those of other cells, and their shape is longitudinal. The nucleus is, in general,
of central localization, but may also rather frequently be observable near the
boundary of the cell. In most nuclei invaginations were observable.
The nucleolus that stains with malachite green is extraordinarily small as com-
pared to those of non-pyroninophilous cells and are, on occasion, scarcely vis-
ible even under immersion lens. The differences in volume between the nuclei
of pyroninophilous nerve cells and of those of nerve cells of same dimension
and staining normally are presented in Table 1.

The data show that the volume of the nuclei in pyroninophilous nerve
cells are one third of that of the nuclei in nerve cells of similar size and staining
less intensively with pyronine y.

Pyroninophilous nerve cells were observable chiefly in the cerebral and
pedal ganglia. They numbered one or two in the sections but very often occur-
red only in the 4—b5th subsequent sections each.

Nerve cells in which not the whole cytoplasm but only one or two bound-
ed sections stain intensively with pyronine y are more seldom found. The area
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Table 1
Volume of nuclei in pyroninophilous nerve cells and in normally stained ones
Pyroninofil és nem pyroninofil sejtek magvainak kdbtartalma

Number Size of nerve cells (ju) Volume of
of cells ('|§(
length width nucteus. (X

40 283+ 38 210+x28 144+ 48
Non-pyroninophilous nerve cell............. 40 282+ 41 210+20 560 74

that stains intensively with pyronine y is most often localized near the origin
of the axon or in the immediate neighbourhood of the nucleus. In case of par-
tial pyroninophilia the nucleus is often of excentric localization. Nerve cells
like these differ from the pyroninophilous cells in that their nuclei are, in gen-
eral, round, their size is equal to that of nuclei in non-pyroninophilous cells
and invaginations are not observable in them. Their nucleoli, same as those of
non-pyroninophilous cells, are of 1—3 /i diameter, and stain intensively with
pyronine y. These cells conform, however, to pyroninophilous cells in that the
pyroninophilous area or areas are granular. The majority of such cells occurs,
too, in the pedal and cerebral ganglia, and are to be found only seldom in the
visceral ganglia.

The PMaG staining method is widely used for demonstrating RNA, but
the specificity of pyroninophilia has to be established with other methods.
The most suitable procedure serving this purpose is the digestion with ribo-
nuclease. As we have no knowledge of similar studies performed on the nervous
system of freshwater mussel, it was necessary to examine the relationship
between pyroninophiliaand RNA. For this purpose every second section of the
series made of the same ganglion was incubated in ribonuclease and was stained
with PMaG parallel with non-incubated sections. On basis of data obtained
it was possible to establish the identity of the pyroninophilous substance with
RNA, because the ribonuclease treated cells did not exhibit pyroninophilia.

Following the intersection of the pallial nerve and CVc the histological
picture of the central nervous system is similar, in general, to the above ones,
but besides this, special phenomena were also observable.

The first noteworthy phenomenon was that after 2—3 days following
the intersection of the right n. pallialis or of the CVc a fine granular, homoge-
neously looking, ring-shaped zone staining intensively with pyronine, a so called
“perinuclear ring” appeared around the nucleus of some cells in the visceral
ganglion. This zone is best noticeable onthe 3rd, 4th days, but is still observable
also on the 7th and 8th days (Fig. 2). The perinuclear ring is most marked in
large sized and assumably motor cells. In nerve cells of small sizes the area
that stained intensively with pfyronine and surrounds the nucleus fills nearly
the whole cytoplasm and therefore it is difficult to decide whether it is a peri-
nuclear ring or perhaps the cytoplasm is stained slightly deeper than average.
The nuclei of cells possessing a perinuclear ring are centrally localized. Their
shape is elongated and no invaginations were observable in them. Their nucleo-
li which stain intensively with pyronine y are large (about 3—4 /i diameter).
The cubic content of nuclei of nerve cells with perinuclear ring and of non-



Fig. 2. Cells with perinuclear ring in the cerebral ganglion on the 3rd day following the
intersection of CVc (X 960)

2. abra. Perinuclearis gy(r(s sejtek CVc atmetszése utan a 3. napon fixalt ggl visceraleban

pyroninophil cells were calculated inside the same preparate. The values ob-
tained are presented in Table 2.

According to the estimations the size of nucleoli in cells that possess a
perinuclear ring is about three times as great as that of nucleoli in the control
cells, whereas no difference in the volume of nuclei was observed.

In cerebral and pedal ganglia a typical perinuclear ring was not observ-
able after the intersection of either n. pallialis or of CVc. The number of pyro-
ninophilous perinuclear cells are few in the visceral ganglion, too, and they
are dispersed. They may occur near the origin of chief nerve branches, in the
nucleus posterior and in other areas of the cortex alike.

After digestion with ribonuclease the pyroninophilous perinuclear ring
disappeares which indicates RNA.

The other noteworthy phenomenon observed was that in ganglia fixed
on the 7th day following intersection of either pallial nerve or of CVc the glia
cells stained deeper with pyronine y. The bright red colour of the glia cells
surrounding the large sized nerve cells is most conspicuous (Fig. 3). Granu-
lation is not noticeable under light microscope. Other glia cells are of deep

Table 2
Number Size of nerve cells (jx) Volume of
i)
of cells length width nucleus (jx*)
Nerve cells with perinuclear ring ... 20 334+ 2.6 177+ 2.1 596 + 112

20 31.9 £+ 2.8 18.3 4- 1.9 588 + 77
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Fig. 3. Intensive pyroninophily of lamellar glia on the 7th day following intersection
J Py Pty of the nervegsJ (X 960) y J

3. dbra. Lemezes glia intenziv pyroninofilidja idegatmetszés utani 7. napon (960 X)

red colour and are granulated. In numerous glia cells granules which stained
with malachite green were also observable. Glia cells staining intensively with
pyronine y were observed in every three pair of ganglia.

The third characteristic feature observed was that on the 9th day follow-
ing intersection of CVc glia fibers staining intensively with pyronine appeared
in the visceral ganglion. This was not demonstrable either in cerebral or pedal
ganglia. The majority of these fibres pass in the direction of the intersected
CVc and leaves there the ganglion, and they are to be found at the origin of
every chief nerve branch. Several fibers which stain with pyronine pass to the
nerve cells of the cortex. After a more careful examination of the serial sections,
it appeared, that the nerve cells of the cortex and chiefly those which are
vacuolized are surrounded by the majority of pyroninophilous fibers. In other
instances the pyroninophilous fiber terminates near the nerve cell in little
club-shaped formations.

Parallel with the pyronine staining of the glia morphological alterations
also occur in some nerve cells. On the 6—7th day following the intersection
of pallial nerve one or two vacuoles appear in the cytoplasm of some nerve
cells. The number of nerve cells containing vacuoles increases on the 8th—9th
day and on the 10th day they may even amount to 50% of the total number
of nerve cells. The vacuoles in some cells fill the whole cytoplasm and in such
case the nucleus is shifted to the axon-hill or to the boundary of the cells. After
the intersection of CVc the vacuoles appear sooner and in the glia examined
on the 6th day vacuolized cells were predominating. Signs of desintegration
appeared in about 3% of nerve cells on the 9th—10th day.

The size of the nuclei and nucleoli has changed parallel with the degree
of vacuohzation of nerve cells. At the beginning of vacuolization the nucleus
is somewhat greater than in nerve cells of similar sizes without vacuolization.
The size of nucleoli is above average and the nucleoli stain intensively with
pyronine. The nuclei of nerve cells which contain large vacuoles are smaller,
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they are elongated, and invaginations were also observable in them. In such
nerve cells the nucleolus is smaller and stains less intensively with pyronine.

The average size of nuclei of vacuolized nerve cells does not differ from
that of nuclei in the control nerve cells. It is to be noted, however, that in the
size of nuclei great differences exist among vacuolized cells. Whereas in in-
tact animals the quadratic deviation of the average volume of the nuclei
(570 M3) was £ 75, the standard deviation of the average volume of nuclei
(530 ixsy of vacuolized cells of similar size was +212.

It is to be noted, finally, that the animals were alive for fourteen days
following intersection of the right nervus pallialis posterior maior, whereas,
after the intersection of the CVc only for maximum 10 days.

Discussion

Digestion studies with ribonuclease show that in that class of Mollusca
which is examined in this study pyronine is specific to RNA and is, therefore,
suitable for investigating the ribonucleic acid content and its alterations in
nerve cells.

The cells of the ganglia of Anodonta contain, similar to other animals,
different quantities of RNA. The cytoplasm and the nucleus of nerve cells
stain, in general, similar to glia cells only weakly, in opposition to the nucleo-
lus which stains mostly intensively. This staining is homogeneous which is
indicative of the presence of finely distributed RNA. On another occasion,
however, some regions of the cytoplasm and often the whole cytoplasm itself
is extraordinarily rich in RNA which is present in the form of rough granules.
Cells not containing RNA granules, and the partially or completely pyroni-
nophilous cells are most obviously not characteristic of the type of the cells,
but as it is known from literature (Hyden 1960, Brodsky 1966), of the rate
of protein synthesis and might be related to the functional condition of cells.
Parallel with changes in the periodic activity of freshwater mussel quanti-
tative changes were demonstrable in the Nissl-substance (Salanki, Zs.-Nagy
and H.-Vas 1965) and in the nucleic acid content (Zs.-Nagy, Brodsky and
Satanki 1966), the differences demonstrated in this study might also be con-
nected with this.

In certain cells following intersection of the nerves the rich RNA con-
tent is different, it is not rough granular, and is localized in fine granular arran-
gement around the nucleus. This pattern might be related to the special con-
dition of the cell, i.e. to regeneration.

It is probable that the rough granular RNA which may be localized in
the cytoplasm of only partially pyroninophilous cells also at a greater distance
from the nucleus is of different origin and is attached to different cell consti-
tuents than the fine granular, perinuclear RNA. In course of examining the
changes in Nissl-substance both excessively granulated and homogeneously
stained nerve cells were observable in the ganglia of Anodonta cygnea (Satanki,
Zs.-Nagy and H. Vas 1965). It is assumed that these two different structures
might be identical to the so-called “compact” and “loose ergastoplasm”
described previously in course of electronmicroscopic studies (De Robertis
1954), and might be explained likewise by the different origin of RNA.

The size of nuclei in pyroninophilous and non-pyroninophilous cells and
in pyroninophilous cells with a perinuclear ring varied considerably. It is
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known that at the beginning of increased synthesis the RNA content of the
cells begins to increase in the nucleolus and that there is a correlation between
nucleolar size and the RNA content of the cell (BERTRAM and BARR 1949,
BrACHET 1955, EpSTROM and EICHNER 1958, STOWELL 1963). According to
biochemical data chiefly transfer-RNA is to be found in the nucleolus (SirRLIN
1961, SirLIN, KaTO and JoNES 1961) and thus the size of the nucleolus is in-
dicative of the degree of protein synthesis. For this reason the difference in
size observed among nucleoli of cells of equal sizes might be taken for the sign
of the intensity of actual RNA and of related protein synthesis, respectively.
The smallest nucleoli were observed in cells in which the cytoplasm was filled
with RNA and it is assumed that in such cells transfer RNA production is
most probably interrupted. In most cells the nucleoli are of medium size and
this might perhaps be indicative of average protein synthesis.

The cells with pyroninophilous ring have extremely large nucleoli which
is indicating very intensive RNA production and protein metabolism. This
latter phenomenon is completely justified if the pyroninophilous ring is con-
sidered the sign of regeneration and also conforms to the data of Voar and
VoaT (1946) who observed in connection with “retrograde degeneration” the
increase of nucleolus and the accumulation of the Nissl-substance.

In pyroninophilous cells not only the nucleolus is small but the nucleus,
too, and on the nucleus invaginations are observable. This observation does
not conform to the general opinion that the size of both nucleus and nucleolus
is directly proportional to the RNA content of the cytoplasm, and can be ex-
plained so that in these cells the RNA-metabolism of both nucleus and nucleo-
lus is restricted considerably due to the escessively great accumulation of nu-
cleic acid and protein.

Cells with perinuclear RNA ring similar to those described by COHEN
and JACKLET (1965) in the nervous system of Periplaneta were demonstrable
in the visceral ganglia following the intersection of the nerves. The nuclei of
these cells do not differ from the average but the size of the nucleoli is 3 times
greater than average. It is undoubted that this might be related to increased
protein synthesis and regeneration, respectively. At the same time two other
phenomena were also observable following the intersection of nerves. On the
7th day the glia nuclei arranged around some nerve cells exhibited an intensive
staining, and on the 9th day the glia protrusions that usually did not stain
with pyronine turned pyroninophilous. It is known, that RNA was demonstra-
ble also in glia cells and that its quantity is dependent on functional effects
(HypEN 1959, PEVZNER 1964). The glia has an important role in the food-
supply of nerve cells and is, perhaps, important also in other respects, there-
fore, this phenomenon might be regarded as a sign of increased functioning.
It cannot be neglected, however, that following the intersection of nerves and
especially a week from intersection vacuolization is observed in some cells as a
sign of degeneration. This cannot be explained by the alterations of the size
of nuclei and nucleoli. Signs of degeneration were observed in other cells too,
and it is not excluded that the pyrorinophilia observed in glia cells, and on the
protrusions might perhaps be related to degeneration and not to regeneration.

In the examinations presented in this paper, cells with perinuclear ring
were observed only in the visceral ganglia following the intersection of either
CVe or of pallial nerve. It is not clear why cells like these do not occur also
in the cerebral ganglion, since the cell body of one part of fibers which pass in
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the C¥Yc are obviously inside the cerebral ganglion. An explanation to this
might perhaps be found in the fact that in the large motor cells the perinuclear
ring is most conspicuous and that the fibers of the motor cells of cerebral
ganglia do not pass towards the visceral ganglion. Only studies in which the
motor nerves will be intersected might give answer to these questions.

Summin? up, it may be said that following axon damages a perinuclear
pyroninophilous ring appears also in certain cells of Mollusca, and it is thought
that this observation might be of use in localization studies. Further investi-
gations are needed to elucidate the origin of pyroninophilia occurring in the
glial cells and on the protrusions and to establish the relationship between
their pyroninophilia and degeneration or regeneration.

It is not unlikely that the alterations observed in the glia are indicating

the interrupted regenerative processes and the beginning of degeneration of
deeply damaged nerve cells.

Summary

Applying malachite green pyronine staining on the ganglia of Anodonta
cygnea the following observations were made:

1. Under normal conditions the cytoplasm of the nerve cells contains
various amounts of RNA. In certain cells the cytoplasm is completely filled
with RNA which is localized on rough granules (“pyroninophilous cells™).

2. Both nuclei and nucleoli of the “pyroninophilous cells” are signifi-
cantly smaller than those of non-pyroninophilous cells of similar size.

3. Following the intersection of nerves a fine granular perinuclear RNA
appears in some cells. The nucleoli of these cells are about 3 times as great as
those of control cells.

4. On the 7th day following nerve damages some groups of cells in the
glia contain numerous RNA and on the 9th day RNA is demonstrable also
in the protrusions of glia. At that time strong vacuolization is observable in
some cells.

The perinuclear RNA ring is a regeneration phenomenon, and might be
useful in localization studies. It is questionable, however, whether the strong
increase of RNA content in the gha and vacuolization are related to regenera-
tion or to degeneration processes of the nerve cells.
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RNS HISZTOKEMIAI VIZSGALATA MOLLUSCA GANGLIONBAN
NORMAL VISZONYOK KOzZOTT ES IDEGKAROSODAS UTAN

Salanki Janos és Cubicza Andras

Osszefoglalas

alalt I(Mar:achitzijld-pyronin festés alkalmazasaval Anodonta cygnea ganglionjaban azt

alaltuk, ho

1. Normal kgbyrulmények kozott az ide%sejtek cytoplazmaja kilénbdz6 menn¥isé ben
tartalmaz RNS-t. Vannak Sejtek, melyek cytoplazmajat durva szemcsekre lokaliza-
l6dva teljesen kitdlti (,,pyroninofil sejtek™).

2. A ,pyroninofil Sejtek” magja és nucleolusa szignifikansan kisebb, mint a hasonl
méretd, nem pyroninofil sejteké.

3. Idegatmetszés utan egyes sejtekben finomszemcsés perinuclearis RNS-gy(ri jelenik
meg. E sejtek nucleolusa hasonld méret(i kontroll sejt nucleolusanal kb. 3X nagyobb.

4. Idegkarosodast koveté 7. napon a glia egyes sejtcsoportjai sok RNS-t tartalmaznak,
a 9. napon RNS glianyulvanyokban is kimutathatd. Ebben az id6ben egyes sejtekben
erds vakuolizacio észlelhetd.

A perinuclearis RNS-gy(r(i regeneréacios jelenség, és lokalizacios vizsgalatokra
alkalmas lehet. Kérdéses, hogy a gliaRNS tartalmanak feltin6 megszaporoddsa és a
vakuolizacié is a regeneracioval vagy pedig egyes sejtek degeneraciojaval fligg-e 6ssze.
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MTMCTOXMNYECKOE MCCNEAOBAHUE PHK B I'AHIMINAX MOJTFOCKOB
MNP HOPMAJIbHbBIX YCNOBUAX W MNOCJIE HAPYLUEHVA HEPBA

Avow Lanadkm n Axgpaw Nyéuua

[pn MPYIMEHEHA MMPOHMHE. Ma/IaXVTOBOI 3eMieHN B raHrmsax 0esyoku Gbino 0bHa-
PY)KEHO, YTO

1L —B HOPMa/IbHbIX YCNIOBUAX UUTOM/1a3Ma HEPBHbLIX KMIETOK COAEPXUT pasHOE KOn-
yectBo PHK. O6Hapy)KI/IBaIOTCFI TakKune KneTku, uutonnasma KOTOpbIX MOHOCTBHO Haro/iIHeHa
rpyobIMM 3epHamMmn  («MMPOHNHOMNBHBIE  KNETKW»),

2. — $1apo 1 AAPbILKO MUPOHUHOMPUABLHBIX KNETOK CUrHU(IMKAHTHO MEHbLLE YeM B
HEI'II/IpOHI/IHOd)VII'IbeIX KneTKax.

3. — Mocne Nnepepeskn Hepsa B ONPEAENIEHHbIX KMETKaxX MOABNAETCA OKO/054EpHOE
KombLo PHK, cocTtosiliee 13 MeNKMX 3epeH. AA4PbLILKO 3TUX KNeTOoK B 3 pasa 60/blLUe, YeM B
HOPMa/IbHbIX KETKaxX. o

4. — Yepes 7 [iHein MoC/e Mepepeskn HepBa B OTZEMbHLIX KIIETKaX M7 O6Hapy» -
BAeTCA BbICOKoe cofiepiaHvie PHK, a yepes 9 [Hel yxke 1 B OTpocTKax rvn. B 3to Bpemd
XapaKTepHa 1 BakyonvsaLys.

KO/1094€PHOE KO/bLO PHK aBnseTtcs pereHepaTtuBHbIM ABEHNEM, N MOXXHO MpUMe-
HATb A1 NOKan3alunin. OcTaHeTCs1 HEBbISICHEHHBIM BOMpPOC O TOM, 4TO Ha6mo,qae|v|oe YyBENn-
yeHne PHK B rnum un Bakyonusauusi pereHepauueid CBs3aHbl M UK SBNSKOTCSA Pe3y/bTaToM
AereHepaunn OTAENbHbIX KNETOK.

6*
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