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STRUCTURAL CHANGES IN INTERCOSTAL
MOTONEURONES FOLLOWING AXOTOMY
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SUMMARY

Motoneurone disease (MND or amyotrophic lateral sclerosis) is a paralysing
disease of unknown cause involving progressive, widespread muscle atrophy due to
degeneration of spinal and other motoneurones and an accompanving loss of Betz
cells in the motor cortex. A current hypothesis attributes the disease to the loss of a
muscle-derived neurotrophic factor acting in concert with the normal age-related
deterioration and loss of motoneurones. The roots of this hypothesis are traced
through research based mainly on the developing neuromuscular system, and n
particular on the age-related processes of natural motoneurone death during
embryogenesis: the neonatal reduction of polyneuronal innervation and the age-
dependent variations in motor nerve terminal sprouting in response to partial
denervation. A consideration of the disease process itself in association with the
review of earlier work provide the background for the present work which re-
examines ultrastructurally the chromatolytic and later responses to axotomy and the
muscle-dependent factors responsible for the reformation of the Niss! bodies.

INTRODUCTION

The study of respiratory movement and of its nervous mechanism is of interest
from many points of view. In the ‘awake’ state the movements are broadly of two
kinds. The most ‘automatic’ ones occur rhythmically, without the need for conscious
intervention and being chemically driven, satisfy the homeostatic need for oxygen
and the elimination of CO;. The least automatic ones generate the pressures which
sustain, for example, straining, bearing down and vocalization so that in the case of
human speech and song these could be regarded as the most voluntary of all human
movements (Sears, 1974).

Automatic respiratory movements are unique in that they persist during sleep,
under anaesthesia and also following decerebration, so permitting a mammalian
motor system to be investigated at the behavioural, cellular and membrane levels of
organization during the course of natural movement. The diaphragm and intercostal
muscles of small mammals have also provided important /n vitro muscle preparations
which have allowed a broad range of questions to be answered which are of interest to
roth basic and clinical neuroscientists. In particular, the study of biopsied human
ntercostal muscle has contributed enormously to our understanding of human
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neuromuscular diseases such as myasthenia gravis, the Eaton Lambert syndrome and
muscular dystrophy. The research on intercostal motoneurones outlined below is
also at the interface between basic and clinical science insofar as it aims to advance
basic knowledge that might bear on the problem of motoneurone disease (MND), a
distressing paralysing disease which has juvenile and adult forms (see Tandan &
Bradley, 1985a,b for a recent review). The key features of MND are distal weakness
and muscle atrophy, an onset in middle age (mean age of onset 66 years) and an
unrelenting course (typically 2 years) with fatal outcome due usually to a severe
impairment of respiratory function (Appel, 1981). The degenerative process is
restricted to two groups of neurones: motoneurones innervating most skeletal
muscles (although some are spared, e.g. occulomotor and certain sacral moto-
neurones) and the large motoneurones (Betz cells) in the motor cortex through which
the voluntary commands for movement are executed. The loss of these ‘upper’
motoneurones and the accompanying degeneration of the laterally situated cortico-
spinal tract explain the alternative name for the disease amyotrophic lateral sclerosis
(ALS) and also account for the hypereflexia and attendant weakness of the upper
motoneurone type. Symptoms and signs may occur first in cranial motoneurones
(pseudobulbar palsy) but it is generally assumed that the unknown etiological
factor(s) is probably the same. Here I shall not consider all of the possible etiological
mechanisms; this has been done comprehensively by Tandan & Bradley (1983b).
Instead, I shall briefly emphasize certain fields of experimental neurobiology the
findings and concepts from which are embodied in the hypothetical etiology of this
disease as proposed by Appel (1981) and further developed by Gurney, Belton,
Cashman & Antel (1984).

NATURAL MOTONEURONE CELL DEATH

The work of Hamburger (see Hamburger, 1977) and more recently Oppenheim
and colleagues (see Oppenheim, 1985) has highlighted the natural process of
neuronal cell death during embryogenesis. At the time of birth the surviving
motoneurones comprise perhaps only 50% of the original population of differen-
tiated motoneurones which, earlier in embryonic life, can be labelled retrogradely
following intramuscular injection of horseradish peroxidase (HRP) (Lance-]Jones,
1982). The number of surviving motoneurones is modifiable, since early removal of
the ‘target’ muscle results in a loss of virtually all the motoneurones destined to
innervate that muscle. Conversely, an experimental reduction in the number of
motoneurones competing for a target (Lance-Jones & Landmesser, 1980) or the
provision of excess target (Hollydav & Hamburger, 1976) results in the ‘rescue’ of
ones destined to die and a corresponding increase in the number of motor nerve
terminals (Strihari & Vrbova, 1980). Blockade of neuromuscular transmission during
the period of normal cell death can also rescue virtually all those motoneurones that
would have died (Pittman & Oppenheim, 1978; see also Oppenheim, 1985). Thes
and related results, lead to the same general conclusion that, for their survival,
embryonic motoneurones normally need a factor(s) that 1s associated in some way
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with muscle innervation. For the rat Harris & NMcCaig (1984) have provided clear
evidence of an inverse relationship between motoneurone death and muscle
innervation, the former being completed at the time the maximum number of nerve
terminals per motoneurone has been achieved. To explain this they advance the
hypothesis that, for their survival, embryonic motoneurones require a trophic
substance released by muscle cells. The amount taken up depends on the number of
nerve terminals possessed by each motoneurone. Muscle contractile activity would
inhibit release of the factor while it would be released in excess in paralysed muscle.
Motoneurones bearing the most terminals would thus have a selective advantage for
survival when competing for a limited amount of the factor. The finding that
electrical stimulation of muscle actually enhances motoneurone death (Oppenheim &
Nunez, 1982) would be explained by this hypothesis by reduced production of
trophic substance by the activated muscle. Harris & McCaig (1984) believe that
intrinsic control mechanisms govern the number of terminals established by
embryonic motoneurones, otherwise muscles would eventually contain a few very
large motor units regardless of their functional role in the animal.

The question of whether the natural death of motoneurones occurs postnatally in
the mammal was originally studied by Romanes (1946) who reported a substantial
loss (20 %) of lumbosacral motoneurones in the first few days postnatally in the
mouse, although a later study using HRP labelling (Lance-Jones, 1982) established
that the number of motoneurones was stable from E18 onwards. Motoneurone
counts based on Nissl-stained material by Nurcombe, McGrath & Bennett (1981)
also revealed a 45 % loss of brachial motoneurones between postnatal days 1 and 6,
but more recent experiments by Oppenheim (1986) led him to conclude that there is
no significant loss of brachial or lumbar motoneurones in the postnatal rat. He
explained his different results as probably being due to differences in the size criteria
for categorizing cells as alpha motoneurones. Furthermore, he attributed the loss of
polyneuronal innervation of muscle, which also mainly occurs postnatally, solely to
the elimination of axons. Similarly, Jeng, Chung & Coggeshall (1986) assign the
postnatal loss of axons in the rat sciatic nerve to the elimination of axon branches
rather than to motoneurone death, as Fladby (1987) has done for the mouse.

MOTONEURONE DEATH STUDIED IN TISSUE CULTURE

The target dependence of embryonic motoneurones for survival is also clearly
demonstrated in tissue culture. Such experiments mostly deal with ‘factors’ which
promote neurite extension, rather than survival per se, but Bennett, Lai &
Nurcombe (1980) were the first clearly to demonstrate in culture that HRP-identified
motoneurones depended on skeletal muscle for their survival, as was also confirmed
by Slack & Pockett (1982) and Tanaka & Obata (1983). An alternative approach has
been to label embryonic motoneurones in situ by the retrograde transport of
.uorochromes (McPheeters & Okun, 1980), prior to cell dissociation, thus enabling
the motoneurones in enriched cultures subsequently to be identified by fluorescence
microscopy in fixed tissue (Smith, Vaca, McManaman & Appel, 1986) or in wvitro
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(Calof & Reichardt, 1984), preferably using an image-intensified video-camera
(Fruns, Krieger & Sears, 1987). Such techniques have yielded clear evidence that the
survival of labelled motoneurones in vitio is greatly enhanced by the presence of
skeletal muscle or muscle-conditioned medium. This occurred whether or not a
fluorescent-activated cell sorter (FACS 1V) had been used, which enabled an
estimated recovery of 21-26 % of the matoneurones in the lateral motor column of
the chick (O’Brien & Fischbach, 1986a). Evidently, uninnervated myotubes can
prevent the major phase of natural cell death from occurring on schedule in vitro.
Interestingly, sorted motoneurones (i.e. identified ones which could be cultured in
the absence of other neurones and of glia) degenerated in the second week in culture,
even when plated on muscle, suggesting that myotubes may stop producing survival
factors as they become innervated or as they age. The enhanced survival achieved
with heterogeneous cultures, in the presence of muscle, suggests that during
development the source of essential survival factors probably shifts from muscle to
interneurones. In support of this O’Brien & Fischbach (1986b) show that in addition
to regulating the morphology of motoneurones in culture the presence of the
interneurones also governs the glutamate sensitivity of motoneurone neurites. Such a
shift in dependence could explain the relative difficulty in demonstrating cell death in
adult motoneurones, even with double lesioning of their axons (see Romanes, 1946),
once the vulnerable early postnatal period has passed (Schmalbruch, 1984; Kashi-
hara, Kuno & Miyata, 1987).

The isolation and identification of factors which promote neurite extension and
survival of motoneurone-enriched cultures has been pursued by several workers,
notably Smith et al. (1986), Flanigan, Dickson & Walsh (1985) and most recently by
Dohrmann, Edgar, Sendtner & Thoenen (1986). The latter describe a soluble form
of laminin which, presented alone, had no effect on survival of motoneurone-
enriched cultures of chick spinal cord but enhanced survival when bound to
polyornithine-coated substrates. The relationship between this factor and the three
proteins described by Smith et al. (1986) has yet to be clarified, but one of these, a
12-15 kDa peptide, selectively augmented motoneurone survival and the capacity for
acetylcholine (ACh) synthesis. Another factor (55 kDa) did not enhance cell survival
but did promote neurite growth and ACh synthesis. This action resembled that of the
56 kDa factor derived from denervated muscle which promotes neurite sprouting and
enhances survival of spinal cord neurones in culture (Gurney & Apatoff, 1984).

SPROUTING OF MOTOR NERVE TERMINALS

Normally, terminal sprouting probably occurs continuously to maintain the
integrity of the neuromuscular junction (Barker & Ip, 1966). When motoneurones
are lost through disease, as in MIND or poliomyelitis (see Stalberg, Hilton-Brown &
Rydin, 1986), or when motor axons are traumatically injured, the remaining axon(’
sprout to reinnervate the denervated muscle fibres (for a review, see Brown, Hollan
& Hopkins, 1981; or Edds, 1953 for the earlier literature). This process is enhanced
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by procedures which interfere with cholinergic transmission and result in dener-
vation-like changes, such as following botulinum toxin (Duchen & Strich, 1968) or,
secondarily, in response to impulse blockade by tetrodotoxin (Pestronk, Drachman
& Griffin, 1976; Brown & Ironton, 1977). Conversely, when denervation changes
induced by botulinum are prevented, by implantation of a foreign but unpoisoned
nerve, then the terminal outgrowth that normally occurs is inhibited (Duchen &
Tonge, 1977). Daily injections of the postsynaptic blocking agent @-bungarotoxin
also cause ultraterminal sprouting in mouse soleus muscle, according to Holland &
Brown (1980), although this was not confirmed by the finding that such blocking of
postsynaptic receptors actually inhibited botulinum-induced sprouting in rat soleus
muscle (Pestronk & Drachman, 1978). However, Pestronk & Drachman (1985)
repeated these studies, using an osmotic pump to provide a continuous supply of
a-bungarotoxin to the endplate regions. This caused the expected functional
denervation, but by itself induced little or no terminal growth, in either the mouse or
the rat (as estimated by nerve terminal branching, endplate length and ultraterminal
sprouting). It did, however, inhibit botulinum-induced sprouting, thus confirming
the suggestion that the extrajunctional acetylcholine receptors play an important role
in mediating the muscle-regulated outgrowth of motor nerve terminals.

Another important aspect of sprouting in relation to MND 1s its age dependence.
In partly denervated, adult rat soleus muscles, the surviving motor units sprout to
produce twitch tensions of to four times their normal size, whereas in similar
experiments on immature animals the motor units actually become smaller,
presumably as a result of the normal processes which eliminate polyneuronal
innervation (Brown, Jansen & Van Essen, 1976; Thompson & Jansen, 1977).
Similar, but less dramatic, changes occur in rat lumbrical muscles (Betz, Caldwell &
Ribchester, 1980). Re-examining this problem, Fladby & Jansen (1987) conclude
that factors intrinsic to the motoneurone govern the maximum number of terminals
that it can sustain (see Harris & McCaig, 1984), while competition regulates which
muscle fibres are innervated so as to determine the motor unit territories. Of
considerable interest, in relation to adult MND, is the finding that the motoneurones
of senescent rats (24 months) have a greatly reduced capacity to sprout in response to
botulinum toxin or to regenerate axons following a crush (Pestronk, Drachman &
Griffin, 1980).

The sprouting of mature nerve fibres /n witvo, following intoxication with
botulinum, has been used to assay serum factors from patients with MND that might
exert inhibitory effects on nerve growth (Gurney, 1984). Thus Gurney et al. (1984)
have described a serum antibody in patients with MND that both inhibited the
botulinum-induced sprouting in mouse skeletal muscle and reacted with the 56 kDa
antigen derived from denervated muscle (Gurney & Apatoff, 1984). They emphasize
that it is unknown whether this antibody is responsible for the destruction of moto-
neurones seen in MND, but they conclude that sprouting and trophic maintenance of

he motoneurone may be related, through the action of a hypothetical single muscle-
derived factor which at low concentrations provides trophic support and at high
concentrations induces terminal sprouting (see Brown ef al. 1981; Slack, Hopkins &
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Pockett, 1983). Analogous propositions, including factors that would inhibit
terminal growth or the production of target-derived factors, have been advanced for
the regulation of sprouting in sensory nerve fibres (Diamond, 1979).

MOTONEURONE DEATH DUE TO AXOTOMY

While natural motoneurone death is completed before birth, sectioning of the
sciatic nerve in the early postnatal period is known to cause massive degeneration of
lumbar motoneurones (Schmalbruch, 1984). This accords with the classical litera-
ture which recognized that cell death is most prominent in young animals, as
detected by cell loss (Gudden, 1870) or the chromatolytic appearance of diffuse
basophilia, eccentric nucleus and swollen cell body in Nissl-stained tissue. However,
in the later literature motoneurone death was not a feature when nerves were
sectioned near to the muscle (Bennett & Pettigrew, 1974; Brown et al. 1976). This
important question has been re-examined in rats by Kashihara et al. (1987) whose
work demonstrates that the majority of medial gastrocnemius motoneurones,
axotomized 4 days after birth, survived up to 2 weeks without target contact (see
O’Brien & Fischbach, 1986a) but thereafter died if peripheral reinnervation was
prevented. Hence, the target-dependence of motoneurone survival extends from the
embryonic phase into the early postnatal period. Curiously, however, forelimb
amputation by ligation in 12- to 24-h neonatal rats led to no reduction in the number
of ventral root myelinated fibres (estimated 4 weeks later), indicating no substantial
loss of motoneurones (Heath, Coggeshall & Hulsebosch, 1986). In the absence of
explicit information as to the fate and growth of the terminals in the distal nerve
stumps, it is difficult to relate this to the results discussed above.

The position concerning the extent of motoneurone death following axotomy in
the adult is confused, for, in the early literature, chromatolysis observed in the light
microscope represented a degenerative response which proceeded to cell death
whereas, currently, it represents a regenerative one aimed at reconstituting the axon
(see Kreutzberg, 1982; Grafstein & McQuarrie, 1978). A morphometric analysis of
permanent peripheral axotomy in the adult cat, when motoneurones were denied
access to muscle-dependent signals, showed no significant reduction in the number
of motoneurones in the lateral cell columns (Carlson, Lais & Dyck, 1979), as was the
case for sciatic nerve section in older rats (Schmalbruch, 1984). Nevertheless,
differences in motoneurone types, age and species confound this field and further
work is necessary to define the extent of cell death following axotomy of young, adult
and ageing motoneurones.

The above brief review of natural motoneurone death, sprouting and the effects of
axotomy reveal some elements of the natural history of the hypothesis advanced by
Appel (1981) concerning MND and, more broadly, other degenerative diseases of
the ageing nervous system. Its essence is that MIND reflects a slow and progressive
loss of extrinsic, muscle-derived neurotrophic factor(s) that regulates the normal
intrinsically determined, age-related deterioration of the motoneurone. The extrinsic
factor would exert its action at the cell body level following uptake in the presynaptic
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terminals and retrograde axonal transport. Much of the supporting evidence and
subsidiary concepts derive from the study of developing motoneurones and their
svnaptic contacts bv in vivo and i1 vitro experiments and this highlights the need for
complementary studies on the fully differentiated adult as well as ageing nervous
systems. Indeed, Brown (1984) has concluded that sprouting of motor nerves in
adult muscles ‘represents a replay — modified by the effects of age and size — of
embryonic and neonatal events’.

If lack of a muscle neurotrophic signal is the etiological agent, then it follows that
after a period of inadequate maintenance of the terminals each would retract, being
deprived of its growth-maintaining stimulus. At this stage the motoneurone somata
might be expected to display a sequence of changes resembling chromatolysis due to
acute axotomy. However, only a small number of chromatolytic motoneurones die as
part of the axon response in adult animals, as reviewed above, even with two
consecutive lesions of limb peripheral nerves (Romanes, 1951), as also was the case in
comparable studies on cat intercostal motoneurones in work done in this laboratory
(Coftfey, 1971). It cannot, therefore, be assumed that chromatolysis per se is a
necessary intermediate morphological stage in the events leading to cell death in
MND. Although chromatolytic motoneurones are present in the spinal cords of
patients who have died from MND, they can be distinguished from the moto-
neurones showing argentophilic spheroids containing neurofilaments, fragments of
rough endoplasmic reticulum (rER) and microtubules; there are also accumulations
of dense granular material resembling that of Bunina bodies, which are also present,
as described by Hirano (1984). Elsewhere, we have likened these appearances more
to those that result from the primary inhibition of protein synthesis that occurs when
motoneurones (intercostal) are intoxicated by diphtheria toxin retrogradely trans-
ported from a peripheral site of uptake following intramuscular injection or
application to the central end of a divided intercostal nerve (Sears, Pullen & Johnson,
1984). This inhibition 1s highly specific since the toxin inhibits protein synthesis by
inactivating EF2, the elongation factor essential to the movements of ribosomes
along mRNA in eucaryotic cells (Pappenheimer, 1982). Interest in the use of such
toxins has heightened since the discovery by Lee & Iglewski (1984) of a cytosolic
enzyme which recognizes the same modified amino acid, 2-[3-carboxy-amido-3-
(trimethylammonio)propyl]-histidine (dipthamide), on EF2, as utilized by diph-
theria toxin, to inactivate EF2 by ADP-ribosylation (Ueda & Hayaishi, 1985) and
thus to provide an important normal mechanism for controlling protein synthesis at
the translational level. Appel, Glenn-Smith, Vaca & McManaman (1984) have
further supposed that it is the depletion of neurotrophic hormone over many vears
that could account for the different morphological features of MND and those
resulting from axotomy. In this context, a search of the literature reveals one careful
morphometric analysis of the lateral column motoneurones in two adult humans,
aged 54 and 60, who died after 4-5 and 9 vears, respectively, following amputation of

lower limb and in whom a substantial loss of motoneurones was detected
(Kawamura & Dyck, 1979). Both the age of the animal and the duration of the
axotomy are therefore factors that will need more consideration in future animal-
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based experiments that explore Appel’s hypothesis. Our own experiments on adult —
though not aged — cats have a different natural history, being based originally on our
need better to understand the factors governing the size of the discrete Nissl bodies
that are topographically associated with the C-type synapses on intercostal (and
other) motoneurones. These synapses proliferated in number and size in intercostal
motoneurones which were caudal to a chronic hemisection of the cat spinal cord
(Pullen & Sears, 1983); being of segmental, interneuronal origin they are possible
candidates for the recovery of respiratory motoneurone activity in such animals
(Kirkwood, Sears & Westgaard, 1984). We therefore set out to explore ultrastructur-
ally the long-term effects of axotomy, with or without target influences, on the Nissl
bodies at large since it is well known that axotomy causes a dispersal of the
polyribosomes and rER during chromatolysis (Lieberman, 1971; Grafstein &
McQuarrie, 1978).

CHRONIC AND REVERSIBLE AXOTOMY OF INTERCOSTAL MOTONEURONES

Johnsen, Pullen & Sears (1985) have studied the effects of ‘reversible’ axotomy
induced by intercostal nerve crush and compared them with those due to ‘permanent’
axotomy induced by nerve section with ligation of the proximal stump, to promote
neuroma formation, and removal of the distal stump, to minimize regeneration. To
identify normal and axotomized motoneurones, they were labelled by retrograde
transport of HRP in an experiment 24 h before the animal was killed; this procedure
allowed the identification of axotomized motoneurones independently from their
morphological appearance in the light microscope. As the results show, light
microscopy (LM) does not detect that motoneurones have failed to regenerate to
their muscle targets. HRP-labelled motoneurones were identified by LM in
transilluminated 70 um thick plastic sections; the same motoneurones were identified
in 0-5 um thick sections and subsequently analysed in ultra-thin sections by electron
microscopy (EM). .

Using classical criteria, Nissl bodies were identified by LM as irregular patches of
cytoplasmic basophilia (Fig. 1A) and shown in adjacent ultra-thin sections to consist
of highly ordered stacks of rER and linear arrays of polyribosomes between
individual lamellae (Fig. 1B); at still higher magnification the single ribosomes
studding the ER can be distinguished (Fig. 1C). The designation ‘lamellae-
associated polyribosomes’ (see Pullen & Sears, 1983) is used to distinguish them from
polyribosomes elsewhere in the cytoplasm and the single ribosomes on the ER. In
normal intercostal motoneurones of the adult cat, the great majority of polyribo-
somes appear to be lamellae-associated. In the light microscope apparently ‘normal’
Nissl bodies were present 4 days after reversible axotomy, but in the electron

Fig. 1. (A) Oil-immersion light micrograph of a normal motoneurone at T9. Within the
box, a large, prominent Nissl body (arrowhead) can be seen. 0-5 yim thick sections stained
with Toluidine blue. Scale bar, 10um. (B) Electron micrograph of the area enclosed by
the box in A. The arrowheads in A, B and C identify the same Nissl body. Scale bar,
1-0 um. (C) High-magnification electron micrograph of the same Nissl body. Note the
orderly arrangement of rough endoplasmic reticulum and polyribosomes. Scale bar,
0-5 ym.
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microscope these had already lost their orderly infrastructure: they lacked the
parallel stacks of rER and, instead, were composed of polyribosomal aggregates
within which only short fragments of rER were present. By 4 days the changes in the
‘permanently’ axotomized motoneurones were much further advanced, since diffuse
basophilia was seen in the light microscope, due to Nissl fragmentation and
dispersal, while in the electron microscope the Nissl fragments consisted entirely of
small polyribosomal aggregates devoid of lamellae: changes that applied equally to
the Nissl bodies associated with the C-type synapses. Chromatolysis was seen in the
light microscope to be fully developed between 8 and 33 days after axotomy, but
during this period the two types of axotomized motoneurones were indistinguishable
ultrastructurally.

Between 64 and 208 days, some motoneurones remained chromatolytic following
axotomy while others had reformed apparently normal Nissl bodies (Fig. 2A).
Indeed, only our use of HRP as an independent label allowed them to be
distinguished from normal motoneurones, labelled or not. However, ultrastructural
examination of the same and other Nissl bodies established that in the case of
permanent axotomy they were composed of dense clusters of polyribosomal
aggregates (Fig. 2B) interspersed with only short fragments of randomly oriented
rEr (Fig. 2C). In contrast, with reversible axotomy (in which regeneration of the
nerve to the peripheral target had been permitted), the Nissl bodies regained their
normal, highly ordered infrastructure, indistinguishable from that illustrated in
Fig. 1. Examination of the distal nerve stumps confirmed that axonal regeneration
had, or had not, occurred following reversible or permanent axotomy, respectively.

In the original group of experiments described by Johnson et al. (1985) we
concluded that the ‘normal’ infrastructure of a Nissl body (i.e. one comprised of the
linear stacks of rER) i1s dependent for its integrity on either the nerve terminal itself,
with the formation of functioning synapses, or the muscle which it innervates, but
not the process of axonal regeneration per se. Thus, we showed that motoneurones
which had been permanently axotomized for 49 days subsequently developed normal
Nissl bodies when the neuroma was removed and the central nerve stump was
allowed to regenerate for 64 days into the distal stump of the internal intercostal
nerve of the same segment. No normal Nissl bodies were present in control,
permanently axotomized motoneurones in the adjacent-but-one segment.

To distinguish between the essentially pre- and postsynaptic neuromuscular
source of the signal that enables reconstitution of normal Nissl bodies, we have now
used the paradigm based on the failure of an innervated muscle to accept foreign
innervation (Jansen, Lomo, Nicholaysen & Westgaard, 1973). The external intercos-
tal nerves were sectioned in two non-adjacent segments. In one, the cut end of the

Fig. 2. (A) Oil-immersion light micrograph of an HRP-labelled motoneurone at T9, 64
days following permanent axotomy. Within the box, a large, prominent Nissl body
(arrowhead) can be seen. 0-5 um thick sections stained with Toluidine blue. Scale bar,
10 um. (B) Electron micrograph of the area enclosed by the box in A. The arrowsin A, B
and C identify the same Nissl body. Scale bar 1:0 um. (C) High-magnification electron
micrograph of the same Niss| body. Note the lack of ultrastructural orderliness. Scale bar,
0-5 um.
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INNERVATED

Fig. 3. High-magnification electron micrographs of representative Nissl bodies in
external intercostal motoneurones of two adjacent-but-one segments. The motoneurones
were axotomized by sectioning the external intercostal nerves. The cut central end of each
nerve was inserted into the external intercostal muscle (host) of the adjacent segment. In
A the innervation of the host segment was mtact, whereas in B the host muscle was
denervated by sectioning the external intercostal nerve at its origin from the ventral spinal
ramus. Scale bars, 1-0 um.

central stump was inserted into the external intercostal muscle of the adjacent
segment whose innervation was left intact. The external intercostal nerve from the
second segment was inserted into its adjacent external intercostal muscle which, in
this case, was completely denervated by sectioning the external intercostal nerve at
its origin from the ventral spinal ramus (Sears, 1964). Control experiments in other
animals had shown that with these procedures any CO;-driven inspiratory-phased
electromyographic activity recorded from these muscles could be attributed with
confidence either to the intact, normal innervation or to the foreign nerve when its
host muscle had been denervated. Fig. 3A,B shows that in either case there was a full
restoration in the normal ultrastructural appearances of the Nissl bodies.
Whatever the nature of the muscle-dependent signal(s), it would appear to control
two separate processes that reflect the relative stability of the motoneurone—muscle
relationships in the adult cat. First, there is the need for synthesis of the additional
endoplasmic reticulum (ER) with its various receptors (ribophorins, signal recog-
nition proteins etc.) that allow binding of polyribosomes and their associated
mRN As for the cotranslational insertion and vectorial discharge of membrane and
secretoryv proteins (see Sabatini, Kreibich & Morimoto, 1982; Wickner & Lodisk
1985). Second, the highly ordered structure of the normal Nissl body presumably
must depend on appropriate cytoskeletal elements to maintain the parallel arrays of
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ER lamellae. Cross-linking neurofilaments could provide this stability. This would
require the synthesis of a protein analogous to the high molecular weight polypeptide
(H, 195kDa) whose delayed appearance in the developing axon (rabbit optic nerve)
marks the transition from a plastic to a stable state of axonal growth (Willard et al.
1984) during development.

The nature of the signal itself is unknown, but 1s most likely to be a muscle-derived
diffusible factor taken up by the motor nerve terminals and retrogradely transported
to the cell body to regulate the processes described above. Alternatively, a muscle-
derived extracellular matrix or surface membrane molecule encountered by the
motor nerve terminal could modulate an intrinsic signal molecule in the terminal that
would be retrogradely transported to the cell body (see Ingoglia, Zanakis &
Chakroborty, 1984).

GENERAL REMARKS

The intercostal motoneurones of the thoracic spinal cord are eminently suited for
the kind of chronic experiments described above. In particular, the multisegmental
organization (with its repeated distribution of inspiratory and expiratory moto-
neurones and their respective muscle layers within), allows several experimental as
well as control procedures in the same animal, thus minimizing experimental
variability. These factors, coupled with our use of HRP to provide an independent
label of axotomized motoneurones, have permitted a clearer picture than hitherto to
emerge of the target-dependence of the normal ultrastructure of the Nissl bodies. It
is now clear that the presence in light micrographs of Nissl bodies depends solely on
the basophilia associated with aggregated polyribosomes and not on how the
polyribosomes and other structures are spatially organized within the aggregates.
The light microscope cannot detect whether such aggregations are accompanied by
the highly organized arrays of ER lamellae that characterize the majority of cytosolic
Nissl bodies in normal motoneurones. That the reformation of the normal orderly
structure can be achieved without functional reinnervation has wider implications. It
suggests mechanisms for the maintenance of motoneurone integrity under a wide
variety of circumstances relating to the dynamic processes discussed earlier of
motoneurone death during embryogenesis, relating to the shaping of motor unit
territories during the reduction of polyneuronal innervation, and relating to the
process of sprouting in response to partial denervation.

With regard to MND itself, the results can be said to contribute to knowledge of
the basic mechanisms through which the etiological agents might operate to cause the
disease. Appel’s hypothesis, and this review, highlight the need for more research on
nervous systems comparable in age to those of patients suffering from this disease.

I wish to thank A. Pullen and 1. Johnson for their major contribution to the work
cited in this article. This research is supported by grants from the Medical Research
Council, The Brain Research Trust and The International Spinal Research Trust.
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