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ABSTRACT 8,,8'-Iminodipropionitrile (IDPN), a synthetic compound that selectively impairs slow
axonal transport, produced a rearrangement of the axonal cytoskeleton, smooth endoplasmic reticu-
lum, and mitochondria . Immunoperoxidase staining using an antiserum to the 68,000-dalton neuro-
filament subunit demonstrated a displacement of neurofilaments toward the periphery of the axons
of IDPN-treated rats . This change occurred simultaneously along the entire length of the sciatic nerve .
Ultrastructural morphometry of the axonal organelles confirmed the peripheral relocation of neuro-
filaments and also showed a displacement of microtubules, smooth endoplasmic reticulum, and
mitochondria to the center of the axons. The overall density of axonal mitochondria was increased,
whereas those of other organelles were not significantly changed. Axons were reduced in size by 10-
24%, the large axons being more affected than the small ones . The observed rearrangement of axonal
organelles may be due to an effect of IDPN on microtubule-neurofilament interactions, which could
in turn explain the impairment of the slow transport. Axons in IDPN intoxication are a useful model
to study the organization of the axoplasm and the mechanism of axonal transport.

The organization of the axoplasm and its role in axonal trans-
port are highly controversial. Ochs and Worth (1) have pro-
posed a model in which materials are transported intraaxonally
as the result of their interaction with "transport filaments,"
which move along stationary microtubules (MT) by means of
cross-bridges. Partial support to this hypothesis has come from
recent ultrastructural studies showing a network of cross-
bridges between MT, neurofilaments (NF), axonal organelles
such as mitochondria and smooth endoplasmic reticulum
(SER), and axolemma (2). On the basis of these findings, it has
been suggested that transformations in the structure of cross-
bridges between either NF or MT and other axonal organelles
are responsible for the transport of the latter in both antero-
grade and retrograde directions (2) . Lasek and co-workers (3,
4) have postulated that each rate component of axonal trans-
port is made up of groups of axonal organelles or structures
which are transported coherently, as distinct complexes, rather
than of proteins transported individually . Thus, according to
this hypothesis, the slower component of the slow transport,
the so-called slow component a (SCa), represents the movement
of MT-NF network (5) . The faster component of the slow
transport, the so-called slow component b (SCb), is made up of
a microfilament network to which are attached a variety of
polypeptides, several of them enzymes . The fast component
contains largely membranous structures such as SER and
dense-core vesicles, whereas mitochondria move with an inter-

mediate component (3, 6) . According to this model, each
structural complex migrates independently from the others.

Pharmacological agents have greatly contributed to the study
of axonal transport and axonal cytoskeleton . The synthetic
compound 8,#'-iminodipropionitrile (IDPN) selectively im-
pairs the axonal transport of NF proteins (7, 8), whereas the
transport of tubulin and actin is either unaffected (8) or im-
paired to a lesser degree (7), depending on the mode of
intoxication . The rate of retrograde and fast anterograde axonal
transports remain unchanged (7) . Morphological studies have
shown that the intraspinal and proximal root segments of the
axons are enlarged and contain an increased number of NF (9,
10) . In the distal segment ofperipheral axons no other specific
alterations besides atrophy of the axon have been reported
11) .
Using immunocytochemistry and light and ultrastructural

morphometry, we have uncovered a novel change along the
entire length of peripheral axons ofIDPN-treated animals; NF
are displaced toward the periphery of the axon whereas MT,
SER, and mitochondria are largely relocated at the center . Part
of this study has been reported (12) .

(

MATERIALS AND METHODS

IDPN Administration
IDPN (Eastman Kodak, Rochester, N. Y.) was diluted 1 :5 in saline and the
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pH adjusted to 7.3 with hydrochloric acid . Male Sprague-Dawley rats weighing
180-220 g were given 2 mg/g body weight of IDPN according to two injection
schedules : (a) animals killed no later than 1 wk after intoxication received a single
intraperitoneal injection ; (b) those killed at longer time intervals received the
same dose divided into four equal injections, given every 3 d. Controls received
an equal volume of saline .

Antiserum
An antiserum to the 68,000-dalton subunit of rat neurofilament was raised in

rabbits and used for immunostaining at a dilution of 1 :1,000 . This antiserum
reacted strongly with the 68,000- and weakly with the 145,000- and 200,000-
dalton subunits of neurofilaments. Details on the preparation and specificity of
this antiserum are described elsewhere (l3).

Immunohistochemistry
Rats were sacrificed at 1, 2, 4, and 7 d, 2, 3, 4, 6, 8, 12, 16, and 20 wk, and 6,

8, 10, and 12 months after IDPN administration . Under ether anesthesia, animals
were perfused for 10 min with a mixture of 1.5% paraformaldehyde and 0.25%
glutaraldehyde in 0.12 Msodium phosphate buffer (pH 7.3).

Tissue samples were obtained from the spinal cord at the level of the fifth
lumbar (L ",) segment, the Ls ventral root at the exit zone, the Ls ventral root just
proximal to the dorsal root ganglion, the sciatic nerve at the intrapelvic portion
and at the thigh before its trifurcation, the posterior tibial nerve at the popliteal
fossa and just before its bifurcation, and the lateral and medial plantar nerves.
The distance of each nerve sample from the spinal cord was recorded .

Additional fixation was carried out for a total fixation time of 90 min in a
mixture of 4% paraformaldehyde and 0.25% glutaraldehyde in 0.12 M sodium
phosphatebuffer (pH 7.3). Thetissue samples weredehydrated in graded alcohols
and propylene oxide, and embedded in soft Epon 812. Sections, 2-3 lam thick,
were treated with sodium methoxide to dissolve the Epon (14) and processed for
the peroxidase-antiperoxidase technique (15, 16) and for Bodian's silver stain
(17) .

Morphometric Studies at the Light and
Electron Microscope
2 wk after IDPN administration, three experimental and three control animals

were perfused through the aorta with 4% paraformaldehyde for 30 s followed by
5% glutaraldehyde for 15 min. Both fixatives were buffered with 0.12 Msodium
phosphate buffer (pH 7.3) . Nervesegments from the L, ventral root, just proximal
to the dorsal root ganglion, were further fixed overnight in 5% glutaraldehyde
and postfixed in 4% OsO, for 2 h. They were dehydrated in graded alcohols and
propylene oxide, and embedded in Epon 812.

For ultrastructural morphometric analysis, thin sections stained with uranyl
acetate and lead citrate were photographed at random and enlarged x 27,000 .
Axons from both control and IDPN-treated animals were divided into three
groups of comparable sizes . Each group included five control and five experi-
mental axons. The total axonal densities of NF, MT, SER, and mitochondria as
well as their densities in four concentric compartments were determined. Con-
centric compartments were drawn at 0.37-lam intervals, starting from the axo-
lemma. The total axonal area and the fractional areas were calculated with an
electronic digitizer (Numonics Model 1224) or by the technique of random points

FIGURE 1

	

Cross and longitudinal Epon sections of rat distal ventral roots immunostained with antiserum against the 68,000-dalton
neurofilament subunit using the peroxidase-antiperoxidase method . (a) Control . x 580; (b) 4 wk after IDPN administration . x 580;
(c) Control. x 270; and (d) 2 wk after IDPN adminstration, x 270. While the control axons are uniformly stained, in the IDPN-
treated rats the immune reaction is intense at the periphery and weak or absent in the center. Bars, 20 [Lm.
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(18) . Mitochondria were analyzed only in 32 axons ofmedium size .
Morphometric studies at the light microscope level were done in semithin

cross sections stained with toluidine blue andenlarged to a final magnification of
x 1,800. The area of each axon present was determined using the electronic
digitizer.

The results for NF, MT, and SER were statistically analyzed by the two-tailed
Student's t test. For the mitochondria, we used the formula
(M/A)/( 1/), where M equals the number of mitochondria and A
equals the sectional area in um', to obtain the standard error . In comparing
experimental

	

with

	

control

	

densities,

	

we

	

used

	

the

	

formula (D, -
D2)/ (SE,

	

where D equals M/A and SE equals standard error, to
determine the level of significance (18).

RESULTS

Immunohistochemistry
Using the antiserum to the 68,000-dalton NF subunit, axons

of the sciatic nerves from control animals showed a uniform
and intense immunostaining while the myelin sheath and
connective tissue were not stained (Fig. 1 a and c) .

In IDPN-treated animals, the immune reaction was unevenly
distributed within the sciatic nerve axons, being very strong in
a ring adjacent to the axolemma and weak or absent in the
center (Fig . 1 b and d). These "doughnutlike" or "tubelike"
axons appeared simultaneously along the entire length of the
nerve 4 d after IDPN administration . They were not observed
in the proximal portion of the root nor in the spinal cord.
There was no difference between animals treated with either
one of the two injection schedules . Similar axonal changes
were observed in sections stained with Bodian's silver method
(17).

This abnormal immunostaining disappeared between the
sixth and sixteenth week after IDPN administration . A uniform
axonal staining, similar to that of the control, was regained in
a proximodistal direction, at a rate of - 1-2 mm/d (Fig . 2a
and b) .

Electron Microscope Observation
Electron microscope examination confirmed the location of

NF close to the axolemma and at the same time also showed
displacement of MT, SER, and mitochondria toward the center
of the axons, as compared to controls (Fig . 3) .

FIGURE 2

	

(a) Epon cross section of the posterior tibial nerve from a rat 12 wk after IDPN administration immunostained as in Fig.
1. The peripheral displacement of neurofilaments is still present. x 580. (b) More proximally, at the thigh, the axons are uniformly
immunostained as the controls . x 580. Note also the difference in size of axons at the two levels; distally, the axons are still
atrophic, while proximally they resumed normal dimensions . Bar, 20 pm .
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Morphometric Studies at the Light and
Electron Microscope
In axons of control animals the density of NF was uniform

while that of MT showed a significant increase at the center
(P < 0.001) . The above statistical results were obtained when
the densities of the innermost and subaxolemmal compart-
ments were compared. The density of SER was significantly
higher at the periphery (P < 0.01) with 31 .5% of SER present
at the subaxolemmal compartment . The density of mitochon-
dria was highest in the intermediate area between the periphery
and the center ofthe axon, but this increase was not statistically
significant (Fig. 4) .

In IDPN-treated animals, the density of NF was higher at
the periphery and gradually decreased toward the center of the
axons. In contrast, the density of MT was very low at the
periphery and markedly increased at the center of the axons .
There was also displacement of SER and mitochondria toward
the center. This rearrangement of cytoskeletal elements and
organelles in IDPN-treated animals was statistically significant
when compared with controls (Fig . 4) .
The total axonal densities of NF, MT, SER, and mitochon-

dria in medium-size axons are shown in Table 1 . They were
consistently higher in IDPN-treated animals but, with the
exception ofmitochondria (P < 0.05), not significantly different
from the control . In smaller and larger axons the total axonal
densities as well as the distribution of organelles were similar
to those of medium size axons (data not shown) .
Morphometric analysis at the light microscope level showed

a reduction in the size of axons in IDPN-treated animals which
was more severe in large axons (23.7%) than in small ones
(10.2%) (Fig. 5) .

DISCUSSION

Displacement of NF toward the periphery and of MT, mito-
chondria, and SER toward the center along almost the entire
length ofthe axon has not been previously reported . However,
careful examination of published micrographs suggests that a
similar change may occur in other conditions such as chronic
constriction of nerves (19), hexacarbon intoxication (20, 21),
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FIGURE 3 Electron micrograph of sciatic nerve at the level of the thigh . (a) 2 wk after IDPN administration . (b) Control .
Neurofilaments are displaced toward the periphery of the axon while MT, SER, and mitochondria are largely found in the center .
In the control axon, neurofilaments are uniformly distributed . Bar, 1 ym . x 22,000.

FIGURE 4

	

Distribution of organelles in four concentric axonal com-
partments designated a, b, c, and d from the axolemma to the center
of the axon . Relative densities were obtained by dividing the den-
sities in each compartment by the total axonal density . o, control,
m, IDPN . In IDPN-treated animals, the density of neurofilaments is
higher at the periphery and decreases toward the center, while the
densities of MT, SER, and mitochondria are lower at the periphery
and increase toward the center of the axon . Note also the higher
density of smooth endoplasmic reticulum in compartment a and of
mitochondria in compartment b in the controls . Size of axons and
experimental design are as in Table I . *, P< 0.05 ; **, P< 0,01 ; and
***, P < 0.001 refers to IDPN data as compared with controls for
each compartment .

and giant axonal neuropathy (22) . Since in these studies this
axonal lesion is neither dbscribed in detail nor commented on,
it is not clear whether the lesion is focal or occurs along the
entire length of the axon. As in the case of IDPN intoxication,

in chronic constriction there is also atrophy of the axons (19) .
These data suggest that redistribution of axonal cytoskeletal
elements and organelles is not restricted to IDPN intoxication
but is probably common to a variety of other conditions .

Except for an increase in the density of mitochondria, the
densities of axonal organelles in IDPN axons of medium size
were not significantly different from those of the control axons.
The lack of diminution in number of NF is remarkable since,
under our experimental conditions, the axonal transport of NF
proteins is blocked (7, 8; M . G . Fiori, A . Bizzi, S . Ch . Papaso-
zomenos, L . Autilio-Gambetti, and P . Gambetti, unpublished
observations) . It has been previously reported that NF proteins
are very stable, and that unless a traumatic event such as
severing of the axon takes place they are not degraded to any
significant extent (23, 24) . Our findings indicate that axonal
NF are stable even after sustained block of their axonal trans-
port . They suggest that in the absence of trauma there is very
little, if any, turnover of NF proteins in the axon .

In IDPN-treated animals, SER and mitochondria are also
displaced toward the center of the axon along with MT.
Preliminary autoradiographic data show that proteins migrat-
ing with the fast component are also displaced toward the
center (25) . These findings are consistent with the model that
MT mediate the distal migration of organelles and of fast
component ofaxoplasmic transport (1, 2) . It is remarkable that
displacement ofthe migrating proteins toward the center of the
axon does not impair the rate of their transport, which remains
normal in IDPN intoxication (7) .
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Neurofilaments* Microtubules*

Control

	

114.8 ± 8.7

	

17.8 ± 2 .5
IDPN

	

128.6 t 20 .3

	

20.6 ± 5 .3
P

	

NS

	

NS

Densities of Axonal Organelles (Number/Pm2)

Data were obtained from the L s ventral roots of three control and three animals 2 wk after IDPN administration . Values are expressed as means ± standard
deviations (*) or means ± standard errors ($) . NS, P> 0 .05 .
* The average size of the axons examined were : Control : 23 .1 t 0 .6 pm t ; I DPN : 20.2 ± 2 .5 pm t .
$ Control : 21 .4 ± 0 .4 AM 2 , IDPN : 21 .2 ± 0 .4 pm t .

10 20 30 40 50 60 70

AXONAL CROSS SECTIONAL AREA (Nm2 )

FIGURE 5 Histogram of axonal cross-sectional areas of all axons

present in distal ventral roots of a control rat (2,118 axons/whole

root) and of a rat 2 wk after IDPN administration (2,225 axons/

whole root) . There was a 10.2% reduction in size of IDPN axons

smaller or equal to 14 pm t and a 23.7% reduction in size of axons

>14 pm2 when compared with the respective groups of control

axons. No statistically significant difference in the number of axons

present in each group between control and IDPN-treated animals

was found . Dashed line, control ; solid line, IDPN .

Since the rearrangement ofthe axonal organelles takes place
simultaneously along almost the entire length of the axon, it is
likely that IDPN acts directly at the axon rather than at the
cell body . This conclusion is supported by the recent finding
that reorganization of axonal organelles, similar to that pro-
duced by us with systemic administration, can be produced
locally by endoneurial injection (26) . The site of action of
IDPN within the axon can be only a matter of speculation . An
attractive hypothesis is that IDPN affects specifically the side-
arms connecting NF with MT (27) . Recent studies suggest that
in axons tau factor may be the cross-bridging molecules (27,
28) and that this cross-bridging may be regulated by a protein
kinase (29) . IDPN might impair this kinase activity . If IDPN
does affect the side-arms, the following sequence of events can
be postulated to explain the present results : MT and NF would
dissociate and MT would move toward the center of the axon,
carrying with them SER and mitochondria, still connected to
the MT by unaffected side-arms. Pushing this hypothesis one
step further, one can speculate that, through the side-arms, MT
provide the driving force for the migration not only of SER
and mitochondria but also of NF . This would explain the
finding that with the dose of IDPN used in this study transport
ofNF proteins is blocked, whereas that oftubulin is less or not
affected .

Regardless of the site of action, the local effect of IDPN on

TABLE I

Smooth endoplasmic

	

Neurofilament/

reticulum*

	

Mitochondria$

	

microtubule ratio

3.83±0.51 0.187±0.018 6.55±1 .37
3 .97 ± 0.60

	

0.250 ± 0.021

	

6.50± 1 .43
NS

	

<0.05

	

NS

the arrangement ofaxonal organelles appears to be irreversible
since the NF resume a normal distribution only in a proximo-
distal direction at a rate of 1-2 mm/d . This rate is consistent
with that of SCa which carries NF proteins and tubulin (5) .
Thus, the normal distribution ofNF is resumed only when NF
are replaced by axonal transport. The IDPN axon lends itself
to test most ofthese hypotheses ; it is a useful model to provide
a better understanding of the structural organization of the
axonal cytoskeleton and of the mechanism ofaxonal transport.

We thank D. Shapiro, K. Krutyholowa and P. Zeck for technical help.
We also thank Dr. J. Silver, at the Department of Anatomy, for use of
the electronic digitizer .

This work was supported by National Institutes of Health Grants
NS 06239 and AG 00795.

Receivedfor publication 11 June 1981, and in revised form 3 September
1981 .

REFERENCES

l . Ochs, S., and R . M . Worth. 1978 . Axoplasmic transport in normal and pathological
systems . In Physiology and Pathobiology of Axons . S . G . Waxman, editor . Raven Press,
New York . 251-264 .

2. Ellisman, H . M ., and K. R . Porter. 1980 . Microtrabecula r structure of the axoplasmic
matrix : visualization of cross-linking structures and their distribution. J. Cell Biol. 87 :464-
479.

3 . Lasek, R . 1 . 1980 . Axonal transport : a dynamic view of neuronal structures . Trends
Nmrosci. 3 :87-91 .

4 . TyteB, M ., M . M . Black, J . A. Garner, and R. 1 . Lasek . 1981 . Axonal transport : each
major rate component reflects the movement of distinct macromolecular complexes .
Science (Wash. D. C.). 214:179-181 .

5 . Black, M . M., and R . J. Lasek. 1980 . Slow components of axonal transport : two cytoskeletal
networks . J. Cell Biol. 86:616-623.

6 . Levine, 1 ., and M . Willard . 1980 . The composition and organization of axonally trans-
ported proteins in the retinal ganglion cells of the guinea pig. Brain Res. 194:137-154 .

7 . Griffin, J. W ., P . N . Hoffman, A. W. Clark, P . T. Carroll, and D . L. Price . 1978 . Slow
axonal transport of neurofilament proteins: impairment by R,f3'-iminodipropionitrile
administration . Science (Wash. D. C). 202 :633-635 .

8 . Yokoyama, K . . S . Tsukita. H . Ishikawa, and M . Kurokawa . 1980. Early changes in the
neuronal cytoskeleton caused by #,#'-iminodipropionitrile: selective impairment of neu-
rofilament polypeptides . Biomed. Res. 1 :537-547 .

9 . Chou, S . M ., and H . A. Hartmann. 1964. Axona l lesions and waltzing syndrome after
IDPN administration in rats . Acta Neuropathol. 3 :428-450 .

10 . Chou, S . M., and H . A . Hartmann. 1965 . Electron microscopy of focal neuroaxonal lesions
produced by f3,ff-iminodipropionitrile (IDPN) in rats. Acta Neuropathol. 4 :590-603 .

11 . Clark, W . A. . J . W . Griffin, and D. L. Price. 1980. The axonal pathology in chronic IDPN
intoxication . J. Neuropathol. Exp. Neurol. 39 :42-55 .

12. Papasozomenos, S .. K . Krutyholowa, L . Autilio-Gambetti, and P . Gambetti . 1980 . Im-
munocytochemical study of l,ff-iminodipropionitrile (IDPN) neuropathy using anti-
neurofilament (NF) serum . J. Neuropathol. Exp. Nmrol. 39:380 .

13 . Autilio-Gambetti, L ., M. E . Velasco, P . Gambetti, and 1 . Sipple. 1981 . Immunochemical
characterization of antisera to rat neurofilament subunits. J. Neurochem . In press.

14 . Mayor, D . H . . 1 . C. Hampton, and B . Rosario. 1961 . A simple method for removing the
resin from epoxy-embedded tissue. J. Biophys . Biochem . Cvtol. 9 :909-910.

15 . Sternberger, L . A ., P. H . Hardy, J . J. Cuculis, and H . G . Meyer. 1970. The unlabeled
antibody enzyme method of immunohistochemistry. Preparation and properties of soluble
antigen-antibody complex (horseradish peroxidase-antihorseradish peroxidase) and its use
in identification of spirochetes. J. Histochem . Cytochem . 18:315-333 .

16 . Velasco, M . E .. D . Dahl, U . Roessmann, and P . Gambetti . 1980 . Immunohistochemical
localization of glial fibrillary acidic protein in human glial neoplasms. Cancer. 45 :484-
494 .

17. Gambetti, P ., L . Autilio-Gambetti, and S . Ch . Papasozomenos . 1981 . Bodian's silver
method stains neurofilament polypeptides. Science (Wash . D. C. ) . 213 :1521-1522.

18. Salpeler, M . M . 1968 . H'-prolme incorporation into cartilage. Electron microscope auto-
radiographic observations . J. Morphol. 124:387-<t22.

19. Friede, R. L . 1971 . Changes in microtubules and neurofilaments in constricted, hypoplastic
nerve fibers. Acia Nmropathol. Suppl. V :216-225 .

20. Spencer, P. S ., and H . H. Schaumburg . 1977 . Ultrastructural studies of the dying-back
process . III . The evolution of experimental giant axonal degeneration . J. NeuropathoL



Exp. Neural. 36 :276-299.
21 . Mendell, J . R ., Z. Sahenk, K . Saida, H . S . Weiss, R . Savage, and D. Couri . 1977.

Alterations of fast axoplasmic transport in experimental methyl n-butyl ketone neurop-
athy. Brain Res. 133:107-118 .

22 . Asbury, A . K ., M. D. Gale, S . C . Cox, J . R. Baringer, and B. O . Berg. 1972 . Giant axonal
neuropathy. A unique case with segmental neurofilamentous masses . Acia Neuropalhol.
20:237-247 .

23 . Lasek, R. J ., and M. M . Black . 1977 . How do axons stop growing? Some clues from the
metabolism of the proteins in the slow component of axonal transport. In Mechanisms,
Regulation and Special Functions of Protein Synthesis in the Brain . S. Roberts, A . Lajtha,
and W . H . Gispen, editors . Elsevier North Holland, Inc ., New York . 161-169 .

24. Lasek, R . J ., and P . N . Hoffman . 1976 . Th e neuronal cytoskeleton, axonal transport and
axonal growth . In Cell Motility. R . Goldman, T . Pollard, and 1 . Rosenbaum, editors . Cold

Spring Harbor Laboratory, Cold Spring Harbor, New York . 3 :1021-1049.
25 . Papasozomenos, S . Ch ., Autilio-Gambetti, L ., and Gambetti, P . 1981 . Redistribution of

fast axonal transport of proteins in f,f'-iminodipropionitrile (IDPN) intoxication . An
ultrastructural autoradiographic study. Soc . Neurosci. 7:486 (Abstr .) .

26 . Griffin, J . W ., D. L. Price, P . N . Hoffman, and L . C. Cork. 1981 . The axonal cytoskeleton :
alterations of organization and axonal transport in models of neurofibrillary pathology . J.
Neuropalhol. Exp. Neural 40:316 (Abstr.) .

27 . Shelanski, M . L., J-F . Leterrier, and R . K . H . Liem . 1981 . Evidence for interactions
between neurofilaments and microtubules . Neurosci. Res. Prog. Bull. 19 :32-43 .

28 . Tytell, M ., S. T. Brady, and R. J . Lasek. 1980. Axonal transport of microtubule-associated
proteins known as tau factor. Soc. Neurosci. 6:501 (Abstr .) .

29. Liem, R . K . H ., J-F . Leterrier, and M . L . Shelanski. 1981 . Neurofilaments: purification
and phosphoprotein kinase activity . J. Neuropathol Exp . Neurol. 40 :315 (Abstr .) .

RAPID COMMUNICATIONS

	

871


