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Arrays of smooth or rough-surfaced membranes have been observed
in liver cells in various experimental conditions. Relatively large, con-
centric whorls of imbricated paired membranes have been seen in the
cytoplasm of parenchymal liver cells of rats fed dimethylnitrosamine
(DMNA),*® thiocetamide (TAA),*® alpha-naphthyl isothiocyanate
(ANIT),? and DL-ethionine (DLE),!° in guinea pigs given injections
of diphtheria toxin,!! in hepatomas of man,'? rats,®* and mice,*!® in
human 17 and murine !® viral hepatitis and in murine infections with
the virus of Rift Valley fever.’® In the neoplastic lesions 1'% and in
DMNA intoxication ® the membranes are studded with ribosomes, but
in the other lesions ribose-nucleoprotein particles are partially or com-
pletely lacking in the whorls. The smooth-surfaced membranous arrays
encountered in murine Rift Valley fever are altogether unique since
the cisternae between the coiled pairs of membranes contain crossbars
- which impart to them a banded, ladder-like appearance.'®

The term “ergastoplasmic Nebenkern,” coined by Haguenau,?
seemed applicable to the ribosome-bearing arrays since they are likely
to create an image of paranuclear basophilic bodies with light micros-
copy. A variety of terms have been used to describe the particle-free
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whorls: “fingerprints,” ® “impreints digitales,” >® “ellipsoidal bodies,” *
“figures myéliniques,” ® “masses feuilletées agranulaires,”'” “Neben-
kern,” 128 “zytoplasmatische Wirbelbildungen” or “glatte Neben-
kerne,” " and “enroulements membraneux.” *

Particles other than ribose-nucleoprotein are sometimes associated
with the coiled membrane complexes. Salomon,® in a study of the chronic
effects of TAA intoxication, described an annular complex, in which a
single pair of coiled ribosome-free membranes (anneaux ergastoplas-
miques complets) were occasionally associated with free glycogen
particles randomly scattered in the adjacent hyaloplasm. Herman, Eber
and Fitzgerald '° noted that in the early stages of ethionine intoxication
in rats, unidentified dense particles sometimes lay between the adjacent
paired membranes of “fingerprints” in liver cells.

Our own investigations of the ultrastructural changes which develop
in liver cells of rats during prolonged DL-ethionine intoxication indi-
cated that there were indeed several types of whorled membrane com-
plexes. Some were associated with granules, some were not. It is the
purpose of this paper to describe the complexes, to attempt to identify
the nature of the particles associated with them, and to deduce from the
2-dimensional images the 3-dimensional form of the membrane-particle
arrays.

MATERIAL AND METHODS

White male Wistar (Woodlyn Farm) rats (56), weighing approximately 250 gm.
were used. Forty-four rats were maintained on Purina Fox Chow and water which
contained o.5 per cent DL-ethionine (Lot No. 680701, California Corporation for
Biochemical Research). Both the food and water were given ad libitum. Twelve rats
were fed the Chow isocalorically but received water ad libitum without ethionine.

The 44 experimental rats were killed at elected times: on the ninth (2), 15th (2),
21st (2), 32nd, 34th, 35th (2), 36th, 38th, 39th, 4oth, 42nd (3), 45th (2), 49th (3),
s1st (2), sznd, 56th (2), 63rd (3), 64th, 65th, 71st, 72nd, 77th, 78th, 79th (2),
84th, g3rd, 105th, 106th, 119th and 139th days after commencement of the ethionine-
containing diet. The 12 control rats were killed in pairs on the 21st, 42nd, 63rd, 84th,
105th and 126th days. The animals were always killed at 9:30 a.m. after fasting
overnight. Material for histologic study was removed from the right lateral lobe of
the liver.

Tissues for light microscopy were fixed in 10 per cent aqueous buffered formalin
(pH 7.0) or in 10 per cent alcoholic formalin. Sections were stained with hema-
toxylin and eosin, by the periodic acid-Schiff (PAS) method, or with PAS after
saliva digestion for 30 minutes at room temperature.

Small fragments of tissue for electron microscopy were fixed in Palade’s buffered
osmium tetroxide (pH 7.4) containing 0.25 M sucrose (Caulfield’s fixative 21). Two
ml. of fixative were used for each sample. After insertion of the tissue, the vial con-
taining the fixative was maintained at 4° C. for go minutes and then kept for 30
minutes at room temperature. The tissues were dehydrated in a graded series of
ethanol solutions, and embedded in Epon 812 by the method of Luft.22 Sections
were cut on Porter-Blum ultramicrotomes with glass knives. Some were “stained”
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by flotation on uranyl acetate by the method of Watson 28 and picked up on un-
coated grids. Others were ‘“stained” with lead hydroxide by the method of Kar-
novsky.2# Sections were examined in an RCA EMU-3E electron microscope, using a
100 kv. acceleration potential and initial magnifications of 1,500 to 12,000 times.

REesuLts
LIGHT MICROSCOPY

The administration of an ethionine-supplemented diet led to an ex-
tensive disorganization of the architecture of the liver after 4 to 8 weeks.
A massive proliferation of “oval” (ductular) cells occurred, and these
cells insinuated themselves between the parenchymal cells, dividing
lobules into segments, and isolating small groups of liver cells or single
hepatocytes. Many liver cells became atrophic or were markedly hyper-
trophied. The atrophic cells usually had an intensely acidophilic cyto-
plasm and were, as a rule, totally devoid of glycogen. The hypertrophic
hepatocytes had large, hyperchromatic nuclei with multiple nucleoli, and
an abundant basophilic cytoplasm. The basophilia was especially promi-
nent in the perinuclear region in the first 4 weeks. Saliva-digestible
glycogen could be demonstrated in them only extremely rarely. How-
ever, after about 4 weeks on ethionine, glycogen abruptly became abun-
dant in a few of the hypertrophic liver cells. Thereafter the amount of
glycogen in the cells, and the proportion of cells affected remained con-
stant until after the 1o5th day, when the first hyperplastic nodules ap-
peared. The majority of cells in the nodules invariably contained large
quantities of glycogen, although the extranodular parenchymal cells
remained free of glycogen. The glycogen-rich cells had usually an
eosinophilic cytoplasm.

Isocalorically fed control rats had very little glycogen in their liver
cells.

ELECTRON MICROSCOPY

The present account will deal only with the changes in liver cells ob-
served between the 32nd and 1o5th day, that is, after the onset of ex-
tensive parenchymal disorganization and prior to the development of
hyperplastic nodules. The alterations to be described occurred in hyper-
trophied hepatocytes, but it was impossible to relate the patterns seen
by electron microscopy to changes observed by light microscopy, except
by inference.

Perinuclear Glycogen Stores

Glycogen stores were extremely scant even when lead hydroxide
“stained” sections were searched for them. The usual plaque-like
glycogen areas devoid of other organelles were totally absent. Glycogen
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was found in perinuclear locations either as scattered, solitary particles,
or as rosettes of particles in rather small clusters (Figs. 1 to 3). Narrow
and tortuous or dilated, oval or round profiles or agranular reticulum
were always associated with the clusters. The rosettes of glycogen
measured on the average 120 mu with a range from 40 mp to 200 mg.
However, the majority measured 40 to 8o mp. The solitary particles and
the subunits of the rosettes measured from 15 mp to 50 mp in diameter.
Individual glycogen particles could not be identified in uranyl acetate
“stained” sections, but the clusters were seen as “glycogen holes,” be-
cause of the “negative staining” imparted to glycogen by the uranyl
ion %28

Identical glycogen deposits were seen in the isocalorically fed animals.
These were the only glycogen deposits found in the controls. None of
the changes to be described below were encountered in the control
animals.

Membrane-Particle Arrays—“Glycogen Bodies”

Complex arrays of profiles of agranular membranes associated with
electron-dense particles were found in randomly scattered hypertrophic
liver cells. The arrays occurred in two forms:

Polarized Membrane-Particle Arrays. These consisted of concentric
arrays of imbricated parallel pairs of agranular membranes arranged
in the form of a “fingerprint” (Figs. 4, 5, 8 and 10). The membranes
usually enclosed a centrally located quantum of cytoplasmic matrix
which almost invariably contained one or several mitochondria, micro-
bodies, vacuoles, lipid droplets or other cytosomes (Figs. 4, 5, 10 and
13). The “fingerprints” were not always complete. On rare occasions
we have observed a “fingerprint” shaped like a horseshoe (Fig. 9). The
largest of the membranous arrays measured 5.3 p in diameter and the
smallest approximately 2.3 p.

In the narrow bands of hyaloplasm between the pairs of membranes
were particles which measured on the average 400 A in diameter (Fig.
10). The particles usually comprised a single roughly spherical unit but
occasionally consisted of a rosette of aggregated subunits which meas-
ured, on the average, 33 mp each. The single spherical units were far
more common than the rosettes. Wide fluctuations were observed in the
size of the rosettes and in the number and size of their subunits. The
particles were not attached to the membranes and were usually aligned
in single file, though sometimes, particularly in the periphery of the
whorls, they were more abundant and several layers of the particles lay
in the space between more widely separated neighboring pairs of mem-
branes (Fig. 14).



Feb., 1964 ETHIONINE INTOXICATION 173

In lead hydroxide ‘“‘stained” sections, the particle-studded mem-
branous whorls were prominent even at relatively low magnification, be-
cause of the apparently uniform, intense electron opacity of the parti-
cles. At higher magnifications, it became clear that there were marked
variations in the electron opacity of the particles (Fig. 10). We could
not be sure that this was not the result of differences in the thickness
of sections, though this seemed unlikely since other cytoplasmic struc-
tures in their vicinity ‘“‘stained” evenly. In uranyl acetate “stained”
sections the particles could not be seen, but “glycogen holes” *# oc-
curred in the same locations in which the particles were seen in sec-
tions “stained” with lead hydroxide (Fig. 11).

Short segments of granular endoplasmic reticulum were found at
times near the inner or outer margins of the concentric arrays of
agranular membranes (Figs. 5 and 10). The two types of membranes
were at times continuous (Fig. 10). The ribosomes, attached to the
surface of the former, measured ~ 150 A and in most instances were
readily distinguished from the larger and more markedly electron-
opaque glycogen particles between the agranular membranes. “Stain-
ing” with uranyl acetate did not diminish the electron opacity of the
ribosomes.

Mitochondria lying in close apposition to the particle-studded
“fingerprints” were occasionally markedly elongated and aligned with
their long axis in parallel with the long axis of the concentric mem-
branous arrays, thus forming a corona on the outer or inner aspect of
the “fingerprint.” Very rarely such elongated mitochondria were located
between the leaves of the “fingerprint.”

Nonpolarized Membrane-Particle Arrays. In an over-all view at
relatively low magnification, the arrays usually occupied roughly round
or oval shaped portions of the cytoplasm. They consisted of a large
number of round or oval profiles of cisternae with an average diameter
of 250 mp (Figs. 6 and 7). The cisternae usually did not contain ma-
terial of appreciable density, though occasional intensely electron-
opaque irregular particles were identified in them (Fig. 6).

Near the periphery of these arrays, on occasion the cisternae showed
a tendency to align themselves concentrically to form a rosette of
vesicles (Fig. 6).

Between the cisternae were particles identical in size, configuration
and ‘“‘staining” properties with the particles found in the “fingerprint”
whorls. However, in the nonpolarized arrays, rosettes of particles were
somewhat more common than single spherical units (Figs. 6 and 7).

There was no obvious relationship between Golgi complexes and the
membrane-particle arrays. The particles sometimes found within Golgi
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cisternae consistently showed a lesser degree of electron opacity in lead
hydroxide “stained” sections than did the particles in the arrays. Also
the “staining” of the particles within the Golgi cisternae was not sup-
pressed by the uranyl ion (Fig. 8a).

The two forms of membrane-particle arrays—the nonpolarized and
the polarized “fingerprints”—formed extremes of a range of configura-
tions of these two components. Several arrays were found occasionally in
a single cell (Fig. 8). Usually they extended for some distance along the
cell membrane, or ran from the cell membrane towards the nucleus.
Almost invariably, the nonpolarized arrays were marginal and the
“fingerprints” more centrally located.

Three-Dimensional Reconstruction of the Membrane-Particle Arrays.
Two reconstructions of the membrane-particle arrays are possible in 3
dimensions:

1. They may be regarded as separate units of more or less polarized
profiles. The granule-studded “fingerprints” would correspond to
“onion-like corpuscles” described by Palay and Palade in sympathetic
ganglion cells of rats.?® The nonpolarized arrays would consist of
bundles of tubules.

2. An alternative reconstruction envisages the various configurations
of the arrays as constituting cross-sections of a single body, which re-
sembles a medusa (Text-fig. 2). To this structure we have applied the
name ‘“‘glycogen body.” When sectioned at right angles to the long axis
of the umbrella and tentacles, variable two-dimensional images would
result, as depicted in Text-figure 1. With increasing obliquity of sec-
tions in relation to the plane of the pairs of membranes, images would
result in which the membranes would be more widely spaced and the
particles in the intermembranous spaces more numerous. Such oblique
sections would also produce various combinations of the two-dimensional
images which are seen in their simplest forms in the cross sections in
Text-figure 1 (Figs. 6,8 and 14).

The two-dimensional Text-figure 1 shows a simplified version of the
“glycogen body,” since the finding of several closely apposed cross sec-
tions in a limited area of a single cell would seem to indicate that the
long axis of the “body” can be at times extremely tortuous.

Other Types of Membrane and Membrane-Particle Arrays

In some cells (never in those containing a ‘“glycogen body”) are con-
centric whorls of more or less parallel paired membranes devoid of
particles (Fig. 12). These “particle-free fingerprints” were identical
with the “ellipsoidal bodies” described by Emmelot and Benedetti 8
and the “fingerprints” of “acidophilic necrosis” in liver cells noted by
Albot and Jézéquel.1%17
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In some cells there were “fingerprints” in which the paired mem-
branes were studded on their outer surfaces with randomly distributed
particles with a diameter of ~ 150 A. The size and electron opacity
of these particles was uniform and identical with that of ribosomes (Fig.
15). These membrane-particle arrays correspond to the ‘“‘ergastoplasmic
Nebenkern” described by Haguenau,?® although the RNP particles were
less numerous than is usual in these structures. Elongated mitochondria
were found in relation to these RNP membrane arrays (Fig. 15), just
as they were found in relation to the “glycogen bodies.”

Considerably smaller concentric whorls of membranes (average di-
ameter 1.0 ) were found occasionally surrounding one or several mito-
chondria or microbodies (Fig. 16). These membranous arrays differed
from the “particle-free fingerprints” and from the “ergastoplasmic
Nebenkern” in that the membranes were less clearly paired, were fre-
quently undulating and of uneven thickness, and were as a rule devoid
of particles. These structures were reminiscent of “myelin figures” of
the type described by Rouiller and Simon 8 in hepatic steatosis, and of
the areas of “focal cytoplasmic degradation” (FCD) described by
Hruban, Spargo, Swift, Wissler and Kleinfeld.?”

Extremely small smooth-surfaced ring structures with a mean di-
ameter of ~ 250 to 440 mu were observed in random locations in the
cytoplasm (Fig. 17). They were usually single, consisting of two mem-
branes 40 to 50 mu apart with an intervening dense layer. The central
core of these doughnut-shaped structures had a density akin to that of
the hyaloplasm. Concentric layering of two ring structures was ob-
served very rarely.

DiscussioN

The glycogen seen in the cytoplasm of occasional hypertrophic
hepatocytes in the liver of ethionine-fed rats is not stored in the normal
way,>?® or in the manner seen during refeeding after fasting,?® or in
regenerating liver cells after partial hepatectomy.®® The usual large
plaques of glycogen devoid of other organelles are not present. Instead,
the newly formed glycogen is always seen in close association with the
agranular (smooth) endoplasmic reticulum. Several variants of the
particle-membrane pattern can be recognized. In particular, the de-
velopment of polarized glycogen-bearing “fingerprints” and of non-
polarized arrays of agranular cisternae and particles, which we think
constitute a “glycogen body,” are unique and have not been described
previously.

We have identified the particles related to the membranous arrays
as glycogen, although we have been unable to correlate the presence of
intracellular saliva-digestible PAS-positive material seen by light



Text-F16. 1. Diagrammatic reconstruction of glycogen-bearing “fingerprints.” The
membrane-glycogen particle arrays seen in sections are represented by areas A, B, C and
D. These are interpreted as being cross sections of a body shown in longitudinal section
in the center of the diagram and 3-dimensionally in Text-figure 2. The configuration of
the body is shown in its simplest form. It is likely that in reality the long axis of the
body is convoluted, since it is common to find several membrane-particle arrays in a
single cell (Fig. 8). Area A should be compared with Figure 4, B with Figure 5, C with
Figure 6 and D with Figure 7. Note that rough-surfaced endoplasmic reticulum in the
central cytoplasmic core (between lines A and B) and outside the body (between lines B
and C) is often continuous with the smooth-surfaced membranes of the “fingerprints.”
Although the diagram shows the particles of glycogen in single files between the cisternae,
it is more usual to find the particles in larger numbers in oblique sections of the inter-
membranous areas (Fig. 14). © University of Toronto, Canada. Reproduced with permis-
sion.
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TEXT-FIG. 2. Suggested 3-dimensional reconstruction of a “glycogen body.” The or-
ganelle is reminiscent of a medusa. Particles of glycogen lie around the membranes which
constitute the umbrella and tentacles. Cytoplasmic organelles and hyaloplasm occupy the
core of the umbrella portion of the body. © University of Toronto, Canada. Reproduced
with permission.
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microscopy with the exact location of the membrane-particle arrays
observed with the electron microscope. We nevertheless consider the
particles as glycogen for the following reasons:

1. Individual particles (or subunits of rosettes) measure from
~ 15 mp to ~ 50 mp and aggregates of particles (clusters or rosettes
of subunits) vary from ~ 40 mp to ~ 200 mp in diameter. It has been
established 3133 that glycogen particles show a tendency to aggregate
in clusters. It has also been shown that they vary markedly in size even
within a given cell, although at least some of these variations may be
dependent upon shrinkage artifacts and other effects of the materials
used for fixation, dehydration and embedding. The usual range of size
of the clusters in sections of mammalian liver cells has been found to
be approximately 15 to 8o mp 2°3437 and of the individual subunits 15 to
40 mp.2*3438 Tsolated glycogen particles of normal rat liver cells were
shown to be somewhat larger: clusters 40 to 200 my and subunits rang-
ing from 3 to 30 mp.3132

2. The marked affinity of lead hydroxide for glycogen particles in
liver cells has been repeatedly noted.?233-86.38-40

3. The “negative staining” of the particles with uranyl acetate leads
to the appearance of “glycogen holes” *2° in the same locations in which
the particles are found in lead hydroxide “stained” sections.

4. There is close relationship between the smooth-surfaced endo-
plasmic reticulum and glycogen particles. There seems to be fairly
general agreement that the agranular reticulum may be, at least in part,
involved in glycogenesis, glycogenolysis or in both these proc-
esses.9,25,33,41—48

We have concluded that the particles in the membrane-particle arrays
were not ribosomes for the following reasons:

1. Ribosomes are more uniform in size and shape. They vary from
10 to 15 mp in diameter. There is nevertheless an overlap between the
size of the largest ribosomes and the smallest glycogen subunits in our
material.

2. Ribosomes do not, as a rule, aggregate in clusters as large as the
glycogen rosettes and they show a greater tendency to form coiled,
linear arrays which have the appearance of beaded strands (coch-
leosomes).?

3. Ribosomes are of a more uniform electron density than glycogen
particles when ‘‘stained” with lead hydroxide.

4. The electron opacity of ribosomes is not appreciably enhanced
by lead hydroxide “staining,” whereas even brief exposures of sections
to lead hydroxide impart to glycogen particles a fairly intense opacity.

5. “Staining” with uranyl acetate, if anything, tends to increase the
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electron opacity of ribosomes, whereas it has a “negative staining” effect
upon glycogen in sucrose-containing veronal-buffered osmium tetroxide
fixed and Epon-embedded tissue.*?®

Some consideration must also be given to the possibility that the
particles, which we identify as glycogen, might be viral bodies. Bear-
croft has shown virtually identical particles in liver cells of patients
with viral hepatitis #* and in monkeys infected with yellow fever,*® and
considered them to be the mature virus. The rosettes of particles were
not surrounded by a membrane, showed no constant relation to the
agranular reticulum, and were found usually in perinuclear locations.
Somewhat similar, though less distinct structures have been demon-
strated in human viral hepatitis by Braunsteiner, Fellinger, Pakesch and
Neumayr.*® Cossel,*” however, showed that there is at least a suggestion
of a membrane around some of the particles in human viral hepatitis
and Gueft*® demonstrated that the viroplasm was probably hexagonal
in shape and that it probably possessed two outer membranes. Indeed,
various other investigations of viral infections of the liver, such as the
spontaneous infections of chick embryos,*® infections with ectromelia,
equine abortion® Rift Valley fever,'®* murine hepatitis*5%5 and
cytomegalic inclusion disease ® viruses and observations of the viruses
of spontaneous hepatomas of mice !* all indicate that the viruses are
provided with at least one outer limiting membrane at some stage of
development and that they have a more or less distinct internal struc-
ture. There is, on the basis of this evidence, considerable doubt that the
rosettes demonstrated by Bearcroft **° are indeed virus particles. This
evidence also seems to indicate that the particles which we have demon-
strated are not of viral origin.

The question of the significance of “glycogen bodies” and of the other
concentric membranous arrays bear some consideration (Table I).
Ribosome-free whorls of membranes have been seen in various normal
cells,?%59.86.67 though they have never been observed in normal liver
cells. They have been described in various pathologically altered
cells,** including liver cells.1-®:11:16-19.50 Rihosome-bearing whorls have
been also seen in various normal cells,'3%%-57 but never in normal liver
cells. They have been also observed in several pathologically altered
cells 15:20.58.60-63 anq in altered liver cells.®1%-1% It thus seems clear that
the presence of either type of concentric array of membranes in liver
cells is an indication of a pathologic alteration of the cell.

The presence of ribosome-studded whorls might be considered evi-
dence of enhanced protein synthesis by cells, particularly since similar
structures in spermatocytes of Ascaris megalocephala have been clearly
linked to the elaboration of a protein secretory product.®



Vol. 44, No. 2

STEINER, MIYAI AND PHILLIPS

180

92

oz

o9

6S

8S

Ls

9§

ss

oz

JuISqQY
s[ogm
Jo L1oqduiad je sauelq
-WAW 0} PIYde}j® SI[NUBIK)
asnyoxd
j0U suBIqWAW IunIwi] Jo
9J8JINS IIINO UO SIWOSOGIY

juesqy

soueIqWaW
03 PaydENE SIWOSOqIY

saueIqUAW
uo pappn3s saporjed y oS1
WNSAs Y} jo uolFax
Teuiasw oy} ur so[nueid
3ururRIuod-Y N M9} Y

saueIqUIW 0}
Ppayoelje sanuesd ape[ed
Pajeaisuomwap Aj1edp
j0u s3[nueId JO DUISAIJ

19judd ueqy L1oyduad e payoed
A[9SO0[ 210w BUIISID MO[[BYS JO
sHoqM :,s3psndiod dxIj-uoruQ,,

us9yu3qa N orwsedosedig

wninona druse[dopud Jo ABUISIH
Ppadejans-y3nox pajesuopd jo s3uryg

SI[IS9A [[emIS
10 3100 g}IAM SI94e] dueIqUIAW
JLIUAUOD ¢, S[I0YM SNOUBIQUIIN,,

wse[dojsesId Jo Izew PAINJoAu0)

SUOIIS §5010 JB]
-nup ApPjewrxordde qa  syurd
-193uy,, 3[qUAsAL [PpPnU J[OX

de[[owe] 3Y3rea}s Jo Jaqunu ©
§298131U] 39S Je|[oWeE] [BPIOS
~dijp—,Wajs4s ag[owe] jemqny,,
[eH3jeW snoddeurajoad ‘1vje]
‘pue pidi] 3uISOPUS SIUBIQUIdIW
Jrwse[doisedd jo sired oLUIOU0)
us2y
~UIQIN Su4s9yuaqa N dtusejdoisesiq

[ewioN

|WoUdpe pAdNpul-uaZolIsy

£31A®0
Teduojrrad ojur [[32
L€ vmodres jo wondafug

[ewIoN

dpsnm 3s8AIq UI
BWIODJIES SNOY pajuejdsuely,

[ewioN

[ewzoN

TewioN

TeuioN

S[[9d uoy[Sued
aneredusg

s[ie0 Areyming

S[[92
[eauoj LI

1appeq

L1euun jo

wnipEyirde [euon

-Isuel} Jo Jofe[
?jeIpawmIajuy

S[[?d 'UWOdIES
[40] I ‘0N Snoy

934300

9)4303eWIadg

914503eWIadg

S[[9d
puE[8 A18AI[ES

bl

k12 |

asnopy

asnopy

mog
(wep jans)
Duss

~$1p13108 DnIsdS

(Tsyken)
hmga HR\QQSQ U

010y¢a2
~010321 S34DISY

®AIB] SNWOUOIY)

it

juweuodwod djenorieg

uordr1dsap pue uoneusisa(y

SUONIPUOD [ejudILIadxy

SO

sopadg

STTOLLYVA HIIM SINVIEWIN GIIVd JO ANV SINVIEWAW GIIIVd J0 STIOHM

Ad0OSOYDIN NOYLOATA A4 STIIO NI GALVIISNOWAQ

I T1aV],



181

ETHIONINE INTOXICATION

Feb., 1964

3

Ly

99

]

Y9

St

€9

T9

19

wsqy

juasqy

jusqy

SouLIqWIW WO
punoj s3mddow UNIIIA}
{juasqe a1e sopnied gNY

sawosoqux

10 SIIA JO sjtungns

3q Aew S[IOYM JO I3)U3d

uf sapnIed {souviquiom
0} pagaeye sapnIed oN

uRsqy

§9URIqUAW 03 JI9YpE
ujoxdospnuoqll aq 03
pawmsaid sa[nuei3 [ews

saueIquIwW
01 pagene sappIed INY

SIUBIQUSW 0} PIYOLIIe
$OWOSOQII Paure)s AIABOH

parels L[1eap JoN

(2304 3x9u 10 panustuod [ 9o I)

JBWIANSH UIYIIM
* * * Suipueq reMn3ax [IM sauelq
-waw paifed Jo dg[PWE] J11juDU0))

wnnoaa orwseyd
-0pud [I00WS JO dBUIWE] I[IIUIIUOY)

2100 [B13U ® jnoqe

PpasodsIp A[jedonyusduod sared

ueIqURW JeMmueiSe pajsurwe|
JO 3SISUOD $UNINIIS IYI[-[IOYM

§a1n3g

ulpPAw 10 speafdsordrur Jo saBewr

(.utidroluy,,) uoruo 10 saansy
ul[eAur 3uruiio} s9x3[dwiod Ie[Pwey

SWIISAS Je[[dwe|
UudU0d {3[goad ur yey
=M1 Io0 [eandiyp suolsnpur,,

«SAUBIQUIdW JO SWI)SAS 981eT,,

«$9IN3Y uIpPdw JemPd

-exnut,, se pajazdiajur usaq usyjo

9ABY jeq} SAINJONIIS Juljquas
=3l SWI)SAS OUIUIDUOD 3)BIOQR[T,,

«userd
-0958813 Burie1dUaFal JO S[IOYM,,

[ewiou uey)
19sU3p ‘saueiquom drmse[dojsesId

Jo spIoyA ! spoym orgdorws(,,
«SouBIqUIdW |
-NUBI3,, PIIIAEB[-UOIUO ‘IFI[-[I0qM
£8133U30 uoryBMIO,, Jrwse[d0}L)

1949} £3[[EA 1Y

(£ AHI) snnedeq [entp

[ewwION

[ewIoN

arm

Burreaq-rowmn; jo Ajrawd

Teauojlrad ‘snirA asea
-SIP J[ISBIMAN ‘Uonda(uy

uoneand

-3p Id3jeA sInog z1
pue 3unse} sinoy 9¢

04730 us
$S0133U pu® [BULION

aseqd £19A0931 ‘uon

~B[X0jU] dUIUOIYIR-T(

uon
~B2[X0JUT JUUOIGI-TQ

Burpasjar
4q pamojpoj Jupseq

S192 19A1T
S[199 10417

pro1syqyered
10 S[13d
['qd4xo Ajqemnsalg

S[[9d
8911100 [eUAIpY

S[[99 Jowmn}
§33108® PINGY

'soonw

Ju3sed Jo S0
Tiqdo143ay

§1159) jo
I [BIPq
-1dd [euruIdn
S[[99 IBUp®E

aneanURg

S[]99 IeUDE
sneanueg

S[[39 JBUPE
oneasdueg

oSNO

SNOI
A3yuowm

anbeoey

ISwely
81d waumnn
kie)

asno

asnoy

81d woumn

12 |

it |

IBNOJY



Vol. 44, No. 2

STEINER, MIYAI AND PHILLIPS

182

UOMBIIX0IUY 3JNJE UI UIAIUN
‘1UoIYd up soueiqwaw jo Supeds
WIAY a8y JO SI0[ ANI| SAUBIQ
-UIOW JLIUIIU0D {Ix3)¢i0IuD4q

9 wsqy WP IPPURQID 43P0 319342449529 UOHBO[X03UT IPIWBId0NY ], SI[92 JaAlT k2§
$9x39]dwod aueiq
~WdW J[IJUIDUOD IJIB] UsIYUaq2 )\
101D 3194 "M3q Iw4D-dNY 10
L ISqY UIIUNPQI2Q48 M 2YIS810UsD1F0I87 TONBIIXO3UT IPIIIBIOIY], S][99 19ATT vy
14 IEqY $ISSH) SIUDAQUIIU IP STUIUWIINOIUT UOTIBI[XOIU] IPIUIBIOIY], S99 JOAIT Iy
$OURIQUIOW PIdeJINs
-q100WS JO [I0A JLIJUNUOI—sIDF
-$35p Sajus4dus] “WANMOIIOL dIw
wsejdopeAq -se[dopud qjo0wWs JO [[97 d[IuIsS—
s up sdpnIed WdB0dA[)  §29)¢u0d sanbsuispidossnisa xnvauuy UORIBIIXOJUY PIWIBIVONY], S[[99 AT ey
1332303
Payded A[9SO[O SIUBIQWIAW [BIIAIS
z O [[Pgs snonuijuod g Aq papunol U0 BIIX0}
‘1 1u3sqQy -10$ ‘9100 AY[[-08uods—usayuaqa -Ul Jupmesofu-AQRWIQ S[99 I2AIT ey
saipoq [eprosdyd
10 n3y ulpPAw ,‘sjunidiaduy,,
JWsqY (2) "seuriquOW W0} SAUBIQUIdW J[QNOP JO SISSBW
JO 30BJINS [BUINXI 0) eloqe]q (2) "sAeiIg dUND UoIIBIIX0)
€ Supreype sonueid gNY (1) -U0J WO} SouBIqUIdW Jo sireg (I) -U] JUIWESONIU-[APRWIT S[99 1AL b1 ¢
sAel UonedIXoIul Ijeue
6 juIsqy -1e Jundieduy,, paoens-glooms -&d01q3081 [Aqiqdeu-eqdiy S[[9J J2AIT L2
«SOUBIqUIOW JO SI0YM,, (SNIIA BIPWOII)
of§ P3jeIs J0N UIBIUOD S[[9 I1}0IOAU 10 PUNquIO snneday snia xod Isnojy S[[99 JAI'T ISNOW
wse[doj£o aerd
L1 souBIqUIW JO -31 SAUBIQUIAW JJO0WS JO SISSBW
‘91 9J€JINS U0 A[9I81 SIWOSOqIY IS4301muD430 $29197133f SISSDPY snneday [exp STI90 32AYT usly
‘Y juuodwod enonIeg uondirosep pue uoryeulisa(q SUONIPUOd rejmdwMIddxy Liicle) sopedg

(ponuszuos [ 91q0.L)




183

ETHIONINE INTOXICATION

Feb., 1964

(34

1

€1

oI

S[IOYA U SoUBIqUIAT
0} paydene sawosoqry

sqY
S[IOYM U SoUBIQUWAN
0} pagoe)Ie sawosoqry

souelq
-wow uo sIpnIed INJ

SauBIQqUIdW juIdE(pe
udaM}aq SIPRIRd ISUIP dWOg
juasaxd
sapnIed 19qogA pajess J0N

se[pwe|
10 SABLIB JIIUDUOI—ULIYUIQIN
sauRIqUOW JO
sAe1re JLIUIUOI—uITUnPQ12943 M
sopnaed [ellA punoie wnp
-nonal drmsejdopud jo sproya eirdg
sAei1e dueiquam drwse[doijsed
-19 papesijjed—suousso,p saqng
saueiq
~wew padeyIns-yioouss ‘paired jo
1Hoga Jo 3unsisuod £poq uolsnpuy
SOUBIGWOW J1IJUDUOD
10 usayuaqaN 10 syuudiagury,,

vwojedoy

urxo} sLOQIYdIQ

ewojeday snoduejuodg
Juanjojoze-ourure-d

4q paonpuy ewoupIE)

uop
-wI[xX0}uf uUIUOIYI-T(

TUOREO[X0UY SPIIEIAONL

ST 19A1T

S199 J9ATT

S0 J9ATT

S99 3AYT

S[[90 J9ATT

S[190 391

uspy
81d soumn
IO

12§

=y

ey



184 STEINER, MIYAI AND PHILLIPS Vol. 44, No. 2

The particle-free “fingerprints” may be regarded as evidence of re-
generation of the ergastoplasm. This view of Benedetti and Emmelot,’
based upon observations of Fawcett and Ito,'® holds that this type of
“fingerprint” is ‘“‘a reaction to injury rather than degeneration.” On the
other hand Albot and Jézéquel'*'" suggested that the particle-free
“fingerprint” is a form of degeneration of the ergastoplasm, which they
designated “acidophilic necrosis.” This interpretation can be justified
on the basis of findings of others ®*1:%® that the aggregation of agranular
reticulum in cells enhances cytoplasmic eosinophilia, although it is not
at all clear whether the tinctorial change is not simply a reflection of the
loss of ribosomal proteins.

Another interpretation is to regard the agranular “fingerprints” as
part of a de novo hypertrophy of the smooth-surfaced endoplasmic
reticulum.®? If this is the case, then it would seem likely that it might
indicate an increased metabolic activity of cells, since this form of the
endoplasmic reticulum has been linked to various metabolic processes of
cells.*® There is no morphologic confirmation of this assumption, since
no structurally identifiable metabolite has been recognized in relation
to these membrane complexes. The finding of glycogen particles in rela-
tion to some of the ribosome-free arrays in our experiment would sup-
port the view that at least some of the ribosome-free fingerprints might
be engaged in active anabolic processes. In the case of ethionine poison-
ing, the “glycogen bodies” might therefore indicate the development of
a specific metabolic function in liver cells.

We based our investigation upon the premise that the metamorphosis
of normal to neoplastic cells is more likely to occur in few rather than
in many cells. Hence it seemed expedient to search for alterations of
liver cells which were rare, which could be interpreted as probably “re-
generative” rather than “degenerative,” and which were at the same time
unique and distinct when compared with the changes induced by non-
carcinogenic chemicals. Our own preliminary observations indicate that
most of the alterations which occur in hepatocytes of animals maintained
for a prolonged period of time on an ethionine-supplemented diet are
aptly labeled as “degenerative” in that they are likely to be associated
with a profound disturbance of cellular metabolism. These alterations
are nonspecific since they have been induced by various other forms of
insult, all of which either render the existence of liver cells precarious
or actually place their very survival in jeopardy.

Depletion of glycogen is one example of such a nonspecific injury of
liver cells. However, the capacity of liver cells to store glycogen seems
to play a significant, and perhaps a more specific role in one phase of
ethionine carcinogenesis. Initially, as with all other hepatic carcinogens,
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there is a marked reduction or a total loss of the ability of parenchymal
liver cells to store glycogen. Later, the development of nodular hyper-
plasia (regenerative hyperplasia) is associated with a return of the
glycogen-storing capacity in some cells. In the hyperplastic nodules large
vacuolated cells with an eosinophilic cytoplasm are filled with glycogen,
although those in the surrounding liver are almost totally devoid of it.
Although some of the hyperplastic nodules are reversible, others are
irreversible, even if ethionine is removed from the diet, or its effects are
counteracted by the addition of methionine to the diet. The irreversible
nodule which cannot be distinguished morphologically from the re-
versible one is apparently the last recognizable distinctive non-neoplastic
morphologic lesion in the histogenetic sequence terminating in neoplasm.
This does not necessarily mean that neoplasms actually arise from these
nodules, although there is strong suggestive evidence that this is the
case.69,70

In studying the sequential ultrastructural changes which precede the
development of the hyperplastic nodule, we have observed the early
abrupt glycogen depletion and the subsequent failure of replenishment
of glycogen stores which can be readily seen by light microscopy and
which persists for about 4 weeks. After this time, and prior to the ap-
pearance of recognizable hyperplastic nodules, a very few cells can be
found by light and electron microscopy which apparently resume their
glycogen storage function. We are, of course, uncertain whether this
occurs in cells which will be destined to initiate or participate in the
growth of the hyperplastic nodules. It seems intriguing, nevertheless,
that the resumption of glycogen storage occurs only in very few cells and
that at a later date this aptitude is so prominent a feature of some cells
which constitute the hyperplastic nodule, at which time the glycogen-
storing activity remains in abeyance in liver cells not involved in the
nodular hyperplasia. Whether this finding is meaningful in terms of the
normal to neoplastic cell transformation must await further study of this
phenomenon.

Porter and Bruni *! in their excellent study of the earliest phase of
3’-Me-DAB carcinogenesis came to the conclusion that the dye or its
derivative destroy liver cells which have differentiated to the level where
they store glycogen. “Hence, in any population of new liver cells arising
in the process of regeneration and repair, those that mature will in time
be destroyed. Only cells which, through mutation, lose the normal
tendency to differentiate for glycogenesis will survive and so will be
selected out for continued growth and proliferation.” #* It will be clear
from the above discussion of our experiments that our suggestions seem
to be diametrically opposed to those of Porter and Bruni.**
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SUMMARY

The liver cells of rats, maintained on a normal diet supplemented
with o.5 per cent DL-ethionine in their water supply, undergo a variety
of nonspecific alterations during the first 4 weeks. Glycogen storage
ceases almost completely and the lobular architecture becomes severely
disorganized as a result of proliferation of ductular cells. Glycogen
storage is resumed in a very few cells after the fourth week. The usual
intracellular “glycogen areas” are not found. Instead, glycogen particles
occur always in intimate relationship to the agranular reticulum. Some
cells develop complex glycogen-membrane arrays which we have re-
ferred to as “glycogen bodies” on the basis of a 3-dimensional recon-
struction. These arrays are unique and have to be distinguished from
other forms of membranous or of membrane-ribosome whorls which are
devoid of glycogen. Since the latter arrays have been found in conditions
other than after the administration of carcinogens, they are regarded as
nonspecific evidence of cell injury.

The resumption of glycogen storage by a few cells, observed between
the 32nd and 1o05th day of ethionine feeding, subsequently becomes a
prominent feature of some cells which participate in the formation of
hyperplastic nodules. The glycogen storing capacity remains in abey-
ance in cells outside the nodules. There is strong presumptive evidence
that neoplasms arise exclusively within the hyperplastic nodules. Hence
reactivation of the glycogen-storing ability in spite of continuing ex-
posure to the carcinogen might indicate that some liver cells acquire a
“resistance” to its action, and that such cells, by their participation in
nodular hyperplasia, might play an important role in the neoplastic
transformation.

ADDENDUM

Since submitting this paper for publication we have noted that
Clementi ™ described single or multiple “fingerprints” (impronta digi-
tale, immagini a vortice) which were devoid of any particles, in 25 per
cent of liver cells in ethionine-fed rats. It is not clear at what stage of
the process these structures developed.
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LEGENDS FOR FIGURES

Unless otherwise stated, micrographs were prepared from sections stained with lead
hydroxide. One g scale is indicated by the line in the right lower corner of the micro-

graphs.

F1c. 1. A perinuclear store of glycogen found in a parenchymal liver cell on the
32nd day of the experiment. Glycogen (GL) appears mainly in the form of
rosettes of particles although occasional solitary particles are also seen. The
entire area is permeated by haphazardly distributed vesicular profiles of the
agranular (smooth-surfaced) endoplasmic reticulum (AR). GR, granular
(rough-surfaced) endoplasmic reticulum; CYT, cytosome; MT, mitochondrion;
NE, nuclear envelope. X 18,000.



Feb., 1964 ETHIONINE INTOXICATION




192 STEINER, MIYAI AND PHILLIPS Vol. 44, No. 2

F1c. 2. The particles in one of the glycogen-membrane arrays, similar to one seen
in Figure 6 at lower magnification. There is uneven “staining” of the particles
of glycogen (GL) and occasional aggregation into rosettes. AR, agranular
reticulum. X 71,680.

F16. 3. A perinuclear glycogen store permeated by vesicles of agranular reticulum
(AR). Relatively large rosettes of particles (heavy arrows) are shown. Com-
pare the marked electron opacity of the glycogen particles with the relatively
less opaque ribosomes seen at the left upper margin of the micrograph immedi-
ately adjacent to the microbody (MB). MT, mitochondria. X 39,690.
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Fic. 4. A large glycogen-studded “fingerprint” occupies a part of the cytoplasm.
The epicenter contains a core of hyaloplasm, a mitochondrion (MT) and
vesicles (V). Most of the glycogen particles are aligned in single rows and show
little tend=ncy to aggregate in rosettes. This figure corresponds to cross section
“A” in Text-figure 1, and probably corresponds to a cross section of the
umbrella of the medusa depicted in Text-figure 2. LYS, lysosome; ER, rough-
surfaced endoplasmic reticulum. X 32.480.
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F1c. 5. A glycogen-studded “fingerprint” occupies a small portion of the cytoplasm.
A mitochondrion (MT) is enclosed in its central part. This “fingerprint”
corresponds to cross section “B” in Text-figure 1, and probably corresponds
to the area of transition from umbrella to tentacles in Text-figure 2. There is
marked electron opacity of the glycogen particles when compared with ribo-
somes both free (RS) and attached to membranes of the rough-surfaced endo-
plasmic reticulum (ER). MB, microbody. X 34,160.
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Fic. 6. An “unpolarized membrane-particle array” occupies part of the cytoplasm
of a parenchymal liver cell. This corresponds to cross section “C” in Text-
figure 1, and probably to a cross section of the upper reaches of the tentacles
in Text-figure 2. The vesicular profiles (V) of the agranular reticulum show a
tendency to become aligned in a circular pattern, encompassing some mito-
chondria. The heavy arrows point to vesicles which contain dense particles in
their lumens. Free (RS) and membrane-bound ribosomes (ER) are small in
comparison with the glycogen particles in the array. MT, mitochondria.
X 34,160.
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7. An “unpolarized membrane-particle array,” the circumference of which is
outlined by heavy arrows, occupies a peripheral location in the cytoplasm.
This area corresponds to cross section “D” in Text-figure 1, and probably cor-
responds to a section through the free ends of the tentacles of the medusa-like
“glycogen body” depicted in Text-figure 2. Most of the particles are solitary
rather than aggregated into rosettes. CT, connective tissue; MVB, micro-
vesicular body; MT, mitochondria. X 34,160.

8a. A perinuclear Golgi zone shows the presence of dense particles in the
cisternae (V). The particles can be clearly distinguished from glycogen particles
since they retain their electron opacity in this “stain.” NC, nucleus. Uranyl
acetate. X 30,780.
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8. The periphery of a parenchymal liver cell is seen in the left upper corner.
Area “A” of the cytoplasm is occupied by a glycogen-studded ‘“‘fingerprint”
which is sectioned partly tangentially and consequently the glycogen particles
between the paired membranes appear more numerous in some areas. Area “B”
shows part of a “fingerprint” whereas area “C” shows a “nonpolarized
membrane-particle array.” These multiple cross sections have led us to the
supposition that they form part of a single “glycogen body.” M, mitochondrion.
X 22,400.

9. An incomplete horseshoe-shaped “fingerprint” lies between closely packed
mitochondria (M). X 25,200.
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F1c. 10. Higher magnification of a “fingerprint” similar to those depicted in
Figures 4 and 5. The epicenter of the body is occupied by a mitochondrion
(MT). Glycogen particles (GL) exhibit uneven “staining” intensity. The arrows
point to ribosomes attached to membranes bounding cisternae of the endo-
plasmic reticulum. Continuities between the ER and the glycogen-studded
agranular reticulum (AR) can be seen in the lower center of the micrograph.
The glycogen particles in the “fingerprint” show little tendency to aggregate in

rosettes. X 49,410.
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Fic. 11. A “fingerprint” occupies part of the cytoplasm of a liver cell. In its
epicenter lie 3 mitochondria (M) and numerous mitochondria surround the
periphery of the “fingerprint.” The heavy arrows point to “glycogen holes”
which result from the “negative staining” of glycogen particles with this “stain.”

V, vacuole. Uranyl acetate. X 34,160.
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Fic. 12. Two adjacent particle-free “fingerprints” (FP, “ellipsoidal bodies”) occupy
part of the cytoplasm of a parenchymal liver cell. Numerous mitochondria
(m) are enclosed within the epicenter of the “fingerprint” on the left. X 17,920.

Fic. 13. A glycogen-studded “fingerprint” (FP) encloses a mitochondrion (1) and
a microbody (2) as well as several vacuoles in its epicenter. X 22,400.

F1c. 14. A tangential section through a “glycogen body” is seen. In this fashion
a compound image of a “fingerprint” and of a “nonpolarized membrane-particle
array” is produced. cm, cell membrane; m, mitochondrion. X 13,300.
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15. The heavy arrows point to two adjacent particle-studded ‘“fingerprints.”
The particles here are identical in size with ribosomes which are found randomly
scattered in the hyaloplasm. Mitochondria (m) are strikingly elongated and
curved around the outside or the inside of the “fingerprints.” There is extreme
prominence of the intramitochondrial opaque granules. X 25,200.

16. Within the cytoplasm of a liver cell are seen two particle-free “finger-
prints.” The membranes which constitute them are not paired and are rather
undulating. Arrow “1” points to a “fingerprint” enclosing mitochondria and
arrow “2” to one enclosing a single microbody. These structures probably
constitute areas of “focal cytoplasmic degradation.” m, mitochondria; er, endo-
plasmic reticulum. X 24,300.
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Fic. 17. The cytoplasm of a parenchymal liver cell contains several ring-shaped
profiles of parallel membranes separated by an intervening dense zone (heavy
arrows). The arrows marked with an asterisk indicate the rarely observed con-
centric layering of such ring structures. MT, mitochondria; ER, endoplasmic
reticulum; RS, ribosomes. X 26,880.
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