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Cell Wall Autolysis in Gram—Positive Bacteria
—with special reference to the physiological role—

Toshihiko Monodane

Department of Microbiology, Kagoshima University
Dental School, Kagoshima 890, Japan

Abstract

It is well-known that cellular autolysis is caused by enzymatic degradation of cell walls,
and the enzyme(s) responsible for the autolysis is indispensable for the growth of bacterial
cells. In fact, however, there are many autolytic-defective bacteria for which we can hardly
observe cellular autolysis.

How can bacteria lacking the indispensable autolytic mechanisms survive and maintain
their existence? Another question is why susceptibilities to autolysis can change during the
growth phase, i.e., from the autolysable log phase cells to the non-autolysable stationary phase
cells. It is strongly suggested that there must be inactivation mechanism(s) of the autolytic
enzymes; which have lost their physiological roles and become rather harmful to the bacteria
themselves.

In accordance with this reasoning, the existence of two kinds or phases of autolytic en-
zymes, “a physiological autolytic enzyme” and “a useless autolytic enzyme,” was assumed.
The former is the indispensable enzyme for bacterial growth, and the latter is the harmful one
which has completed its physiological role and should be inactivated. Autolytic bacteria are
those which can not inactivate the “useless autolytic enzyme” effectively, and autolytic-
defective bacteria are those which have an effective inactivating mechanism for.the “useless
autolytic enzyme.”

Key words
autolysis, physiological role, cell wall, gram-positive bacteria, M. luteus
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Fig. 1. Growth curve of bacteria.
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Fig. 2. Growth cycle of gram-positive monococci.
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Fig. 3. Dependence of cellular autolysis on growth

phase.  The cells harvested at the growth
phase marked with X were incubated in the
autolyzing buffer at 37C. Figures near the
mark “X” show % residual turbidity after a

16 hr incubation.
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Fig. 4. Time course of the development of osmotic
fragility of log phase cells. Log phase
cells were incubated in 1.2 M buffered su-
crose at 37C.  Two aliquots of the suspen-
sions were taken out at various time inter-
vals.  One of them was diluted with 1.2 M
sodium chloride solution ( ----) and the
other was with deionized water ( — ).
Turbidity of both diluted samples was
measured, and the samples were centri-
fuged. The absorbancy of supernatant

fluids was measured at 260 am.
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Fig. 5. Analyses of the terminal groups liberated by
autolysis of the cell walls isolated from the
log phase cells. The cell walls were incu-

bated in the autolyzing buffer at 37C. At

time intervals aliquots were withdrawn to
measure OD550, to determine the reducing
power and to determine N- or C-terminal
amino acids. There was no significant in-
crease in either N-terminal Glu, Gly and
Lys or C-terminal Ala, Glu, Gly and Lys

during the incubation.
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the autolytic enzyme(s).
acetylmuramidase, endo-N-acetylglucosamini-
dase, N-acetylmuramyl-L-alanine amidase and
of endopeptidases, respectively.
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Fig.7. Effect of trypsin on the cellular autolysis and
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cells. Log phase cells were incubated in the
autolyzing buffer with trypsin at 37C . At
time intervals, the turbidity and ultraviolet
absorbancy of the supernatant fluid were
measured.
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Fig.8. Effect of addition of trypsin to the culture Fig. 9. M. luteus 1FO 3333 seen under a scanning
medium on growth curve and autolytic abil- electron microscope. The cells occur sin-
ity. The experimental procedures were the gly, in pairs and in irregular clusters. The
same as those in Fig. 3. newly exposed surfaces of the cells were

smoother than the old surfaces. No discern-
ible morphological changes were observed
on the cells in the culture medium either in
the presence or absence of externally added
trypsin. The bar represents | gm.

Table 1. Chemical compositions and terminal group analyses of cell walls"

Hydrolysis after

—— Hydrolysis - FDNB-treatment Hydrazinolysis
LCW¢! SCwl LCW SCW LCW SCW

Mur 0.88 0.82 0. 68 0.62 — =
GleN 0.99 1.02 0. 84 0. 85 - =
Glu 1. 00 1.00 1. 00 1.00 (1.00] [1.00)
Gly 1,05 1.05 0. 94 0.92 0.95 0.98
Ala 2.00 1.91 1. 56 1.64 0.18 0.14
Lys 0.96 1.13 0.28 0.29 0.41 0.51
Hexose [Glucose) 1.36 1.:21
Phosphorus [Organic] 0.42 0.38
Glu contents®! 0.49 0.52
Yield! 40 36

! Values are expressed in molar ratios to the total glutamic acid residue.
® Other ninhydrin positive materials detected were negligibly small.

< Cell walls prepared from the log phase cells.

¥ Cell walls prepared from the stationary phase cells.

< # mole of glutamic acid per mg of lyophilized cell walls.

7 Yield (mg) of lyophilized cell walls prepared from 1 g of wet cell.
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GUSTATION IN FISH

Takayuki Marui
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Abstract

This report reviews the taste systems of teleosts as ideal animal models to investigate the
neural processing of gustatory and tactile information from peripheral through to higher gusta-
tory centers. An overview of recent physiological studies is mainly focused on to allow a bet-

ter understanding of the sense of taste in fishes. Then, what should be done in this science
field is discussed.

Key words
fish, taste, tactile, amino acids, facial taste system, vagal taste system, somatotopic
arrangement, neuroanatomy, electrophysiology

I. INTRODUCTION

Living action of all animals including man requires a supply of energy, for which they have to obtain
foods from various sources of surroundings by using chemical perceptivity. Vertebrates possess two principle
systems, olfaction and taste, adapted to respond to chemical substances in environments. Although olfaction
is generally termed the “distant” sense and gustation the “contact” sense, with fishes chemical stimuli are
present in the aquaous medium and it is difficult to distinguish between olfactory and gustatory stimuli or to
explain the development of two chemical senses in aqueous vertebrates "=, because taste in fish would
appear to be an important distant sense having behavioral implications* ~®. Fish, olfaction aside, evolve
elaborately their gustatory systems of all vertebrates and are the best endowed for the detection of foods.
Generally the taste sense of animals plays an important role in selection of foods and protection against nox-
ious substances. As well-known, the mode of fish life diversifies in the aquatic environment, which affects
on the structure of the hind brain in relation to fish habits of feeding”~""'. In order to adapt to a specific way
of life, some teleosts, especially Cyprinidae and Siluridae (and Ictaluridae), have an enormous number of
taste buds in the mouth, the palatal organ (only in Cyprinidae), the gill region, and over the whole body
surface' 18, Especially their barbels and lips are densely studded with taste buds'?-'®"'® (Fig.1). The exter-
nal cutaneous chemoreception on fish has close connection with searching, hitting and picking up behavior
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Fig. 1

GUSTATION IN FISH

Scanning electron microscopic micrographs of taste buds on carp.
1. Taste bud distribution on the maxillary barbel.

2. Taste buds on the outer Skin surface.

3. Anterior part of the oral rool.

4. Palatal organ.

5. Lateral view of a taste bud swollen.

6. Detail of the surface of the bud.  The surrounding epithelium exhibits microridges, as well as in 5.

The numbers attached the bars in each micrograph show the scale in g m.
ess on the surface of the bud ; m, microvilli.

Abbreviations : ap, apical proc-

11
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Fig. 2 Schematic dorsal view of the Japanese sea catfish (“Gonzui”) brain is shown, where primary central termi-
nal fields for various cranial nerves are represented.  ( Reformed from T.E. Finger, 1982, reference no.
92.)

in its feeding'?'. Cyprinidae and Siluridae inhabit poorly illuminated ponds and lake bottoms, and rely less
on sight than do other fishes', indicating that the families are prime exponents of such gustatory systems.
Therefore, most gustatory experiments in fish have been performed using these families. Taste buds in fish
are innervated by fibers from the cranial VIIth, IXth, and Xth nerves®~%#'.  According to those peripheral
developments, the primary gustatory centers, the facial, glossopharyngeal and vagal lobes, are enlarged into
prominent features, and better developed than in other fishes. Each lobe serves as the region of primary ter-
mination for one of the three gustatory fibers; facial, glossopharyngeal and vegal nerves. Their central gusta-
tory projections show the cerebral enlargements which have a series of a few dorsal conformations® 2~
the vagal and facial lobes arising from the visceral sensory column®"2!. These lobes are called “the primary
gustatory centers”, the nuclei gustus primus, by C. J. Herrick®. In Fig. 2, schematic dorsal view of the
Japanese sea catfish brain is shown, in which only primary central terminal fields for various cranial nerves,
olfactory, visual, lateral line and taste centers, are represented. Further, there are two major secondary
gustatory nuclei in these species. One, the superior secondary gustatory nucleus (nGS), is situated at the
isthmic region between the optic tectum and cerebellum®'. This secondary nucleus should correspond to the
pontine taste area in mammals®'~3'. The other secondary gustatory nucleus, the inferior secondary gustatory

nucleus, is situated at the medial funicular region of the caudal medulla (the nucleus funicularis medialis,
nFM). The former nucleus receives input from the facial and vegal lobes. The latter does only from the

facial lobe?”-?"%'. Thus, these species serve as ideal animals to study the central relation and connections
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of the gustatory systems™'~%'. However, there were a few report of electrophysiological experiments on their
central mechanisms'~%",

On the other hand, over the past decade, electrophysiological?-3-640 -4 bhiochemical*-*¢' and be-
havioral*!"¥"=% experiments clearly demonstrate that L- « -amino acids are an important class of chemical stim-
uli to the chemosensory systems of fishes, as well as those of numerous aquatic invertebrates®!' =5,
Specific amino acids are suitable, high-affinity ligands for the fish taste receptor, because electrophysiologi-
cal®-132=3 and behavioral™* stimulus thresholds for them in the facial taste systems of a number of dif-
ferent teleosts fortunately approach and occasionally extend below nanomolar stimulus concentrations.
Thus, using such kinds of fishes as experimental models allows us to best use our knowledge in taste phys-
iology.

This report provides an overview of recent physiological and anatomical studies to allow a better under-
standing of the sense of taste in fishes closely associated with that in mammals.

I. TASTE STIMUL! AND CHEMICAL ACUITY

In the 1930's, Hoagland®® recorded mechanoreceptive activity along with the gustatory activity from the
barbel nerve of North American catfish, in which acetic acid, sodium chloride and meat juice evoked barely
appreciable potentials in the facial nerve. The relative response magnitudes might be associated with the di-

TABLE 1. GUSTATORY EFFECTIVENESS AND CONCENTRATION SERIES.

Species Stimulus T(hl‘gih,?,,l‘)j References

1. Catfish L-Ala>L-Arg> Caprio
Ictalurus L-Ser>L--Abu> —8 to —11 1975, 1978,
Punctatus L-GIn>Gly (40, 6)

2. Puffer L-Pro>L-Ala> —5to—6 Hidaka et
Fugu Gly al., 1976.
pardalis (61)

3. Eel L-Arg>Gly> Yoshii et
Anguilla L-Ala>L-Pro> —7to—9 al., 1979
Jjaponica L-Lys (44)

4. Minnow L-Por>L-Lys> Kiyohara
Pesudorasbora L-Ala>L-Arg> -9 to—11 et al., 1980
parva L-CysH (42)

5. Red sea bream L-Ala>Gly> Goh and Tamura,
Chrysophyrys L-Arg>L-Ser> —6to—7 1980.(2)
major L-Lys

6. Mullt L-Arg>L-Lys> Goh and Tamura,
Mugil L-Ala>L-Ser> —6 to—7 1980.(2)
cephalus L-Leu

7. Rainbow trout L-Pro>Bet> Marui et al.,
Salmo L-Hyp>L-Leu> —5to—38 1983.(43)
gairdneri L-Ala

8. Carp L-Pro>L-Ala> Marui et al.,
Cyprinus L-CysH>L-Glu-Na —8 to —10 1983.(3)
carpio Bet

9. Tilapia L-His>L-Arg> Marui et
Tilapia L-Try>L-Ser> —8to—9 al.,
nilotica L-Gln unpublished
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ameter of nerve fibers : the large Gasserian ganglion cells supply the tactile receptors and small size of the
geniculate ganglion cells send axons to taste buds. Since then, there are a number of reports concerning fish
taste physiology. However, most investigations had been performed by using the classical taste stimuli until
Caprio*' found with electrophysiological techniques that the taste system of the channel catfish is sensitive
to extremely dilute concentrations of amino acids ( < 10~°M). After the report on the catfish taste,
taste systems of many fishes? 34 ~#' were shown to parallel that of the catfish taste sensitivity to amino
acids. Being highly responsive to amino acids allows the determination of the molecular characteristics re-
quired for stimulatory effectiveness, which is an advantage of gustatory receptors of fish. Electrophysiolog-
ical recordings from the taste system of fishes support the contention that the amino acid spectrum is highly
species—specific across species tested so far (Table I). Gustatory effectiveness of basic or acidic amino
acids is strongly dependent on species, suggesting species differences of receptor sites?-*. Generally, taste
responses to amino acids for fish were highly stereospecific ; the L-isomer of an amino acid was stimulatory,
but the enantiomer was not (Fig. 3 ). The gustatory receptors were responsive to amino acids containing 3
to 4 carbon atoms having unbranched and uncharged side chains (Fig. 4 ). Further, it seems that « -amino
group and « -hydrogen were essential for maximal effectiveness, and that ionically charged primary carboxyl
group was generally unnecessary for a maximal receptor response (Fig. 5 ). Representative examples as
mentioned above for the carp taste system are shown in Figs.3, 4 and 5. Consequently, the effectiveness
of an amino acid molecule depends on its size, the arrangement of its atoms and the chemical properties of
substituents in the side chain®-¢-57,

As to the possible reasons why amino acids are potent chemosensory stimuli to fish, it is conceivable that
those chemicals serve as a source for orientation to potential food organisms. However, the integrated facial

LY

n

Ala Pro CysH

D-form W Wpfh W

—1 - S [ I

Fig. 3 Typical integrated responses upon stimulation of gustatory receptors with amino acids, showing that L-
isomer of an amino acid is stimulatory, but its antiomer is ineffective.  The results indicate that the re-
ceptors involved possess a corresponding chirality.
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Gly Ala CysH o-Abu Norval Met Norleu

Fig. 4 The carp gustatory receptors are stimulated best by amino acids containing 3 to 4 carbon atoms and having
unbranched and uncharged side chains.

oA A

Ala Ala-OMe N-Ac-Ala
Gly Gly-OMe

i N\«

Pro Pro-OMe N-Ac-Pro

Fig. 5 Effects on gustatory neural responses due to structural changes in amino acids.  Esterification of the pri-
mary carboxyl group resulted in little change in response magnitudes. However, replacements of the a -
amino group significantly reduced the taste responses.
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taste activity of some fishes* %' is greater to carboxylic acids than to amino acids, and the concentration-
response curves for some carboxylic acids were steeper than for the corresponding amino acid with increases
in concentration (unpublished data in carp). Therefore, further attempts are desirable to know what chemic-
al is the most adequate stimulus. On the other hand, it has been shown that certain mixtures of L-amino
acids or extracts of prey animals were stimulatory in experimentally eliciting feeding behavior, while indi-
vidual components of mixtures or extracts were inactive or weak stimulants®-*®. Also, for some fish, there
is evidence that amino acids and betaine interacted synergistically to elecit feeding behavior-#8'_ Syner-
gistic effects were obtained with a mixture of betaine plus amino acids for the gustatory system with elec-
trophysiological techniques?:#"5-8)_ Since betaine and some amino acids are contained in the extracts of
prey animals, it is likely that betaine acts strongly as a feeding stimulant in conjunction with L-amino
acids. Although most effective chemicals for the taste system in fishes are of lower molecular weight as
amino acids, the mixtures like food extracts show highly stimulatory effectiveness for the system®.

II. TASTE PATHWAYS

C. ]. Herrick®:5? confirmed essentially the primary afferent projections of the VIth, [th nerves in fish.
During the past decade, the primary and secondary gustatory connections of the facial and vegal taste sys-
tems in fish have precisely been reported by new anatomical neural tracing methods?' 3", According to Fin-
ger®, the sensory and recurrence roots of the facial nerve of the catfish (Ictalurus nebulosus and I natalis)
project together to the facial lobe via the anterior ganglion. Terminal degeneration of the sensory roots of
the carp?®’ and the crucian carp?’ was exclusively in the ipsilateral half of the facial lobe forming the so-
called tuberculum impar?-*', but differing from the catfish, the two roots of the carp and crucian carp enter
the brainstem separately. In Siluridae (Ictaluridae), the facial lobes are paired structures with fiber fascicles
dividing each lobe into several lobules®"%"%' which means more developed manner of the primary gustatory
nucleus. The topographic organization of the facial lobe to each of the body regions have been reported in
the catfish®"%"3"' and goldfish® as presented in the carp*’*'. Taste and touch neurons in the medio-anterior
part of the lobe in the carp are arranged, from dorsal to ventral, in order of head, upper jaw and upper lip,
and those in the latero-posterior part are in the order of fin, gill-cover, lower jaw, barbels, and lower lip
(Fig. 6 ). It has been revealed with electrophysiological techniques that taste and tactile neurons in the fa-
cial lobes of channel catfish were organized in a somatotopic manner® as well. These results confirm the
anatomical reports of their lobes?'~*'. The secondary taste neurons in these fishes tend to be arranged gener-
ally in the more dorsal regions of the tactile sensitive areas of the facial lobe. In Fig.7, typical gustatory
unitary discharges in the facial lobe of the channel catfish are shown. The secondary gustatory neurons in
the facial lobe responded with highest frequency to L-alanine or L-arginine applied to taste buds along the
external body surface (Fig. 7 ), which is similar to that obtained from the peripheral neurons in the same
species®*®, However, there are some discrepancies among their somatotopic arrangements of these species.
Although these descrepancies may be due to a real species difference or may merely reflect a difference in
techniques, the differences of somatotopic manner within the facial lobe might be dependent on a develop-
mental (specialized) degree of their gustatory centers. On the other hand, there is only one report concern-
ing somatotopy and characteristics of visceral neurons in the vegal lobe of the channel catfish®"®'. The
majority of the units observed in the vagal lobe were excited by mechanical stimulation and taste activity
was generally restricted to the superficial region (<600 x m deep) of the lobe. Vagal unit responses to
mechanical stimulation of the oral epithelium revealed that the anteroposterior axis of each lateral half of the
oral cavity is represented ipsilaterally in an anterior to posterior direction in the vagal lobes. Specific struc-
tures, such as the palatal organ, gill arches and tongue region, are represented in somewhat diffuse and
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+ Gill-cover

Fig. 6 Localization of taste and tactile neurons in the facial lobe and their topographical relation.
A: dorsal view of the facial lobe with 30 inserted electrode points,  B: saggital sections of one-half facial
lobe at a, b, c, and d levels being at intervals of 0.25mm.  Small closed circles indicate touch respond-
ing points in the lobe and large circles indicate taste points.  C: division of the face with different marks.

D : distribution of the 5 areas in the facial lobe. ~ The marked regions.correspond to those in the face.

(10"M) »

0.5seclimv

Fig. 7 Taste responses in a neuron of the facial lobe of the channel catfish to 10*M amino acids.  This unit re-
sponded with highest frequency to L-Ala‘and L-Arg-HCl among several amino acids tested.
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overlapping domains. Thus, the vagal lobe preserves, in general, the spatial organization and electrophys-
iological nature of the visceral sensory input, as observed in the facial lobe of the same species®.

From the facial lobe and the vagal lobe in siluroids and cyprinoids, a path made up of the axons of the
secondary gustatory cells, runs ventralward and ascends ventral and medial to the descending root of the
trigeminus® ~3. As the secondary gustatory tract approaches the rostral end of the medulla, the tract breaks
up into a number of fascicles, turns medially and enters the superior secondary gustatory nucleus
(nGS)#28.3! It has been revealed with anatomical®-#-3 and electrophysiological® techniques that the
ascending secondary gustatory tract from the facial lobe projects bilaterally to the nGS%'~2!3).6 ip agree-
ment with the description by Ariens-Kappers®'. Judging from the extent of responses obtained electrophys-
iologically, projections of the ascending secondary gustatory or tactile axons to the nGS were ipsilateral,
contralateral or bilateral. Most neurons in the nGS responded only-to mechanical stimulation such as strok-
ing the skin surface with a small brush or a galss probe, or with flowing water. The taste neurons were lo-
cated in the tactile sensitive areas and approximately 95% of them gave tactile responses as in the facial
lobe®' of the same species. A segregation of the facial taste system from the vagal one in the nGS was re-
ported in these fishes®*#"-% i is also noted in the catfish by the anatomical observations that some degree
of somatotopy exist in the second order projection to the nGS, because the vagal lobe projects most heavily
to the lateral portion of the nGS and the facial lobe to more medial regions® (Marui, Kanwal and Caprio,
unpublished on the Japanese sea catfish). In the carp, some degree of somatotopy was confirmed in the
nGS®, but a separation of terminal areas between the facial and the glossopharyngeal-vagal taste systems,
which was also found in the crucian carp?”’, was not clarified in the electrophysiological experiments of the
carp®'. The topographical relation to each of the body regions in the nGS was ambiguous because of their
wide receptive fields. The receptive fields were organized such that the most anterior fields are found in the
most ventral portion of the nGS in the same manner as in the facial lobe. The size of the area of tactile
sensitive neurons in ithmic region is about 6 mm wide, 1mm long in front and rear, and 3 mm deep, while that
of taste responsive neurons is about 2mm deep centered within the tactile area®™'. However, the precise con-
struction of the nGS in the carp is not appeared yet but Herrick's description®’.

The tertiary gustatory tract projects ipsilaterally to the necleus glomerulosus and the nucleus diffusus lobi
inferioris of the diencephalon®-%2".6 which might correspond to the tertiary gustatory nucleus.
However, there is no agreement with the terminology of the tahlamic regions in fish among investigators.
Nobody either reported about the tertiary gustatory nucleus with electrophysiological techniques so far.

The descending secondary gustatory tract from the facial lobe is closely related to the trigeminal complex.
This tract projects mostly to the nucleus of the spinal trigeminal tract and sparsely to the nFM®"2762),
However, there is no projections to these regions from the vagal lobe in the catfish®'. The descending pro-
jections from the vagal lobe were recognized to occur to the nucleus commissure of Cajal and so on. It is
indicated by Herrick® that terminations of the secondary descending visceral tract were recognized within
both lateral and medial funicular nuclei in the carp and Ameiurus ( =Ictalurus), and these nuclei are regarded
as gustatory-tactile correlation centers. Actually, tactile responses can easily be recorded there, where the
latencies obtained by electrical stimulation to the peripheral receptive fields show rather short : i.e. the tac-
tile information may terminate to the funicular regions directly through the trigeminal root (Marui, unpub-
lished data). The two components concerning the gustatory sense, facial and vagal gustatory system, are
dissociable and parallel within the vertebrate central nervous system?®. The former system is to be used for
food selection and the latter is to be involved in swallowing®, which confirms the earlier findings by Atema'®.
It was also demonstrated by neural tracing methods®' ** that the primary gustatory nucleus for the facial sys-
tem projects to the reticular formation and to trigeminal nuclei other than the main gustatory tract, and the
nucleus for the vagal taste system does to the motor neurons (nucleus ambiguus) mediating swallowing. The
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Fig. 8 Schematic diagram of a dorsal view of the
catfish brain, showing the central fiber con-
nections of the different gustatory centers.
Solid lines represent ascending gustatory
pathways from the facial and vagal lobes,
and broken lines show descending gustatory
pathways to the two lobes.  Abbreviations:
FL, facial lobe; nF, funicular nuclei: nGS,
secondary gustatory nucleus; nLB, nucleus
lobobulbaris; npT, pretectal nucleus; nTp,
posterior thalamic nucleus; Tel, lencephalon;

TeO, optic tectum; VL, vagal lobe.

whole projections of the gustatory systems of the Japanese sea catfish are simply summarized in Fig. 8,
schematically showing different brainstem connections. Further neurophysiological experimental works will
be necessary in parallel with anatomically neural tracing to test and confirm these taste pathways in detail.

V. TACTILE INPUT TO THE GUSTATORY NUCLEI

It is believed that certain fishes developing their external gustatory system find their foods ordinarily by
the simultaneous use of taste and touch:#62, In fish, the trigeminal and facial nerve components are in-
timately complexed peripherally as mentioned before so that it is difficult to discriminate one from the other,
anatomically and functionally. However, the two senses belong to entirely different system of neurons,
visceral and somatosensory, respectively. Thus, it becomes of great interest to solve a question of their con-
nections. The lips, barbels and other facial skin of fish are highly sensitive to chemical and tactile stim-
ulation*¥-59-6" =% Functional properties of mechanoreception in the carp and the channel catfish coincided
with those of barbel mechanoreceptors in catfish, Ictalurus nebulosus ™ and Plotosus anguillaris ™. Position
type neurons responded to a slight bend a more distal point on the barbel, so it is considered to be involved
in stretch-sensitive receptors as in the catfish. This might indicate the connection for reflex movements of
barbels. It is well-known that these regions are controlled by the cranial Vth and VIIth nerves. Taste buds on
the facial skin surface have been thought to be innervated by the latter®®"?* and the former is regarded as a
tactile nerve carrying impulses from the same regions as innervated by the facial nerve®. Clarification is
needed as to where and in what way the taste and tactile messages from the outer skin come into physiologi-
cal relation to facilitate the ordinarily reflex feeding movements of fish. Several attempts were also made to
shed light on the properties of the tactile input and tactile pathways®'.
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Fujiya and Bardach™considered that taste cells in the yellow bullhead, Ictalurus natalis, are sensitive to
very light touch. Electrical responses of the facial nerve induced by tactile stimulation of the facial skin
have been reported in catfish®"™, carp®"" and salmon™. It is unlikely that the taste fibers themselves of
the facial nerve carry impulses of tactile sensation, since Johnstone™ reported in an anatomical study in fish
that the facialis contains general tactile fibers, apart from the taste fibers. There was also an electrophys-
iological study in the puffer, Fugu paradalis®which showed that taste messages from the facial regions are
transmitted by the communis only and tactile ones by the trigeminus mainly. The communis root does admit-
tedly contain a small amount of tactile fibers. The sensory part of the trigeminus is regarded exclusively as a
tactile nerve by Herrick®. Primary nerve cell bodies are densely distributed among axon bundles in cat-
fish™ and carp®'. Therefore, it was easily possible to obtain electrical activities of primary neurons in fish
by tactile and taste stimulation with the microelectrode techniques. The electrical amplitude of the trigemi-
nus is 10 times higher than that of the other primary nerves®'. This may be attributed to a mixture of large
and small cells originating from the Gasserian ganglion, while the geniculate is composed of small
ones®" .7 Therefore, the spikes evoked by mechanical stimulation are easily obtained as rather large re-
sponses from the trigeminofacial complex nerve under the metal hook electrode techniques. Tactile re-
sponses have been reported in the facial lobes of catfish®™3", carp*"-*' and goldfish®. Unit discharges in
the facial lobe of catfish are generally situated at a depth of 0.5—3.2mm. This range agrees with the results
in the carp*'-**' and in the channel catfish®*' in which taste and tactile areas in the lobe were found at an aver-
age depth of 0.4—3. 2um below the surface. The sensory trigeminus root, upon entering the oblongata, turns
caudal to constitute the spinal V tract?.%271.30.62.80  There is no chief sensory nucleus at the level of en-
trance of the nerve*’# and the funicular nucleus has been regarded as a tactile center in fish®®"%' The laten-
cy measurements of the tactile units obtained from nFM with electrical stimulation suggest mono-synaptic
pass to this area (Marui, unpublished). Although purely taste loci were found in the facial lobe of the carp,
almost all taste sensitive areas gave tactile responses®"*'. It has been considered that crossmodal responses
were attributed to convergences of neural input in the central nervous system. Luiten?*' verified by means of
the technique of anterograde axon degeneration in the carp that the trigeminal fibers terminate in several
areas of the brain, not in distinct areas. Bimodal responses in the facial lobe are consistent with the anatom-
ical findings that the solitary nucleus in rat® and cat®® receives trigeminal fibers, and the facial lobe of cat-
fish, Ameiurus nebulosus, receives trigeminal collaterals from fibers passing to the spinal V nucleus®. Re-
cently, it is revealed with neural tracing methods of HRP (horseradish peroxidase) that in the Japanese sea
catfish, some part of the trigeminal root passing to the spinal V nucleus turn medially towards the facial lobe
and then terminate directly in the lobe, which may be collaterals®. These anatomical findings support the
observation that the facial lobes of the carp and the channel catfish fit in with the somatotopic arrangement
of the tactile nuclei of trigemenal medullary components®*'~%'. Therefore, there must be a fibrous connection
between the spinal V tract and facial lobe to correlate the diverse modalities. The facial lobe of fishes, then,
is conceivable to be a primary center not only for the gustatory root of the VIIth nerve but also for the tactile
root of the Vth nerve, and must be an important correlation station for simple short reflexes. Although laten-
cy measured by electrical stimulation of the end organs is not equivalent to stimulation of the nerves, the re-
sults of the two methods agree®. The latencies obtained in the carp® of up to 59 msec (Fig.9) are larger
than Biedenbach's®” observation in the catfish, in which latencies of the facial lobe neurons were of 4 —34
msec. The long latencies of electrically driven neurons suggest that some tactile input from the trigeminal
root might project to the facial lobe via multisynaptic path. This supports partly the anatomical finding that
direct fibers from the descending root of the trigeminus also pass into the deeper portion of the facial lobe™
and thus are correlated with tactile and gustatory impulses from homologus body regions.

The superior secondary gustatory nucleus of the carp is situated in the dorsal isthmic region?-23.69 which
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Fig. 9 The latency measurements in several regions of the brainstem of the carp by electrical stimulation to the
trigeminofacial complex nerves at the base of a mandible barbel.  The right graph shows distribution of
latencies of evoked potentials measured in the facial lobe tactile neurons; 20 neurons evoked by clectrical
stimulation to the trigemino-facial complex nerves.

Abbreviations: {. 1. facial lobe; f. n, funicular nuclei; N. M, facial nerve.

is in front of motor nucleus of the trigeminal nerve and is in synaptic relation with this nucleus through the
dendrites of motor neurons of the trigeminal nerve. This might be related to the extent of the tactile input in
the isthmic region®™. The bimodal chemosensitive neurons converged by other inputs in the facial lobe may
reflect on the tertiary gustatory neurons.

V. BEHAVIORAL IMPLICATIONS

A number of studies have shown dexterously that amino acids acting singly and in combination elicit feed-
ing behavior in fishes® ~#'. Behavioral and electrophysiological results available for comparison indicaie
considerable overlap between effective gustatory stimuli determined for the channel catfish®*"', the sea
bream®’, eel*-#' and puffer® (Table II). However, in the rainbow trout, the results obtained by both
methods make us confusing. L-proline, which was in highest concentration in the synthetic squid extract,
was inactive as feeding stimulant®®, but was a highly stimulatory taste chemicals with electrophysiological
test*®; lysine, tyrosine and histidine were inactive physiological stimuli (Table II). Therefore, it is risky to
apply the electrophysiological data to behavioral bioassay in a hurry ; i. e. there is a possibility that olfaction
may relate to the eliciting feeding behavior, because both gustatory and olfactory systems are capable of de-
tecting amino acids!-*", Behavioral experiment is very important to the fish chemosensory field in con-
firming earlier information obtained electrophysiologically on amino acid sensitivity of the other fishes.
Accmoplishment of behavioral evaluation for stimulatory chemicals obtained from electrophysiological inves-
tigations could provide valuable insights and speculations into the difference and similarity of the effective-
ness between results from both experimental procedures. Then, definitive statements concerning the correla-
tions of both behavioral and physiological results should be made after accumulation of such data in numer-
ous other species. If not so, our objectives will be misled to out of the truth. Thus, further experiments are
required to determine if the gustatory sense is involved primarily in eliciting feeding behavior. Details con-
cerning the role of gustation in feeding behavior should be refered to other reviewss' %",
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TABLE [I. POTENT AMINO ACIDS DETERMINED BY ELECTROPHYSIOLOGY
AND BEHAVIOR.

Species Electrophysiology Feeding Behavior
1. Channel catfish Ala, Arg, Pros Arg, CysH, Metb
( Ictalurus punctatus )
2. Eel Arg, Gly, Ala,c Arg, Ala, Glyd
( Anguilla japonica ) Pro
3. Puffer Gly, Pro, Bet,¢ Pro, Bet, Ala,f
( Fugu pardalis ) Ala Gly
4. Rainbow trout Pro, Hyp, Leu,t ( Tyr, Phe & His )b
( Salmo gairdneri ) Ala or ( Tyr, Phe & Lys)
5. Sea bream Ala, Gly, Arg,i Ala, Gly, Seri
( Chrysophyrys major ) Ser
. Caprio, 1975(40) . Hidaka et al., 1976(61) i. Goh & Tamura, 1980(2)
. Holland & Teeter, 1981(47) . Hidaka et al., 1978(50) j. Goh & Tamura, 1980(41)

. Yoshii et al., 1979(44)
. Hashimoto et al., 1968(84)

. Marui et al., 1983(43)
. Adron & Mackie, 1978(58)

a0 oo
5| o= 0

V. GENERAL DISCUSSION

The objectives of our research are to obtain the critical information needed for describing how taste quality
and quantity are represented in the peripheral nerves and to know how these neural inputs are processed in
the taste centers of the brain. However, due to the complexity and time-consuming nature of these objec-
tives, it has the advantage of improving the efficiency of the taste research that specific aims should be fo-
cused on some organisms specializing gustatory systems. Then the general meaning of the results obtained is
to be drawn for our better understandings of the research. On the other hand, there is another difficulty in
making rapid progress of the taste physiology. Differing from the other senses like vision or audition, no
continuum of the stimulant for the chemical senses is found, which throws us into confusion. The significant
parameters of the stimulus in the chemical senses are not understood yet, although a certain parameter is
confirmed in the other senses like wavelength in the visual sense. Nevertheless, it is quite possible to come
to considerable understanding of the neural message without knowledge about the significant aspects of the
taste stimulus.

Indeed it appears to be many difficulties in the field of chemical senses, but specific advantages for using
fishes as the appropriate model for the taste research include :

(1) In certain fishes such as catfishes, the quantity and distribution of taste buds have increased and facially
innervated extraoral taste buds are found on lips, head, barbels, fins, and flank'?"",

(2) Peripheral taste neurons are easily separated into small bundles in which highly responsive and durable
idividual taste fibers can be easily isolated and studied electrophysiologically.

(3) In the taste system of fish, amino acids are known to be highly stimulatory and behaviorally relevant
compounds.

(4) Since the gustatory brainstem nuclei and other higher taste centers are specialized and consequently en-
larged, electrophysiological investigations are readily accessible.

(5) Somatotopic and overlapping taste-tactile neural maps of the external body surface (facial taste system)
and oro-pharyngeal regions (glossopharyngeal-vagal taste system) onto medullary taste nuclei are known
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are an aid in quickly difining chemosensory receptive fields.

Teleosts are probably the best developed of all vertebrates for detecting chemicals in their surroundings,
using at least three different chemosensory systems (olfaction, gustation and the common chemical sense).
They can indentify chemical compounds in their environment with such chemosensory systems. At present,
gustation is thought to have a close relationship to fish feeding behavior, the relative importance of olfaction
pay primarily be related to conspecific chemical communication concerning social behavior, and the com-
mon chemical sense detects the presence and location of various chemicals like noxious substances.

Problems concerning processing of the taste information in the central nervous system are as follows:

(1) What is a pathway for reflex movements of the lips, barbels, tongue, jaws, gills and pharynx in re-
sponse to gustatory stimulation ?

(2) How does the taste pathway come into relation with the most complex reflexes of which the fish is capa-
ble ?

(3) What are the roles of different cell types®' of gustatory nuclei ?

(4) How are connections among gustatory nuclei constructed anatomically and functionally ?

(5) How does the tactile information via the trigeminus play a role with the gustatory one via the facialis in
feeding behavior ?

Thus, experiments should be planned at first to answer following questions concerning the processing of
amino acid taste information across peripheral, medullary, pontine, thalamic and telencephalic levels of neu-
ral organization.

(1) Do taste sensitive neurons that respond with highest frequency to certain amino acids belong to distinct
classes at each synaptic level ?

(2) Is taste input to taste nuclei of the brain modified by synaptic processing ?  If so, how ?

(3) How prevalent are bimodal (taste and tactile) units at all synaptic levels ? Is there evidence for taste-
tactile interaction ?

(4) Is there evidence for taste vs the other senses interaction in these taste pathway?

These experimental protocols are to be performed with both neuroanatomical and neurophysiological tech-
niques, which might provide the basic concepts of the neural structures on taste pathways and processing of
taste information in vertebrates including man.
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Deep dentinal caries and microorganisms

Shigetaka Nagaoka, Hong-Jih Liu

Department of Operative Dentistry and Endodontology,
Kagoshima University Dental School, Kagoshima 890, Japan

Abstract

Compared to our understanding of coronal plaque, less is known about the microbiology and
the biochemistry of deep dentinal caries. It seems to be very important to clarify the bacteria
at the advancing front of the caries process and the pulpal effect of the bacterial components.
This study was designed to assess the ability of the oral microorganisms to induce dentinal
caries by using in vitro system. In essence, the results of this study suggest that Lactobacillus
caset strain PSR 3002, Streptococcus mutans strain 6715, and clinically isolated strain L. casei
have capacity to invade into the exposed dentinal tubules. This ingrowth capacity, however,
seemed to be mild in this experimental system. Therefore, future research will be taken to
assess the bacterial ingrowth capacity for long incubation time.

Key words

deep dentinal caries, bacteria ,dentinal tubules, dental pulp

I. BUSIC

WA, S thORERIZEEY 5 ERNTTI R A 2R I
BUIEEHIZ, MocEME ST 280 BICo
WTiE, PEDSELDIENHESMITE>TEL, L
ML, HEREORNBICAIEL, Z0ETPc
KELBHERIILTVS BN SHABEOEEPY

RiIZo20TE, FEFRWHLEAPBELERINTNWS,

IhETCOHEKITL B E, Lactobacillus, Streptococ-
cus B £ O Actinomyces IR T 5 KEE®, £ DXk
BIED 7 7 LB &5, TR BRFHEL HHKRH
EhTW3, BHTYH, borEdbFELHEBTRIHENT
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WADIE Lactobacillus T#H 5, t2& %L Edwardsson!!
DBETIX, BRBOWI/3D S Lactobacillus H57#E
AEINTWVWABD, hiZlk~T Streptococcus %
Actinomyces DIRHBIZZE L <EL 1HIc b 220,
—%, BEBOTI—shmrsiE, ChEEde
Streptococcus WERIZIRIB & N, Lactobacillus ¥ Acti-
nomyces 1XFEWITEWVIEBTUARB S h/ianey o
EBDPTVB, LID->THIEROZ D& 4%
B sHThH, FEHMBFENG, EERDT T -
IS ISEBNIC B ORES>BETICIHY, 22
TI& Streptococcus LIV OHHH, 5 MhoMEfTICHES
b EBLTOLAIHEESAE N,

SHFHE kL, TACHRBLTEIHEHRS, &
LICHIEO L ORFERFICL-To&E Bl aNB
2, TCRBRAOMETHD, UL, FORED A
AZXAZOVWTIERBREFALZ WV, bhbhidl
hETHIEM, RTFHED MBS, SHEBARRIEICH
12 5—HOBBERTT 5101, WL DL OERH
MEAT-TERY, ETHRBTI, 2055
LiEDOWTER, Hpbd THRITITORATNEZ DN
HOPIEORTBICOVWTHNT 5,

I. 3885 s8R FHADHEEE

SHHE S MOMST - WO A H = XL EHB 12D
i3, £FHORAIER, T4 bRFED MORIELR
KB HHEROEELZ WL LENH D, FiRL L
Edwardsson" &, RFHE 5 MZ 3 2 8RE (464)
EhEik, ZOREBERARN T cBEREOH BN,
SERBICHG TEICER LR L., COFEIC LR
i, BRONCEIERENHNE IS - 8, S BIRE
DRFEHEND &I D, COEBLITH 1 5 HMER
D5y - FIE DR % Table 1 IZ/R U 2o Lactobacil-
lus 15 RO /BICRHENTH-EHEHTH
B, 2VTT 7 LBHEOESHRNED LURREEL L
T Arachnia, Bifidobacterium, Eubacterium, Propionibact-
erium, B & U Actinomyces WU E N T W5, Rothia
R Bacillus BRI TOWDEN, Thsidndh
1%tz ien, 77 LB OBRE T & 5 Strep-
tococcus IBOHBLRIE = & TIHEL, KB WTED
Tl A PERE LS RLH>TWVS, &
DFERIL, I HBRFHORERY, @HEEEETSH
ZHEOMTHEVBOLIEFT LD 25HRARETICH
BIEEDILTRBTBHDLEENVR LS, BE, £
DEFTORIVLOPDOURTH, ZhEZIFRERD

Table 1 Organisms isolated from deep dentinal
caries
Organisms Mean Range
Gram positive anaerobic rods 44 0-100
Arachnia sp. 12
Bifidobacterium sp. 9
Eubacterium sp.
Propionibacterium sp. 11
Gram positive facultative anaerobic rods 38 0-100
Actinomyces sp. 5
Lactobacillus sp. 33
Gram positive anaerobic cocci 7 0-100
Streptococcus sp. 7
Gram positive facultative anaerobic cocci 6 0-100
Streptococcus sp. 6

( Modified from Edwardsson, S.: Bacteriological studies on
deep areas of carious dentine. Odotol. Revy 25 : Suppl. 32,
1-143, 1974)

BRMRENATNBE, ZOEMPENFEIIRL S
5, Lactobacillus % 5 fhBEFEHNICBI 5b-& LB
BOEBELTHITTOLHRIREND B H2h e
hd., bhibhd, BFlOr b OERS R FEAN»
& Lactobacillus casei X° Streptococcus mutans 13 & W <
D OEME S FEL .

WTFhICE &, SO&DICHERS MBFENOME
%S, MEMOZIhED L DRE - TEIWEHEL
HEDBTOBEIENULEWICHSMICE>TE, L
-2 THH%IE, BRELVLUEAMITEL DL MEM
ERRE ULHIRY, —EOBBHREUS & & S8k
EHEIThhANENHAH, CNETORETIE
ML D{RBBBEAEH—SNTWEYL, 2OF—
FHBELLBIZUIN-T, BFEHSHBIEANICH
H5HFEBOEESL, 3510135 MoETRIEICHE T
50 bW 3 pioneer bacteria DEIES, $&V 4
EHEILE > T B bDEBbNh S, BAKBOKKA
WEHHIWMARIME, TTREIV>EHRAAKE
KEEL, B DFSNIBBREZEAHLTWS DS
ThH5bH,

M. invitro (Cb 28 FESHOHR

BRIO &S IZBUETIR, IMRERD L, T Strep
tococcus mutans 8D P & L T h» B8 13
EMNTH B, —FH, ZhITH~T, Lactobacillus Hi5>
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EOPRICHEE T 2 RENIFERFITNIVETIERY
Z0, LhL, chE COESIBETEAICSH T
ZRUERTHBRY, RTFEMOETIIBLT
Lactobacillus IR 125 %&1E, SHFLHMEERN
EBRbh3s,

ZIThhbhit, 2HOOBBEZEO Lhd >,
= @ Lactobacillus & WL S hOHEB2RT, 7
NSORFEOMFEREOFEEL, ALHICBHx ¢
RRFHAEANDOZMHOBAREL VHMEICLIZD,
e, HLEMIcERD LIz L, TR
T DEBREHRNEED LD BRETTH-Eb
<HIBRARALD Bh, £1BUREEE2BDS 50 %
BRB1HDOERTH S,

A. E#l (dentin block) D{ERE

HEHCEERNHEBCHla Nz FOR2 8
LZNEARERVE, ChHsDOW%, Fig. 1ITRLT
& EEBICHBREN LEHiZRE LD b, /55
TAVT v I ATIOHDEHH LI, DLW THBED
2RO TEFRAICETS /v F AN, 2O
2y FICiB - TEZEIN L TR TS OMETTE % BiH
¥t BB, ThS DRMEIXTXTEENICIT- 12,

. Exposed dentinal surface
ral N by the fracture

Notch

M Dentinal tubule

~Paraffin wax

Fig. 1 Schematic representation of dentin block

B. B&R&MH

A, ICHARIZFETIERK L 12 dentin block % #E
Licds, ¥4 7Y a— M EdbCRIERL T,
block DEEIREAR A TVBH I &L ERBEE LI,
WT, ZhsDEH dentin block 2#B.H.I. 7u—2x
KAQh, s0shERE/REREZEL RO
L. casei DGR SR Z B U 12, B3321HM, 37C

Table 2 Culture conditions of dentin block associ-
ated with clinically isolated strain of L.
caset

Experimental Exchange of Aerobic{+) or

Group 0.5% Sucrose culture medium  Anaerobic(¥)
A + + *
B + - *
C + + *
D + - *
E - + *
F - - *
G - + *
H - - *

T{To12h8, ZDEETable2 IRLI &S BHIE
HeTE 8B DERBER T . ERIAMS, &F
2N TiBMHRO pH O LSEHZHEL, BE
REDBVITE>TEDHEISENYPEST L EINE
BT, FREBRKT (21R) B, EAREBE
(SEM) & RBECHIERNOEDORA DT ELHX D
BEsE2BELL,

FOR/E, BMICA 70— XE2MA L ER(A~D)
BOFGRE pH 384.3, MAxhr->1(E~H)B
DEGME 5. 2T, TR ATLIKER/TOR
B)OHERIFHIEETH DN EI PO, i
D pH OB TICE > EEERIFE LN LMD
Motz (Table3), chidEEMICAITa— A %M
B2tk T, BEORBBIBICHIBZIAINF—
BELTOORMSEZ 2 bEEL NS, HEE

Table 3 Degree of decalcification and bacterial in-
vation of dentin block

Experimental o Bacterial Final pH of
Decalcification ]
Group invasion Culture broth
A + + 4.27
B + - 424
C ++ + 4.30
D ++ - 4.25
E + + 5.19
F + - 5.15
G + + 5.21
H + - 5.26
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AR T, BRI 4~ T QSR TR 4 OFIE TR
ot FHENNOEORAL, —EOHET
HKEWRO DS S N AR (A, C, E, G) #
TlTANTCIC@Eoen N, EH®R (B, D, F, H)
BHoiERcBEcic{ WwkdTch-7 (Fig. 2,
Table 3 ),

Fig. 2

SEM of the longitudinally fractured tubules.

Clinically isolated strain of L. casei are present

in the dentinal tubules: experimental group; C.
x5, 440.

Liz-> T EOfER, S, COFEBRRICETLS
BELLEBRERRGF 20O EEZALNILOT,
DVTTRRISENS &) AFERIZHD Doz T b,
Lactobacillus casei O PEHEFE T & 4 PSR3002 K (DL~
L. casei PSR 3002 & W) &, {NEAY 72 CUEHITE o £t
¥ T & % Streptococcus mutans 67158k (LU F S, mutans
6715 B5) &5 L O Staphylococcus aureus 209P ¥k (LLF
S. aureus 209P L), & HI23 XD L. casei DEIKSY
AT, s OO RS hifEiEO (]
M JEMEE, ARSI s, BRI S & O Y
TEMANzZ &R BH21HM, 37T, HREEN (10%
CO:2, 10%H:, 80%N:) FTiTL, L TIFE T3
A& itho—% 77 AgE L CHIKETHH
ERMEE L, ook &EIFICE O pH & #lE
L, #Dd& &, O 008D 5 frif i B & i L /2,
FEFERL T (21H) 4, Kb/ 5 dentin block %L 0
HU, Mz L VSEMB L OEEAOEEAR % {ER L
o UTFICAEBTASNIEREZTRS,

C. EHMEOBELRE
Fig. 31, MLz &EHEBIZS o 2REPEEGED

3 6 9 12 15 18 21
Incubation time (day)

Fig. 3

pll changes of culture broth associated with the
growth of organisms in dentin block : &—4 L.
casei PSR 3002;4 — & . casei (clincally isolated
strain); (=01, 8. mutans 6715; O—O), A. viscosus
ATCC 19246; X — X, S.aureus 209 P;+ — -,

control.

Mg, BErh o pH O L& BENICIE § S 2 &
ks THNRtbOTehb, HOt 5 HOHHKD S 5
TIUE S mutans 6715 & L. caset BER D EEROpHA -
EHEL, FOREMIENLITHE- T, DVT
L. casei PSR 3002 & A. viscosus ATCC 19246 5§94, 7
L, S aureus 209P13495.3CH 12, T OfIEME
IR K A3 & B RO pH 5. 51TIERITITEE L 1o fil
EWVZ B,

EBEIO& A, REKRENC S O HREERE
it A, FEEH S L 7z Calibd 3 & LTl
rmEicb@Ey stz $4 b5 % dentin block @
AL R (enf) 24700 O CaiEibiig, L. casei PSR
3002 % S. mutans 6715 %5 & % B ¥ U 72 B¥ 25 S. aureus
200P EEREF L0 62 <, B2 ffREL TV,

Lithi-Tll bz &dd, bhbhdllnizoo
HERRO LT, FHIPIZERASAIZBEOBDO de-
ntin block (%, [EMICHEER 2 -fli4 OHIE (2 08
& & <2 L. casei PSR 3002 % S. mutans 6715/ &)
DFELETHEICE > TR IR I N T -2 & D
HOROTHAETS DI THD, LLTFZ0OI%E
SEMBEIUC k- Tik~b,

D. RFHEANOHEERA

Z o TR & LT, Wl L. casei PSR 30024
HloirRed T4, &£ FFig. 4 TRULIZEDIC,
Wi SNt L.ocasei PSR 30021k, BIKE W TEES
L O HERAT ASi S U 2o T S S PUR 0 A B O R A
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Fig. 4 SEM of the exposed dentinal surface. L. casei
strain PSR 3002 are invading into the dentinal
tubules. Peritubular dentins are partially dis-

solved. x5, 700

o, MBEWNEAKRICRALTWSONMES T,
EHIINERNEATATAHSE, JhsOHIEE
(3, FBHOHIERE A AR LA S U 72D IC TR~ K,
BAZ2SF TV (Fig. 5). ZO&EZOMFHOR
AEIEL - E BEVEMI TR0 TH 12, 585,
M EFIFRBEOARIL, L. casel BRI HEdE & S,
mutans 6715 HERERF T H B Hhzh, WEFhORA
BELFELELS, BHAMICE CEHELVED T
H-7 (Fig.6,7)0

SEM of the longitudinally fractured dentinal

tubules with ingrowing L. casei strain PSR 3002,
Destruction caused by bacterial products is pres-
ent in the peritubular and intertubular dentin.
x5, 440

v il g8 s . YEAEY
Fig. 6 SEM of longitudinally fractured de
with ingrowing S. mutans strain 6715. The fibril-

ntinal tubules

lar structure of the intertubular dentin is visi-
ble. x5, 440

-

SEM of the longitudinally fractured dentinal tu-
bules. Clinically isolated strain of L. casei are

also invading the tubules. *5,440

PED LSz, bhbhidThETIT in vitro DFE
BHREHOT, 2 MFERICHT IV oD
WmMRES B ENTEL, ULALIHETIZAS
NLF—F T, WThOEKOZTHEA~ORA
B, BAEMEE SIEFRICEMIZ 212, SEEREIC
B oS EEREOHRH A HES S E TRV o4
Motz. CORMEE LTIE, ARPNCHEEZ & 1250m
B4 U T W4 hydrostatic pressure! =16 45, KFERD
LA invitro DFRPF R E-<ELTHWENT
EnELBTFLNLED, FLCIOMEARRT H—
DOFEE LT, i, MHEsRE (90H) 55
Bi{ToTHIETA, HWOIIS mutans 6715 &
L. casei PSR 3002 it & &, B (21H) £5%
PlcHERELOHERZAGREZERT MDD 1
(Fig. 8)o LTzi-TBEE, TORMB®EY AT
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Invabmn into dentinal tubules of L. casei strain
PSR 3002 after ninety days inoculation. =300

Fig. 8

A OB S it TR DR & 4 a5 T

o

ol

V. EHOE - FEEHEARA

. cir B BE, in vitro DA ¢ %A
HHID S N~ D RN TiE % Plhiad 4 4 = & % 8
AEMELTRIELLZY, fiERAZILLINOSR
HHIE PO BRI R I D 0T & ICERE
s5hliiro tu L U SRR D R RPN o S SIS
MNEBIZ L, S OEEIRazEie o 0 7 — 47 o fllkEHE, den-
tinal fluid &£ EWFHEL T, ThENNLELHBEL
EATWD, F R IO SRR G 2 AR 2
ts, £C ’L’L;t"’i‘"k:f‘}«_o TWhaEEZHND, LIz
Hio THf I 4 U Bl 2R, #JW“&LUT
CHHDREAMIch, SEJELPEERIFL T
BHIEmtaTiiang

CHE TS, EATEINEEGE R B A TV SR
M (AN ) T, BRI N S A o 28 A
EDTEEL, & H M & 1d—E O JE Tdentinal
fluid Z5FHA LT WA L IZ, T H&E RO
(Mgl ) 2 0 &, RS S E &R SHATINE~OH
HOBABEILE L ESINTE LA bf}\b
— AT, HEIH SO RIKETER S i s h D

&, HENEEOE S HYEN L0 b HIEE IO &0 B3
HRE TIRATHENHHEYD {55
FoTbhbhbhid, S&0 in vitro DEEEBHTL
T, ISR S B a N e b O Rk A
(8 ]8) #HwnT, féﬂﬁxﬁ@ﬂi?lﬁﬁ%ﬂf&o‘)%ﬁﬂ”ﬁ") fik
OHEFFOFE (S S Ei D o ME N~ O#iE O
(A DRRE) 1ZE O &5 A BT+ » % EEE
ICHNTCH T, EEICH o, FHERN (8 |
8) OV EFnp—Jw kR, REFNIL CRIEBEE L,
AAVH D B R #8E & & SIS Na T i, %:5“'3[
I A 5 miR &I Lz (Fig. 9), Wl
A LanEE—aEIR (RIS U T30aE, I
ELTIS0HM) uiis, —hs oWz,
EEA R 2 O 3 S B 2 S HE AR~ OB 2 A
DFEEE, $AHMHOEILOREL E %, StHbB LU
SEMTHI% LU 2. SHMENBAOMERAFIL,
e e (i (Brown-Brenn i ti) % {7 2l ) o 5
5, M s - &L ETRALEARE, F0OhH]

human tooth: 8

class V cavity
depth:2.0mm

Fig. 9 Schematic illustration of the method of dentin

exposure: P, palatal side; B, buccal side.

Plﬂque\ _Exposed dentin
P ,Dentinaltuhtes
y, .
Bacteria
URARY
R ) Micrometer, x100

Fig. 10 Schematic illustration of the method used to mea-

sure the degree of bacterial invasion.
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REIOMBEORAE, F3MEHERI 7 aor -y — %3
L CHRME(X100) FCl%EL, Aohfcifizs
LICRHEL(Fig. 10), TOfREE LD HON
Fig. 1T& %, S <3 ERME(Fig. 12), £

[+
=

Vital tooth
[ Non-vital tooth

5
o

Invaded tubles (%)
S

20}
10
0 e
30 150

Dentin exposure time (day)

Fig. 11 Degree of bacterial invasion into the exposed den-

tinal tubules.

Fig.12 Vital tooth cavity, exposed for 30 days. Bacteria
are present only in a few tubules. Percentage of
invaded tubules; 1.1% ., Brown & Brenn stain.

%300,

- E O

WS HICTHERAREIEFIE($91.0%), Wi
MiciidEAEEBB N Loz, L LEEIC
mAHE, RIENEE (Fig.13,14) OB SEIHREEICH
AAEE(ERE LIS T ICEOHERAZRE(38.5%
X 23.5%) %R0, EHICIZBAESEHN]. dmm OB
BICRATWABHISH -1 (Fig.13).

ZDEHIZ, bhbhZSET- ERERED S,
HiOATER ST MhOHTIc kS 2 8L ITL
ABHBTE, FLTEREBEHOD S ETHEE I 4EFN L
NRELLBEEShBEMICH 2LV RZA 52 &
NTER, COFERAELTIE, WEISETSE, 7
NICE S - THIERSBOZ A H Mz s 2, I
fal, = 5ITRERSPHEEYE %5 AT dentinal
fluid ik a o nEndironid.,

ZHHER~OHERAE 2 LG T 2EELZHTO
D& THLEYFRZEED, Z2THEO E O
IZETHMLTO A E VI MBI, 2HEORED
firbbELOMREOELE LATHWARNBETHS
M, REbaBMsrERFE>VLTVRENA-B),
BRE - 27 X — ORI ORMEL EHT 55

Fig.13 Non-vital tooth cavity, exposed for 150 days.
Bacteria are unevenly distributed over the sur-
face, and chains of bacteria are present in many
of the tubules at various levels. Percentage of
invaded tubules; 39.0%, Brown & Brenn stain.
%300.
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Fig.14 SEM of the non-vital tooth cavity, exposed for
150 days. Bacteria of coccal type and many rods
invading the tubules. x5, 440,

ATH, #lzbhbhOHNETAENHRICET 48
Mz & HIFEEA S OFREB ST 55 &
Th A FHE L AN H S,

V. Ehiic

%R S D FEAE - HETTH S MRASSIEAEIC W 2 B —
OB Z T A L0Ic, JhETcbhbhbhy
FoTELUEOMEII DLW TR TE 2, bhibh
LT - B R A IS 2 T o d ¥ s
12, MO% L ORIXOAEIZODVTIHIZE AEHNT
LBLEMTELDST,

FERIZX WL, Db BEE CICHW T X 125
FEIX L. casei, S.mutans 75 E DS BRI &S, L
h invitro EVARSNIRET T, M4 0E %Y
B 0B L T £ o4RIEMEIRD I — A A
AT EL L, LnL, && &0 EERHO DT
HEbOHTHETHY, LrbEs Tl i SHlEHE
HORER P EBHEIE LTV, JURRTIE-
FV O RS 6 b, WOBiEOr2DY
BN TEDEEOS MM ZRT HE D Middh
FLbWahThond, glichbhbhdir-17 v b
IZH T 5D MIERE L, S mutans 671513 L. casel

PSR 3002& & HITH AR E E S &, S mutans Bk
TR ELHELED S, HMEEEGHL & ER
B4 AREA TS, LENF-TSHEIE, COLS
LA OB BELEH O S in vitro 35 £ O in vive
DIiir o TITHTHRAENEAH, ZOL X,
HEEE L U &ET 5 ERRIEFENTREE by
CHMAGFHRILED I HEEBbhs, (KREICHELE
MAOREED S XHEERFU R &
No. 58570801, 58771348, 59771413, 60771591 & 3
LbOTHS HLTHEEERTS,)
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