
Abstract The intellectual status of 28 women of over 75
years of age had been prospectively assessed by the
Blessed test score. It ranged from nearly normal to deeply
altered by dementia. After autopsy, the supramarginal
gyrus was marked at the surface of the brain. Sections, 1
cm thick, were cut with a specially devised macrotome.
The volume of the parietal lobe was measured by a point
counting method, using Cavalieri principle. A sample
from the supramarginal gyrus was taken from the previ-
ously marked area and the shrinkage due to the histologi-
cal procedures was measured (it averaged 12%). More
than 500 nucleolated neuronal profiles per case were
mapped with a semi-automatic system. Density maps of
the neuronal profiles were drawn and mean density was
calculated using Dirichlet tessellation. The thickness of the
cortical ribbon was standardized on the maps. The density
of the neurons per unit volume was calculated, taking into
account the section thickness measured for each sample
with a length gauge fastened to the Z axis of the micro-
scope. Statistical correlations were sought between the
mean and laminar densities of the neurons on one hand,
and Blessed test score, the densities of neurofibrillary tan-
gles (NFT) and of senile plaques profiles, on the other hand.
Finally, the total number of neurons present in the parietal
lobe was estimated in each case. Neuronal loss appeared to
be linked with the density of the NFT (r = –0.52; P <
0.004). The correlation was mainly due to a severe drop in
neuronal number observed in the cases with more than 
5 NFT/mm2. An average difference of 98 × 106 neurons per
parietal lobe was found between the cases with less than 5
NFT/mm2 and those with more. The neuronal loss predom-
inated in layers II and III (upper part). A multivariate analy-
sis showed that the intellectual status was better correlated
with the density of the tangles than with the neuronal loss.
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Introduction

The occurrence, severity and significance of neuronal loss
in the course of Alzheimer’s disease (AD) have been de-
bated: it has been said to involve middle-sized and large
pyramidal neurons [45] but even the presence of a global
neuronal loss has been questioned [42]. Controversies ap-
pear to be the consequence of numerous methodological
difficulties [7]. Inter-individual variability of the counts is
greater than usually thought and limits the precision of the
estimate in a given population sample [24]. Gross atrophy,
observed in AD, modifies the relationship between the den-
sity in a sample and the ‘true’ neuronal number: when the
same number of neurons is ‘diluted’ in a smaller (because
atrophic) volume of cortex, their numerical density in-
creases and this may hide the neuronal loss as seen on his-
tological sections. On the other hand, the microscopical ex-
amination involves sectioned neurons (so-called ‘neuronal
profiles’) which are biased images of three-dimensional
(3D) neurons. A decrease in the density of neuronal profiles
may be due to either a decrease in the number of neurons
per unit volume or the atrophy of the neuronal cell bodies
[1, 4] which lowers the probability of the shrunken neurons
being present in the microscopical section and gives rise to
an apparent neuronal loss (pseudo-loss [16]). The technical
procedures used to prepare a section for microscopy in-
clude passages in organic solvents which can cause an un-
controlled shrinkage of the samples. This shrinkage varies
with age [27] and could also be modified by the pathologi-
cal condition. Finally, the density of changes such as neu-
rofibrillary tangles (NFT) and senile plaques (SP) is highly
heterogeneous in the hippocampus and isocortex [2]. The
degree of the neuronal loss itself also probably varies with
the cytoarchitectonic areas [5–8, 40, 45]: the loss appears to
be severe in the entorhinal cortex [22] and in the CA1 sec-
tor of the hippocampus [50], but is probably also noticeable
in some areas of the isocortex [23, 32].
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To evaluate the order of magnitude of the neuronal loss,
its laminar distribution and its main correlates, we delib-
erately chose a well-defined cytoarchitectonic area (area
40) that was sampled in an uniform and controlled way.
The position of ~ 500 neurons was mapped in each case
(except in the most advanced one where the density was
too low to permit the mapping of a straight portion of the
cortical ribbon). Care was taken to control the variables
which are involved in the final computation of the number
of neurons: we measured the volume of the parietal lobe,
assessed the shrinkage of the blocks, and estimated the
section thickness with a “microcator” [25]. To analyze the
maps, we reasoned that we had to evaluate the density of
neuronal profiles at a local scale. We considered that the
smallest possible scale was each individual profile. The
density of a given profile was found to be solely deter-
mined by its neighbors: when they were close, the numer-
ical density was high. This led to a “tessellation” of the
plane of the map in as many small areas as there were
neuronal profiles. The free area around each profile was
calculated, according to a method that has already been
developed in this laboratory [19].

Cases and methods

Cases

The cases belonged to a prospective study, involving all the pa-
tients admitted to a geriatric ward of a long-stay hospital (Charles
Foix Longitudinal Study). These were all women of over 75 years
of age (range: 75–99 years; mean: 89 years). Patients were ex-
cluded when a cause of dementia other than AD was diagnosed
(e.g., stroke, Parkinson’s disease, alcoholism) or when sensory
deficits (blindness, deafness) precluded the testing. All the patients
who accepted to enter the study were tested by the Blessed test
score (BTS). Brains from 31 patients were investigated in this
study. Of these brains 2 were excluded post-mortem because of 
ischemic lesions. One randomly chosen hemisphere was formalin
fixed and neuropathologically assessed. Several sets of data are
available on this cohort [10–15, 20, 29, 30].

Volume estimates

The lobes were colored before sectioning, so that they could be
recognized on sections [12]. The gyrus located behind the inferior
part of the postcentral gyrus and limited by the postcentral and the
intraparietal sulci was identified as ‘supramarginal’ and labeled
with India ink before cutting. Systematic 1-cm-thick coronal sec-
tions were then cut and photographed alongside a ruler. The pho-
tographic slides were examined on a video screen, where a grid of
equally spaced points was drawn. Each point was surrounded by a
free space of 0.25 cm2. The number of points falling in the cortex
was counted manually. The volume was evaluated by summing the
surface times the mean thickness of the section, a method referred
to as Cavalieri principle [24].

Sampling and histological exclusion

The supramarginal gyrus, identified and labeled before brain cut-
ting, was sampled in such a way that at least part of the section in-
cluded some cortical ribbon cut perpendicularly to its pial surface.

In one case (case 2722), ischemic cell changes were seen in the
neurons of the supramarginal gyrus. Shrinkage of the neuronal
profiles precluded the recognition of nucleoli. This sample was
discarded from the series.

Evaluation of the shrinkage and of the thickness of the sections

The sample length and its width were measured before embedding,
with a caliper square, for 25 cases (in 3 cases the data were lacking
or incomplete). The blocks were embedded in paraffin, sectioned at
a nominal thickness of 8 µm and stained with Harris hematoxylin.
The length and the width of the sample were then assessed again
and a shrinkage factor [(measurement before embedding-measure-
ment after embedding)/measurement before embedding] was calcu-
lated. To measure the section thickness, the microscopical sections
were examined at high magnification with a × 100 oil immersion
lens (numerical aperture 1.25; this objective has a maximum Z res-
olution, expressed as full-width half maximum of 360 nm accord-
ing to the Kino approximation [35]). The image was set into focus
and a linear transducer Heidenhain (Digitaler Messtaster MT 12)
fastened to the Z axis of the moving stage of the microscope set at
zero. The moving stage was gradually moved with the micrometer
screw until the image went out of focus. The distance covered by
the moving stage estimated by the linear transducer (by steps of 0.5
µm) was taken as the estimate of the section thickness [43].

Estimates of lesions density

Data concerning the density of Aβ deposits (using a monoclonal
antibody against Aβ protein residues 10–28, obtained from Dako,
Glostrup, Denmark) and of mean density of tau-positive tangles
(polyclonal; Dako) have already been published [10, 11, 13, 14].

Data acquisition

The maps were collected with the following apparatus, furnished
by Biocom (software Histo): a video camera, plugged into the pho-
totube of a microscope, transmitted the microscopical image to a
video screen. Linear transducers, fastened to the moving stage of
the microscope, recorded its X and Y position and fed them into a
PC computer. The borders of the sample and of the regions of in-
terest were drawn manually. The neuronal profiles were marked,
using a mouse, on the video screen. These neuronal profiles re-
mained labeled on the video screen to avoid being counted twice.
At least 500 neuronal profiles were mapped for each case, except
for the most severely affected one, where the density of the pro-
files had dropped to such a low value that only 270 neurons could
be collected in a straight portion of the cortical ribbon. The mean
coefficient of error of profile density obtained with that sample
was 5.2%.

The criterion used to classify a profile as neuronal was the
presence of a nucleolus. We measured the size of the nucleoli in a
sample of 50 nucleolar profiles in the most severely affected cases
(10 profiles/sample in 5 different cases) and of 50 nucleolar pro-
files in the least-affected ones (10 profiles/sample in 5 other cases)
by direct measurement on the video screen using a × 100 lens [nu-
merical aperture 1.25; nominal resolving power at wavelength (λ)
550 nm = 0.22 µm; however, with the condenser that was used
without immersion oil and an aperture of 0.9, the resolving power
was not as good and was estimated to be 0.44 µm at the worst, i.e.,
λ/numerical aperture]. The mean coefficient of error in the estima-
tion of the diameter of the nucleolar profile was found acceptable
with these samples (7.1% for the 5 most affected cases and 7.8%
for the least affected ones). To extrapolate from the diameter of the
profile to the diameter of the nucleolus in 3D, the correction factor
4/πwas used [49]. The nucleolar volume was calculated according
to the formula (π/6) × D3 (where D is the corrected diameter).

Data analysis

Coordinates of the region borders and of the neuronal profiles were
stored in a file at the end of the acquisition step. These coordinates
were used to analyze the data with a specially devised program de-
veloped in this laboratory (Vorcel: this program is available on re-
quest from C.D.). The following steps were used.
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Tessellation

The region was divided into small polygonal areas limited by bor-
ders located at mid-distance between two neighboring neuronal
profiles. Each polygon contained only one point (i.e., one neuronal
profile). The polygons covered the entire area of the region with-
out overlaps or interstices, i.e., realized a tessellation of the plane.
The algorithm used to obtain this tessellation was derived from
[19] and was applicable to non-convex contours (Fig. 1). The area
of each individual polygon was inversely proportional to the nu-
merical density of the profiles [19]. When the density was high,
the profiles were close to each other and the polygons were small.
Assigning a color to a range of areas allowed a ‘density map’ of
the neurons to be drawn.

Evaluation of numerical mean density of neuronal profiles

The mean density of neuronal profiles and its confidence interval
were computed as follows. The areas of the polygons were calcu-
lated and averaged, and the standard error, i.e., standard devia-
tion/square root (number of neurons), of the mean polygon area
was calculated. Two standard errors were added to and subtracted
from the mean polygon area: 1/mean polygon area was taken as 
the mean density of the neurons, with 95% confidence interval,
1/(mean polygon area + 2 standard errors) and 1/(mean polygon
area – 2 standard errors).

Standardization of the cortical thickness and estimation 
of neuronal density at various layers

Atrophy of the cortical ribbon decreases both its length [12] and its
thickness [38–40]. The decrease in cortical length can only be
evaluated macroscopically. The decrease in cortical thickness (i.e.,
the decrease in the distance between the pial surface and the white
matter) is readily apparent on the sections microscopically and can
be directly measured. As the space in which the neuronal profiles
are distributed shrinks, the neuronal profiles density increases.
This increase masks the loss. To avoid this ‘masking by atrophy’,

the cortical thickness was standardized at 3000 µm by changing the
magnification at which the sample was viewed to have it fit a win-
dow of 3000 µm in height.

Evaluation of the density of the neuronal profiles 
in increasing cortical depths

The cortical ribbon was divided into ten levels from the pial sur-
face to the white matter, the pial surface corresponding to 0% and
the white matter to 100% of the cortical depth. The numerical den-
sity of the neuronal profiles was measured, as described above, in
each level.

Evaluation of the neuronal density per unit volume 
and of the total number of neurons in the parietal lobe

The shrinkage of a sample induced an overestimation of the neu-
ronal density. The density values were corrected accordingly.

To estimate the neuronal density per unit volume (Nv) was cal-
culated as described by Abercrombie [1]: Nv = Na/(t+d), where 
Na = number of neuronal profiles per unit surface; t = thickness of
the paraffin section (measured for each slide); d = mean nucleolar
diameter.

It has been shown that the profile densities assessed by the tes-
sellation could be similarly corrected to obtain values of volume
densities, true on average [19].

The total number of neurons in the parietal lobe was taken as
the product of their density (Nv without standardization of the cor-
tical thickness) and the volume of the parietal lobe.

Results

Raw and standardized values of the density 
of neuronal profiles

The data for the raw density of neuronal profiles per mm2

did not correlate with NFT density (r = –0.312), SP den-
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Fig. 1 Method used to draw a
density map of the neuronal
profiles. Neuronal profiles (nu-
cleolated cells) were mapped
in the supramarginal gyrus.
The sample contained at least
500 profiles (upper left panel).
The area where the neuronal
profiles had been drawn was
isolated (upper right panel).
Around each point (corre-
sponding to a neuronal profile)
a polygon was drawn, using a
specially devised program
(Vorcel). Each side of a given
polygon is at mid-distance be-
tween two profiles (lower left
panel). The polygons were
then colored according to their
surface area: the largest ones
were left white; the smallest
ones were filled in black
(lower right panel)
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sity (r = 0.06) or the BTS (r = 0.18). The density maps re-
vealed that there was no localized drop in the density of
the neuronal profiles in most of the maps (Fig. 2). The
thickness of the cortical ribbon was 2690 µm on average
(± a standard error of 101 µm) and varied from 1827 to
3973 µm. It did not correlate with either the BTS (r =
0.36; P > 0.05) or SP density (r = 0.212; P > 0.05), but did
correlate with the mean density of NFT (r = 0.409; P =
0.028). This result indicated that a shrinkage, proportional
to the density of NFT, had occurred in the course of the
disease, as illustrated in Fig. 3. After the thickness of the
cortical ribbon had been standardized at 3000 µm (Fig.4),
correlations were found significant between the mean
density of neuronal profiles, the BTS (r = 0.39; P < 0.04)
and the density of NFT (r = –0.51; P < 0.006). We then
wondered whether these significant correlations were not
a spurious effect of the standardization, which in effect di-
vided the neuronal density of each sample by the thick-
ness of the cortical ribbon, itself correlated with the den-
sity of NFT. To test this, we used a multivariate analysis
with the raw density of the neuronal profiles as the depen-
dent variable, and the thickness of the cortical ribbon and
the mean density of NFT as the independent variables.
The correlation was significant (r = 0.535; P < 0.02). The
coefficients of the regression were as follows: density of
the neuronal profiles = 153.389–1.349 × NFT/mm2

–0.017 × thickness of the cortex; showing that the neu-
ronal density tended to decrease with the increasing in
NFT density, but that it was compensated by a shrinkage
of the cortex. According to this equation, the shrinkage of
the cortical thickness from 3000 to 2000 µm (with con-
stant NFT density) would, for instance, induce an increase
in expected density of neuronal profiles from 102.389

neuronal profiles/mm2 (153.389–0.017 × 3000) to 119.389
neuronal profiles/mm2 (153.389–0.017 × 2000). In the
same way, when the neuronal density remains constant, an
increase of one point in the density of NFT (expressed in
n/mm2) causes an atrophy of 0.017/1.349 of the cortical
thickness, i.e., 1.3%.

Influence of the section thickness

We then asked whether the thickness of the section (of
nominal thickness 8 µm) was variable, and if so, how it
was related to the density of lesions. The average section
thickness (± SEM) was 7.33 ± 0.14 µm (minimum 5.9
µm, maximum 8.7 µm). It varied significantly from one
sample to the next. As expected, the measured section
thickness of one given sample was correlated with the
density of neuronal profiles per mm2 (thick sections con-
taining obviously more profiles than thin ones). Regres-
sion analysis showed that the number of profiles per mm2

was 13.7 × section thickness (r = 0.979; P < 0.0001 when
the regression curve was constrained to go through the
point of coordinates X = 0, Y = 0, i.e., thickness = 0, den-
sity = 0): a tissue block of 1 mm2 in area and 1 µm in
thickness included on average 13.7 neuronal profiles.

To test the possibility that the section thickness was in-
fluenced by the pathology, correlations between the den-
sity of the alterations and the estimated section thickness
were sought. The sections in this series of samples tended
to be thicker when the NFT were numerous but this failed
to reach significance (r = 0.364; P = 0.568) and did not in-
fluence the correlations to a significant extent.

Influence of the section shrinkage

Mean shrinkage for the microscopic specimen was 12.04 ±
1.42% (SEM). It was not correlated with the BTS (–0.222;
P = 0.3017) nor with the density of NFT (r = –0.073; P =
0.74). Taking the shrinkage into account in the estimate of
the density of the neuronal profiles only slightly altered
the correlations (correlations between the density of neu-
ronal profiles and BTS: 0.40; P < 0.04; between the den-
sity of neuronal profiles and NFT: –0.52; P < 0.005).
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Fig. 3 Atrophy of the cortical ribbon. Four samples from the
supramarginal gyrus (from left to right): a case, aged 90 years,
with no NFT, BTS = 25; a case (aged 88 years) with a density of
NFT of 2.5 /mm2, BTS = 8; a case (aged 75 years) with a density
of NFT of 19.5/mm2, BTS = 2; on the right, a case (aged 75) with
a density of NFT of 28.4/mm2 (BTS = 0). These four views illus-
trate the atrophy of the cortical ribbon, inducing a decrease in cor-
tical thickness, masking the neuronal loss. The drop in neuronal
density was visible only in the most advanced case (on the right).
Densities are in number of profiles per mm2
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Estimation of the density of neurons per mm3

The neuronal density appeared to be decreased in the most
affected case (Fig.5). The neuronal density was on aver-
age 7157 ± 612 neurons/mm3 and was correlated with the
BTS (r = 0.40; P < 0.04) and with the density of the NFT
(r = –0.52; P < 0.005), as illustrated in Fig. 6.

Laminar topography of the neuronal loss

The cortex, thickness of which had been standardized at
3000 µm, was divided into ten bands, parallel to the pial
surface. A correlation between the density of the neurons
in each band and the density of the NFT was sought. The
statistical significances of these coefficients are shown in
Fig.7, in connection with the layer probability (from [13]).
Two peaks were observed: one was situated in the super-
ficial region of layer III. The layer corresponding to the
second peak was more difficult to localize, being situated
at mid-distance between the pial surface and the white
matter, most probably in the deepest part of layer III.

Relationship between the neuronal density 
and the density of NFT

The relationship between the neuronal density and the
density of NFT appeared to be loose and to suffer many
exceptions as seen in Fig.6. The high value of the correla-
tion coefficient seemed to be mainly related to the very
low neuronal densities observed in a few cases which ex-
hibited the largest number of NFT. When the two cases
with the highest values of NFT density were dropped, the
correlation failed to reach significance. The threshold in

the density of NFT that made the largest difference in neu-
ronal density between two groups was found to be 5
NFT/mm2: the group with fewer than 5 NFT/mm2 com-
prised 20 cases; the mean neuronal density was 9151 ±
683 neurons/mm3. The group with more than 5 NFT/mm2

comprised 8 cases with a mean (standardized) neuronal
density of 5475 ± 1192 neurons/mm3. The mean differ-
ence between the two groups was 3677 neurons/mm3 (P <
0.01), i.e., a mean loss of 40%. The morphometric charac-
teristics of the two groups are shown in Table 1.
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Fig.6 Regression of the density of neurons (number/mm3) on the
density of NFT profiles (number/mm2). The density of neurons
was statistically linked with the density of NFT, although the rela-
tionship appeared to be loose and to suffer several exceptions: no-
tice the large dispersion in the density values for the cases with no
NFT. The statistical relationship mainly depended on the most af-
fected cases, in which the density of neurons was very low

Fig.7 Correlation between the neuronal density and the density of
the NFT. The abscissa represents the cortical depth on a standard-
ized scale of 3000 µm. The mean density of neurons has been cal-
culated in each sample (1 per case; 28 cases) in ten bands (100 µm
in height), parallel to the pial surface. The upper view shows the
correlation between the neuronal density in each of the ten bands
and the mean density of NFT profiles. The coefficient r of Pearson
correlation between these two values has been calculated in the
whole population for each band. To take into account the distribu-
tion of sample correlation coefficients, the P values (rather than
the coefficients themselves) were tabulated. Log10 were taken to
cover more easily the whole range of values. To avoid negative
values -log(P) is shown. The lower view is the layer probability as
a function of cortical depth (from [13]). The best correlation was
reached at depth 600–900 µm from the pial surface, i.e., in layer II,
upper part of layer III



Laminar neuronal loss

The difference in neuronal density between the two
groups was calculated within ten bands parallel to the pial
surface (Fig.8). Significant differences were found for
values of cortical thickness of 600–900 µm, 900–1200
µm, 1500–1800 µm and 2100–2400 µm. The correlations
were already found to be the most significant at depths
600–900 µm and 1500–1800 µm. The mean loss in the
upper part of layer III reached 4123 neurons/mm3, i.e.,
44% of the value observed in the cases with fewer than 
5 NFT/mm2. The loss at 1500–1800 µm of depth was
4201 neurons/mm3 (37%) and at 2100–2400 µm 4771
neurons/mm3 (37%).

Total number of neurons: relationship 
with the density of NFT in the parietal lobe

The volume of the parietal lobe (mean 33.2 cm3) was cor-
related with the NFT density (r = –0.503; P < 0.006). The
rough estimate of the total number of neurons yielded a
mean value of 285 × 106 ± 16 × 106. The correlation be-
tween the total number of neurons and the density of NFT
was significant (r = –0.634 P < 0.004). The following
equation described the regression line: total number of
neurons = 319 × 106 neurons –6 × 106 × density of NFT
(/mm2), indicating that 1 tangle/mm2 seen on the slide
corresponded, on average, to a loss of 6 × 106 neurons in
the parietal lobe. The difference between the number of
neurons in the cases with fewer than 5 NFT/mm2 (313 ×
106 ± 16 × 106) compared to those with more than that
value (215 × 106 ± 30 × 106) reached 98 × 106 (t = 3.167; 
P < 0.005), i.e., 31%.

Most significant alteration in regard to dementia

To test the relative importance of the neuronal loss and of
the NFT in the correlation to dementia, a step by step mul-
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≤ 5 NFT/mm2 > 5 NFT/mm2

n 20 8
BTS 17.6 ± 1.89 2.8 ± 0.72***
Mean density of neuronal profiles 102 ± 4.9 91.5 ± 7.0 (NS)
Mean density of neuronal profiles 89 ± 5.9 56 ± 11.4**

(thickness standardized at 3000 µm)
Mean neuronal density (n/mm3) 9029 ± 416.6 7496 ± 697.6 (NS)
Mean neuronal density (n/mm3) 9151.5 ± 683.4 5475 ± 1192.5**

(thickness standardized at 3000 µm)
Volume of the parietal lobe 35 ± 1.7 27 ± 2.2*
Total number (313 ± 16) × 106 (215 ± 30) × 106***

****P < 0.0001; ***P < 0.005; **P < 0.01; *P < 0.02

Table 1 Comparison of the cases with more than 5 neurofibrillary
tangles/mm2 with the rest of the population. n Number, NFT =
neurofibrillary tangles, BTS = Blessed test score. Differences in
neuronal densities were significant only when the thickness of the

cortex was standardized. This is due to the masking of the neuronal
loss by the cortical atrophy. The total number of neurons (taking
into account the volume of the lobe) was much lower in the group
with more than 5 NFT/mm2

Depth (in µm from the
pial surface

Fig. 8 Neuronal densities in the cases with fewer than 5 NFT/mm2

compared to those with more. Upper view: neuronal density of the
population with less than 5 NFT profiles/mm2 (n = 20; upper
curve) and the population with more than 5 NFT profiles per mm2

(n = 8; lower curve). Results are expressed in number of neurons
per mm3 ± SEM. The lines between the experimental points were
interpolated. ***P < 0.01; **P < 0.03; *P < 0.05. The difference
was most significant at depth 600–900 µm (layer II; upper part of
layer III). Lower view: the curve represents the percent loss of neu-
rons: (difference between the experimental points of the upper
view × 100)/density of neurons in the cases with fewer than 5
NFT/mm2. The maximal value was reached at 600–900 µm



tiple regression, involving the intellectual status (BTS) as
the dependent variable and the density of NFT and of neu-
rons as the independent variables indicated that the best
correlate was the density of NFT. Once taken into ac-
count, the total number of neurons was found to have too
little significance to be also included in the model.

Discussion

We mapped the neurons in a sample from the supramar-
ginal gyrus of the parietal lobe in a cohort of prospec-
tively assessed individuals, either intellectually normal or
affected by AD of varying severity. The supramarginal
gyrus is an associative multimodal cortex, vulnerable to
neurofibrillary pathology [3] at Braaks’ stage VI when
cognitive deficits become apparent in other functions than
memory. It is spared in the least affected cases of this se-
ries and severely involved in the most affected ones [20].
The densities of the NFT, SP and Aβ deposits were also
available in the same samples [10, 11, 13]. The volume of
the parietal lobe, the shrinkage of the histological sample,
the section thickness were assessed and taken into ac-
count. The new method that we have used to measure the
neuronal density allows a laminar analysis of the loss. We
found that it was maximal at the upper part of layers II–III
and was mainly correlated with the density of NFT. It
reached significant values only in the group of patients
with a density of NFT higher that 5 NFT/mm2, where it
amounted to an approximate loss of 98 × 106 neurons
when extrapolated to the entire parietal lobe.

Atrophy and density

Although still a matter of debate [23, 42], some neuronal
loss has been found in most studies dealing with the iso-
cortex [23, 32, 37–40, 45, 47]. All the positive results
have been obtained after having taken the atrophy into ac-
count, mostly by standardizing the cortical thickness.
Whatever the procedure, it tends to lower the neuronal
density of atrophic cortex by artificially stretching the
cortical ribbon. However, since the cortical thickness it-
self is correlated with the density of NFT, the standardiza-
tion might artificially add some significance to results
which would have otherwise remained negative.

On the other hand, as already stressed [18, 28], the loss
of neurons in the cortex does not leave “holes” that would
induce a drop in cellular density, but causes atrophy. At-
rophy, in turn, tends to restore a normal neuronal density
and to mask the loss [7]. To unmask this, two procedures
were used alternatively in this study: the data were cor-
rected to obtain a standardized cortical thickness and a
macroscopic measure of the volume of the parietal lobe
was performed.

Sample shrinkage and section thickness

To the best of our knowledge, the shrinkage due to the
paraffin embedding has never been measured in studies

dealing with AD, although it has been shown to be influ-
enced by age [27]. We have measured the section thick-
ness for each slide. Much to our surprise, this value ap-
peared to be variable and to have some positive correla-
tion with the density of the NFT.

Control of the stereological bias

Large neurons have a higher probability of being cut than
small ones, so that their profiles are overrepresented on a
microscopical section. Shrinkage of neuronal perikarya
decreases the density of the corresponding neuronal pro-
files [46], a decrease that remains lower than the corre-
sponding increase in the density of the smaller profiles
[16]. The best way, at least theoretically, of avoiding this
“pseudo-loss” is to use the disector [43], but the con-
straints of that technique make the mapping of the neu-
rons difficult. To determine the bias, we counted small
structures (nucleoli, exhibiting an average diameter of
2.84 µm) relative to the section thickness (7 µm). Al-
though nucleolar atrophy was not substantiated in this se-
ries of cases, it has been reported to occur during the
course of AD. The maximal values of the reduction in the
nucleolar volume in the isocortex, reported by Mann et al.
[38], was 56%; this corresponds to a radius of 0.76 times
the control value (cubic root of 1–0.56). A reduction of
24% of the diameter of the nucleolus would account at the
most for a bias of less than 6% (see chart in [16]), a value
that was found to be much smaller than the experimental
error and, therefore, of an acceptable magnitude in regard
to the information gained in mapping the topography of
the neurons.

We, thus, concluded that the decrease in the density of
the neuronal profiles, with the method that we used and
the corrections that we applied, was a consequence of a
neuronal loss and not an artifact.

Most severely affected layers

The neuronal loss involved all layers as illustrated by the
maps in Fig.8. However, it was of unequal magnitude.
The maximal loss reached 45% in layer II and upper part
of layers III, with minimal values being observed in the
depth of the cortex. The selectivity of the neuronal loss
for the upper layers might be compared to that seen in
the entorhinal cortex: layer II neurons, also located in the
upper part of the cortex, stand the brunt of the pathology
[22]. The selective vulnerability of these neurons is
presently poorly understood and may be explained in
various ways. The connections could be of importance
since these neurons are mainly involved in corticocorti-
cal relations [9, 13, 17, 31–34, 36, 41, 48]. Vascular fac-
tors are not known to affect the superficially located neu-
rons predominantly and we are not aware of a neuro-
transmitter that would be specific for those cells, which
might, however, be defined by some subtypes of neuro-
filament [31].
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Total number of neurons

Although a gross estimate of the neuronal loss, the value
that was provided here shows that the neuronal destruc-
tion may be of a much larger magnitude than believed in
the view of the (relatively) small decrease in the neuronal
density and emphasizes the necessity of assessing the vol-
ume of the cortex. Atrophy indeed appears to be a more
reliable index of neuronal loss in the cortex than the de-
crease in neuronal density. Our estimates are at variance
with the results of Regeur et al. [42] who studied the total
number of cortical neurons and found no significant dif-
ference between a demented and a control population.
They are, however, in good agreement with other recent
studies [22, 23] showing the severity and the selectivity of
the neuronal loss.

Relationship between NFT and neuronal loss: 
connection with the intellectual deficit

The NFT were the only pathological lesions that were
strongly correlated with the neuronal loss. It should also
be noticed that the major neuronal loss occurred in those
layers where NFT are known to be most numerous [10,
36]. Finally, it can be stressed that the loss was detectable
only in those cases where the NFT density was over the
threshold of 5 profiles/mm2.

Our method of counting NFT prevented any attempt
of evaluating their total number. A previous study, how-
ever, underlined the excess of neuronal loss in the isocor-
tex when compared to the number of NFT [23] and sug-
gested that “the majority of neuronal loss in advanced
AD occurs through a non-NFT mechanism”. The propor-
tion of NFT to neuronal loss in this study (6 × 106 neu-
rons in the parietal lobe for 1 NFT/mm2) is in agreement
with this statement as is the low density of extracellular
tangles in the isocortex. In the hippocampus, where ex-
tracellular tangles accumulate, a good correlation be-
tween neuronal loss and tangle formation has been found
[8]. A correlation between SP and neuronal loss has been
reported [21], albeit in a very old population (older than
96 years) in which there was no link between tangle and
neuron densities. This may be partly explained by the
lower severity of the changes in people of advanced age
[26], but the possible uncoupling between neuronal loss
and tangle formation may also suggest that, at least in the
isocortex, they are correlated because of contemporary
occurrence rather than because of a causal relationship. In
an attempt to find the best correlate of the intellectual
deficit, we determined, in a step by step analysis, that this
was represented by the NFT density rather than the neu-
ronal loss. Since NFT density and neuronal number were
themselves correlated, neuronal number lost all explana-
tory value when the NFT were introduced in the model.
NFT might, thus, be a more direct cause of the intellec-
tual deficit than neuronal death, which probably repre-
sents a late stage in the cascade of events taking place in
the disease.

Conclusion

We have shown that a severe neuronal loss occurred in
area 40 during the latest stages of AD. The severity of this
loss could be assessed only if the atrophy of the cortex
was taken into account. The loss was correlated with, al-
though not necessarily caused by, the presence of NFT. A
threshold of 5 NFT/mm2 appeared to distinguish the
group with neuronal loss from that without, although large
variations were observed in individual values. The loss
seemed to be, at least partially, layer specific and to in-
volve mainly neurons located in layers II and upper part
of layer III, said to be involved in corticocortical connec-
tions.
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