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Infection of newborn Lewis rats with Borna disease virus (neonatal Borna disease [NBD]) results in
cerebellar damage without the cellular inflammation associated with infections in later life. Purkinje cell (PC)
damage has been reported for several models of early-life viral infection, including NBD; however, the time
course and distribution of PC pathology have not been investigated rigorously. This study examined the
spatiotemporal relationship between PC death and zonal organization in NBD cerebella. Real-time PCR at
postnatal day 28 (PND28) revealed decreased cerebellar levels of mRNAs encoding the glycolytic enzymes
aldolase C (AldoC, also known as zebrin II) and phosphofructokinase C and the excitatory amino acid
transporter 4 (EAAT4). Zebrin II and EAAT4 immunofluorescence analysis in PND21, PND28, PND42, and
PND84 NBD rat cerebella revealed a complex pattern of PC degeneration. Early cell loss (PND28) was
characterized by preferential apoptotic loss of zebrin II/EAAT4-negative PC subsets in the anterior vermis.
Consistent with early preferential loss of zebrin II/EAAT4-negative PCs in the vermis, the densities of microglia
and the Bergmann glial expression of metallothionein I/II and the hyaluronan receptor CD44 were higher in
zebrin II/EAAT4-negative zones. In contrast, early loss in lateral cerebellar lobules did not reflect a similar
discrimination between PC phenotypes. Patterns of vermal PC loss became more heterogeneous at PND42, with
the loss of both zebrin II/EAAT4-negative and zebrin II/EAAT4-positive neurons. At PND84, zebrin II/EAAT4
patterning was abolished in the anterior cerebellum, with preferential PC survival in lobule X. Our investi-
gation reveals regional discrimination between patterns of PC subset loss, defined by zebrin II/EAAT4 expres-
sion domains, following neonatal viral infection. These findings suggest a differential vulnerability of PC
subsets during the early stages of virus-induced neurodegeneration.

Borna disease virus (BDV) is a neurotropic RNA virus that
causes persistent infection in a wide variety of warm-blooded
animals. Manifestations of infection differ with the age at the
time of infection. Whereas adult infected rats have an immu-
nomediated, frequently fatal meningoencephalitis with pro-
found generalized neuronal loss (Borna disease), rats infected
in the first 24 h of life have a more subtle disorder (neonatal
Borna disease [NBD]). BDV is not a lytic virus; nonetheless,
NBD is attended by apoptotic neuronal death in the hippocam-
pus (HC), neocortex, and cerebellum (CBLM) (17, 29, 73).
Purkinje cell (PC) loss is a hallmark of NBD, with approxi-
mately 75% attrition by 7 months postinfection (17). Cerebel-
lar pathology is also reported for mumps virus, lymphocytic
choriomeningitis virus, reovirus, and parvovirus infections (10,
44, 49, 55, 65). In contrast to NBD, where PCs appear to be the
primary target of BDV infection and cerebellar pathology re-
flects cytoarchitectural disruption and PC loss through apop-
tosis, PC pathology in LCMV infection is immune cell medi-
ated, and parvovirus-associated PC damage is attributed to
secondary effects of selective infection and destruction of gran-
ule cell neurons (10, 44). Until recently, specific mechanisms

contributing to apoptotic PC death in NBD remained poorly
defined. A recent report by our laboratory demonstrated the
induction of endoplasmic reticulum (ER) stress in infected
PCs associated with an imbalance between apoptotic signals
and ER quality control functions (77).

The CBLM has traditionally been considered the center for
coordination of somatic motor function and balance. However,
connections between the CBLM and nonmotor cortical and
subcortical structures, combined with cerebellar pathology and
associated neuropsychiatric deficits, suggest the potential for
cerebellar participation in cognitive and affective processing
(36, 62). Infection-induced motor and balance deficits reported
in NBD rats include locomotor hyperactivity, ataxia, abnormal-
ities in bar-holding and bar-crossing abilities, righting, and
geotaxis responses (7, 29, 48). Deficits in learning, memory,
emotional responses, and social and stereotypic behaviors have
also been reported (13, 29, 46, 47, 54).

Substantial cerebellar development in the rat is postnatal.
PCs are formed prenatally at embryonic days 13 to 15 (E13 to
E15), but the characteristic monolayer alignment is not
achieved until postnatal days 4 to 8 (PND4-8). PC dendrites
also develop postnatally, reaching adult dimensions after
PND15; synaptogenesis with parallel fibers of granule cells,
granule cell proliferation, and elimination of supernumerary
climbing fibers continue well into the third postnatal week
(20, 37).

Histologically, the CBLM is defined by a uniform layered

* Corresponding author. Mailing address: Jerome L. and Dawn
Greene Infectious Disease Laboratory, Mailman School of Public
Health, Columbia University, 722 West 168th Street, Rm. 1801, New
York, NY 10032. Phone: (212) 342-9033. Fax: (212) 342-9044. E-mail:
wil2001@columbia.edu.

� Published ahead of print on 20 December 2006.

2675



architecture. However, a more complex cerebellar compart-
mentalization into parasagittal expression domains is apparent
with immunocytochemical markers (i.e., zebrin II, EAAT4,
HSP25, HNK-1, mGlur1b, etc.) that discriminate between sub-
sets of PC neurons (58). Zebrin II is the most extensively
studied of these markers. Cloning and expression studies have
identified the zebrin II gene as encoding the glycolytic enzyme
AldoC, which catalyzes the cleavage of fructose 1,6-bisphos-
phate into D-glyceraldehyde phosphate and dihydroacetone
phosphate (1). In adult rodents, zebrin expression in PCs man-
ifests in a pattern of 13 parasagittal bands with symmetry about
the midline (35). Transverse boundaries of zebrin II expression
are divided into the anterior zone (AZ; lobules I to V), central
zone (CZ; lobules VI and VII), posterior zone (PZ; lobule
VIII), and nodular zone (NZ; lobules IX and X). The AZ is
characterized by narrow bands of zebrin II-positive PCs (des-
ignated P1 to P7) interdigitating with broad bands of zebrin
II-negative PCs. The opposite is true of the PZ, where broad
bands of zebrin II-positive neurons interdigitate with narrow
zebrin II-negative bands. PCs in the CZ, NZ, and paraflocculi/
flocculi are uniformly zebrin II positive. In animal models in
which PC loss predominates, cell death may be random or
organized, with preferential degeneration of PC subsets (58).
However, compartmentalization of PC loss in response to viral
infection of the central nervous system has not previously been
investigated.

In this study, we examined patterns of PC death in NBD rats
relative to parasagittal expression domains. Our analysis re-
vealed spatiotemporally defined patterns of PC loss and apop-
tosis in association with zebrin II and excitatory amino acid
transporter 4 (EAAT4) PC phenotypes. These findings suggest
differential stage- and region-specific vulnerabilities of PC sub-
sets and may provide insights into mechanisms of PC death in
infections during early life.

MATERIALS AND METHODS

Animals and virus. Lewis rat dams were obtained from Charles River Labo-
ratories (Wilmington, MA). Within 12 h of birth, 81 Lewis rat pups were inoc-
ulated in the right cerebral hemisphere with 50 �l of 5 � 103 tissue culture
infectious units of BDV strain He/80-1 (NBD) or phosphate-buffered saline
(PBS) (sham-inoculated rats [control]). Rats were sacrificed at PND21, PND28,
PND42, and PND84 for nucleic acid, protein, and anatomic analyses.

RNA extraction. At PND28 postinoculation, NBD (n � 7) and control (n � 5)
rats were terminally anesthetized with CO2. Brain regions (CBLM and HC) were

immediately dissected, snap frozen in TRIzol (Invitrogen, Carlsbad, CA), and
stored at �80°C. Following extraction using standard protocols, RNAs were
quantitated by UV spectrophotometry.

Quantitative real-time PCR. Intron-exon-spanning, gene-specific PCR prim-
ers and fluorophore-labeled oligonucleotide probes specific for rat AldoC, phos-
phofructokinase C (PFK-C), EAAT4, and porphobilinogen deaminase (PBGD)
as a housekeeping gene control were designed for real-time PCR, using Primer
Express 1.0 software (Applied Biosystems, Foster City, CA) (Table 1). Probes
were labeled with a 5�-end fluorescent reporter dye (6-carboxyfluorescein) and a
3�-end quencher dye (6-carboxytetramethylrhodamine). For determination of
the target transcript copy number, PCR standards were created by subcloning the
region of the gene to be analyzed into the pGEM-T Easy vector (Promega
Corporation, Madison, WI). The linearized plasmid was quantitated by UV
spectroscopy, and 10-fold serial dilutions were created in water containing yeast
tRNA (1 ng/�l). The sensitivities of PCR standards ranged from 5 � 105 to 5 �
101 copies for AldoC, 5 � 105 to 5 � 100 copies for PFK-C, and 5 � 105 to 5 �
101 copies for EAAT4. RNAs from CBLM or HC of individual animals were
used for real-time PCR assays. cDNAs were synthesized using Taqman reverse
transcription reagents (Applied Biosystems) from cerebellar or hippocampal
RNAs of individual NBD (n � 7) and control (n � 5) rats (2 �g RNA per 100-�l
reaction mix), and each sample was assayed in triplicate. Each 25-�l amplifica-
tion reaction mix contained 10 �l template cDNA, 12.5 �l universal master mix
(Applied Biosystems), 200 nM probe, and the primer concentrations given in
Table 1. The thermal cycling profile, using a model 7700 sequence detector
system (Applied Biosystems), consisted of the following: stage 1, 1 cycle at 50°C
for 2 min; stage 2, 1 cycle at 95°C for 10 min; and stage 3, 45 cycles at 95°C for
15 s and 60°C for 1 min. A PBGD transcript was amplified in triplicate reactions
by real-time PCR on the same plate as the gene of interest. The mean concen-
tration of PBGD in each sample was used to control for the integrity of input
mRNAs and to normalize values of target gene expression to those for the
housekeeping gene. Results were expressed as the mean numbers of copies per
200 ng total RNA for AldoC, PFK-C, and EAAT4 relative to the value obtained
for PBGD mRNA. The specificity of each assay was confirmed by inclusion of a
negative control lacking a cDNA template. PCRs were examined by 1.5% aga-
rose gel electrophoresis for verification of single amplification products.

Western blot analysis. CBLM were dissected from PND28 NBD (n � 4) and
control (n � 4) rats and homogenized in PBS or sodium dodecyl sulfate (SDS)
buffer (for EAAT4 Western blots; 50 mM NaPi, pH 7.4, 10 mg/ml SDS) con-
taining protease inhibitors (Complete Mini EDTA-free tablets; Roche Molecu-
lar Biochemicals, Indianapolis, IN). Homogenates were centrifuged at 12,000
rpm for 15 min at 4°C. Supernatants were collected, and protein concentrations
were estimated by the Bradford assay (Bio-Rad, Hercules, CA). Proteins from
regional brain homogenates (20 �g) in sample buffer (10 mM Tris-HCl, pH 7.5,
10 mM EDTA, 20% [vol/vol] glycerol, 1% [wt/vol] SDS, 0.005% [wt/vol] brom-
phenol blue, 100 mM dithiothreitol) were boiled for 5 min and size fractionated
by 10% SDS-polyacrylamide gel electrophoresis. Gels and nitrocellulose mem-
branes were briefly equilibrated in transfer buffer (25 mM Tris-HCl, pH 8.3, 192
mM glycine, 15% methanol) before transfer of proteins to membranes using a
semidry blotting apparatus (Owl Separation Systems, Portsmouth, NH). Mem-
branes were blocked in 2% nonfat milk powder in TTBS (20 mM Tris-HCl, pH
7.6, 137 mM NaCl, 0.1% Tween 20) overnight at room temperature and incu-
bated with rabbit anti-BDV nucleoprotein (N protein; 1:10,000) (11), rabbit

TABLE 1. Rat gene-specific primers and probes for real-time PCR

Gene (GenBank
accession no.) Primer pair (5�–3�) (reaction concn) and probea Amplicon

size (bp)

AldoC (NM_012497) For, ACCTGGAAGGGACTCTCCTCA (900 nM) 140
Rev, AAGTCACCCCTGGGACAGCT (900 nM)
FAM-ACTGTCACTGCCCTGCGTCGAACTGT-TAMRA

EAAT4 (U89608) For, CCAGCTCTGCAACTCTGCCT (300 nM) 150
Rev, GCAATAAAGATGGCTGCCAAG (300 nM)
FAM-ACATGGACGGCACCGCGCTCT-TAMRA

PFK-C (L25387) For, TGCATTTGACAGGATTTTGGC (300 nM) 150
Rev, CTGGGTCATTTGCACGCAC (300 nM)
FAM-ACTGAGAGGAAATCAAGCTGTACGCCTGC-TAMRA

PBGD (X06827) For, ATTCGGGGAAACCTCAACACC (300 nM) 157
Rev, CTGACCCACAGCATACATGCAT (300 nM)
FAM-GCAAGATCTGGCCCACCCGGTT-TAMRA

a For, forward primer; Rev, reverse primer.
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anti-BDV phosphoprotein (P protein; 1:10,000) (11), mouse monoclonal anti-
zebrin II (1:50) (a kind gift of Richard Hawkes), or rabbit anti-rat EAAT4 (1:50)
(Alpha Diagnostic International, San Antonio, TX) antibody (Ab) in TTBS
containing 1% nonfat dry milk for 2 h at room temperature. Membranes were
washed three times for 10 min each with TTBS prior to incubation with perox-
idase-conjugated goat anti-mouse immunoglobulin G (IgG; 1:2,000) (Bio-Rad)
or goat anti-rabbit IgG (Bio-Rad) (1:2,000) in TTBS with 1% nonfat dry milk for
1 h at room temperature. Membranes were washed again with TTBS, developed
using an ECL Western blot detection system (Amersham Biosciences, Arlington
Heights, IL), and scanned for chemiluminescence using a Storm 840 imager
(Molecular Dynamics, Sunnyvale, CA). Blots were then stripped and reprobed
with mouse anti-glyceraldehyde-3-phosphate dehydrogenase (anti-GAPDH)
monoclonal antibody (Ambion, Austin, TX). Protein band signals were analyzed
using Image Quant software (v. 1.0; Molecular Dynamics). The signals of indi-
vidual protein bands were normalized to the GAPDH band intensity and rep-
resented in arbitrary units.

Histological analysis and immunofluorescence. Under CO2 anesthesia, PND21,
PND28, PND42, and PND84 NBD (n � 5/age group) and control (n � 4/age
group) rats were perfused via left ventricular puncture with PBS (1 ml/g body
weight), followed by buffered 4% paraformaldehyde (1 ml/g body weight). Tis-
sues were removed, postfixed in 4% paraformaldehyde overnight at 4°C, and
cryoprotected with graded sucrose solutions before being embedded in tissue
freezing medium (Triangle Biomedical Sciences, Durham, NC). Cryostat sec-
tions (14 �m) were collected on glass slides (Super Frost Plus; Fisher Scientific,
Pittsburgh, PA). Tissue sections were stained with hematoxylin and eosin (H&E)
for histological analysis. For immunofluorescence, sections were rinsed for 5 min
in PBS, followed by incubation with 0.1% Triton X-100 in PBS for 1 h at room
temperature. Sections were again washed with PBS for 5 min, followed by
blocking with 10% goat serum in PBS for 1 h at 37°C. Sections were incubated
overnight at 4°C with the following primary antibodies in blocking solution:
rabbit anti-BDV N protein (1:1,500), mouse monoclonal anti-zebrin II (1:50),
rabbit anti-rat EAAT4 Ab (1:50) (Alpha Diagnostic International), rabbit anti-
calbindin D-28K (1:100) (Chemicon, Temecula, CA), rabbit anti-GFAP Ab
(1:100) (DAKO Cytomation, Carpinteria, CA), mouse anti-GFAP MAb cocktail
(1:30) (BD Pharmingen, San Diego, CA), mouse OX-42 MAb (1:100) (Chemi-
con), rabbit anti-Iba1 Ab (1:100) (Wako Pure Chemical Industries, Ltd., Rich-
mond, VA), mouse anti-horse MT-I/-II (1:50) (clone E9; DAKO Cytomation),
and mouse anti-rat CD44H Ab (1:50) (BD Pharmingen). After three washes in
PBS, sections were incubated with Cy3-conjugated anti-mouse IgG or Cy3-
conjugated anti-rabbit IgG and/or Cy2-conjugated anti-rabbit IgG or Cy2-con-
jugated anti-mouse IgG (1:200) (Jackson Immunoresearch Laboratories, Inc.,
West Grove, PA) in PBS for 1 h at room temperature. Sections were washed
three times in PBS, dehydrated through graded ethanol solutions, placed in
Americlear (Richard-Allan Scientific, Kalamazoo, MI), and mounted with Per-
mount (Fisher Scientific) for microscopic analysis. Images were obtained using a
Nikon Eclipse E600 fluorescence microscope. Images were matched for bright-
ness and contrast but were otherwise unaltered.

TUNEL. Cellular DNA fragmentation was labeled in brain sections by termi-
nal deoxynucleotidyltransferase-mediated dUTP-biotin nick end labeling
(TUNEL), using diaminobenzidine as the chromogen (23). Cryostat sections
were fixed in 4% paraformaldehyde and treated with 1 �g/ml proteinase K
(Roche, Indianapolis, IN) for 5 min at 37°C. Sections were washed with PBS,
fixed in paraformaldehyde, treated with 0.3% hydrogen peroxide in 0.1 M phos-
phate buffer for 20 min, and dehydrated through graded ethanol solutions.
Sections were covered with a mixture of 1 mM biotinylated-16-dUTP (Roche), 10
mM dATP (Roche), terminal deoxynucleotidyltransferase enzyme (Promega,
Madison, WI), 5� terminal deoxynucleotidyltransferase buffer (Promega), and
distilled H2O and incubated at 37°C for 1 h. After washes with PBS, visualization
of the reaction was carried out using a Vectastain Elite ABC kit (Vector Labo-
ratories, Burlingame, CA), with diaminobenzidine as the substrate (Vector Lab-
oratories), according to the manufacturer’s instructions. Slides were counter-
stained with hematoxylin, mounted, and visualized with a light microscope at a
magnification of �100. Cells with intense brown nuclear staining or brown
staining of fragmented DNA within the cell were scored as TUNEL positive.

Statistical analysis. Data are presented as means � standard errors of the
means. The significance of observed differences between NBD and control
groups was assessed by analysis of variance (ANOVA) for real-time PCR and
densitometric Western immunoblot analyses. Analysis was carried out using
StatView software (v. 5.0.1; SAS Institute Inc., Cary, NC). Values were consid-
ered to be significant when the P values were �0.05.

RESULTS

Distribution of BDV antigen in NBD CBLM. Rats were
infected with BDV in the first 12 h of life and sacrificed at the
following time points for anatomic, RNA, and protein analy-
ses: PND21 (3 weeks), PND28 (4 weeks), PND42 (6 weeks),
and PND84 (12 weeks). Consistent with previous reports, neo-
natally infected rats had disturbances in growth and behavior,
including asymmetric protoambulatory responses, delayed
righting responses, increased locomotion, and increased ste-
reotypies (7, 29). As noted in previous reports, the NBD
CBLM was reduced in size (8, 17, 73). We assessed the distri-
bution of BDV N protein in the CBLM of PND28 NBD (Fig.
1A and C) and control (Fig. 1B) rats by immunofluorescence
histochemistry. At PND28, viral antigen was expressed in
nearly all PCs (Fig. 1C, arrows) but was also detectable in
numerous cells in the molecular layer (Fig. 1C, bracketed cells)
and occasional cells in the granular layer (Fig. 1C, boxed cells).

Decreased cerebellar AldoC, PFK-C, and EAAT4 expression
during NBD. Borna disease in infected immunocompetent
adult Lewis rats is mediated by infiltrating T cells (12). In
contrast, brain damage in neonatal infection occurs without
overt immune cell infiltration (28). The CBLM is severely
affected in NBD rats, with a loss of PCs and granule cell
neurons. To investigate potential mechanisms of neural dam-
age in neonatal infection, we assessed cerebellar mRNA ex-
pression profiles in NBD and control rats by using oligonucle-
otide microarrays. Preliminary microarray results indicated
specific decreases for AldoC, EAAT4, and PFK-C mRNAs
(data not shown). An age of 4 weeks was chosen for assess-
ments, as it correlates temporally with early PC degeneration
in CBLM (29).

Real-time PCR assays were established to evaluate levels of
AldoC, EAAT4, and PFK-C mRNAs in individual PND28
NBD (n � 7) and control (n � 5) rat cerebella. Porphobilino-
gen deaminase mRNA served as a normalization control for
transcript quantity and integrity. NBD rats had marked de-
creases in cerebellar AldoC mRNA (Fig. 1D) (1.98-fold; P �
0.0014 by ANOVA), EAAT4 mRNA (Fig. 1E) (2.74-fold; P �
0.0001 by ANOVA), and PFK-C mRNA (Fig. 1F) (1.58-fold;
P � 0.0044 by ANOVA). Western immunoblot analysis was
employed to assess the protein levels of viral antigens, AldoC,
and EAAT4 in extracts of NBD and control rat cerebella. The
presence of BDV N and P proteins was confirmed by Western
immunoblotting of NBD cerebellar homogenates (Fig. 1G).
AldoC and EAAT4 proteins were decreased in NBD CBLM
(Fig. 1G). Densitometric analysis of Western blots revealed a
significant, 38% decrease in the AldoC signal (Fig. 1H) (P �
0.042 by ANOVA) and a 28% decrease in the EAAT4 signal
(Fig. 1I) (P � 0.0063 by ANOVA) in NBD compared to con-
trol rats.

Distribution of PC loss in the AZ vermis. Our findings of
decreased AldoC mRNA and protein in CBLM led us to in-
vestigate patterns of PC loss in relation to zebrin II expression
domains. No differences were appreciated between NBD and
control cerebella at PND21. Zebrin II-positive bands were
apparent in the AZ vermis, and calbindin D-28K immunore-
activity was homogeneous in the PC and molecular layers (data
not shown). In control rats at PND28, PND42, and PND84,
immunofluorescence revealed the classical adult zebrin II
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banding pattern (Fig. 2A and C) as well as homogeneous
staining for calbindin in the PC and molecular layers (Fig. 2B
and C). At PND28, zebrin II bands (P1 to P3) were largely
conserved in NBD rat lobules I to V (Fig. 2D); however, gaps
in the PC and molecular layers, indicative of PC loss, were
revealed with calbindin staining (Fig. 2E). The findings with
calbindin were consistent with previous reports documenting
the inception of PC loss between PND27 and PND33 (80).
Colocalization of zebrin II and calbindin in PND28 NBD rats
revealed that PC loss was largely confined to the zebrin II-
negative molecular phenotype (Fig. 2F and G; double-headed
arrows in panel G define regions of PC loss). In the most
affected lobules (e.g., lobules III and IV [Fig. 2G]), only rare
PCs survived in zebrin II-negative zones and were often local-
ized centrally between two zebrin II-positive bands (Fig. 2G,
bracketed cells). At PND42, zebrin II-positive bands were no
longer preserved in the NBD rat AZ vermis, with only a few
surviving zebrin II-positive PCs observed (Fig. 2H, arrow).
Calbindin staining in PND42 NBD rats revealed extensive PC
loss compared to that at PND28 (Fig. 2I and J [merged im-
age]). At PND84, the AZ vermis was devoid of zebrin II bands

(Fig. 2K), and calbindin staining revealed only scattered sur-
viving PCs (Fig. 2L and M [merged image]).

Distribution of PC loss in lateral cerebellar lobules. The
preferential early survival of zebrin II-positive PCs in the
vermes of NBD rats was not observed in lateral cerebellar
regions (i.e., hemispheres, flocculi, and paraflocculi). Zebrin II
and calbindin labeling was normal in control rat hemispheres
(Fig. 3A to C). In NBD rats at PND28, PC losses in the
hemispheres (simple lobule and crus I of the anciform lobule)
were observed in both zebrin II-positive and -negative regions
(Fig. 3D, arrows show the loss of zebrin II-positive PCs). Cal-
bindin staining revealed small stripes of cell loss interdigitating
with small stripes of cell survival (Fig. 3E, with cell loss indi-
cated by arrows, and F [merged image]). Although PCs in the
flocculus and paraflocculus were all zebrin II positive in control
rats (Fig. 3G), these regions were severely affected in PND28
NBD rats. Numerous zebrin II-positive neurons were lost from
these regions, resulting in large unstained gaps interdigitating
with bands of surviving PCs (Fig. 3H).

Preferential PC survival in the nodular zone. Preferential
conservation of lobule X PCs was previously reported for mu-

FIG. 1. Decreased AldoC, EAAT4, and PFK-C expression in the CBLM of NBD rats. Immunofluorescence analysis of the BDV N protein in
CBLM of PND28 NBD (A and C) and control (B) rats is shown. Note the prominent staining of PCs (arrows in panel C) and unidentified cells
in the molecular layer (bracketed cells in panel C) and granule cell layer (boxed cells in panel C). (D to F) Real-time PCR for AldoC, EAAT4,
and PFK-C mRNAs, respectively, from PND28 NBD (n � 7) and control (n � 5) rat CBLM. (D) AldoC mRNA levels in PND28 CBLM, showing
1.98-fold decrease in NBD rats (P � 0.0014 by ANOVA). (E) EAAT4 transcript levels from PND28 cerebellar RNA, showing 2.74-fold decrease
in NBD rats (P � 0.0001 by ANOVA). (F) PFK-C transcript levels from PND28 CBLM, showing 1.58-fold decrease in NBD rats (P � 0.0044 by
ANOVA). (G) Western immunoblots for BDV N protein, BDV P protein, AldoC, EAAT4, and GAPDH (loading control). (H and I) Signal
intensities from Western blots for AldoC and EAAT4, respectively, from PND28 cerebellar protein extracts from NBD (n � 4) and control (n �
4) rats. (H) AldoC protein levels are significantly decreased in PND28 NBD rat CBLM, with a 38% decrease in NBD compared to control rats
(P � 0.042 by ANOVA). (I) EAAT4 protein levels are significantly decreased in PND28 NBD rat CBLM, with a 28% decrease in NBD compared
to control rats (P � 0.0063 by ANOVA). Abbreviations: ml, cerebellar molecular layer; gcl, cerebellar granule cell layer. Asterisks, P � 0.05. Bars �
100 �m.
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FIG. 2. Zebrin II-negative PC populations are lost preferentially in the AZ of PND28 NBD rats. Transverse sections through the anterior
CBLM of PND28 control (A, B, C), PND28 NBD (D, E, F, G), PND42 NBD (H, I, J), and PND84 NBD (K, L, M) rats double labeled for zebrin
II (A, D, H, K) and calbindin D28K (B, E, I, L), with merged signals (C, F, G, J, M), are shown. Zebrin II bands were consistently observed in
control rats (A), and calbindin staining (B) was homogeneous in the molecular and PC layers (panels A and B merged in panel C). Zebrin II
expression modules are largely preserved in PND28 NBD rats (D) (note the P1 to P3 bands in lobules III to V), despite numerous small and large
gaps in the PC layer detected with calbindin staining (E). (F) Colocalization of signals revealed the specific loss of PCs in zebrin II-negative zones.
(G) High-magnification view of lobules III and IV (P1 and P2 bands) from a PND28 NBD rat, double labeled for zebrin (red) and calbindin
(green). Note the large gaps in the PC layer indicated by double-headed arrows and the few surviving zebrin II-negative PCs, localized
approximately equidistant between zebrin II-positive bands (bracketed cells). (H) Zebrin II staining in PND42 NBD rats reveals a nearly complete
loss of zebrin expression domains (the arrow indicates a surviving zebrin II-positive neuron in lobule IV from the P2 band). (I) Calbindin staining
in PND42 NBD rat reveals extensive loss of PCs, resulting in large gaps in the PC and molecular layers (panels H and I merged in panel J).
(K) Zebrin II staining in PND84 NBD rat shows a complete loss of zebrin II domains and decreased background. (L) Few surviving PCs were
evident with calbindin staining in the AZ of PND84 NBD rats (panels K and L merged in panel M). Bars � 100 �m.
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tant models (i.e., nervous, pcd, shaker, toppler, and NPC1) and
other diseases (i.e., X-chromosome-linked copper malabsorp-
tion, multiple systems atrophy, and spinocerebellar ataxia 6)
(14, 16, 31, 34, 59, 68, 72, 75, 79). Therefore, we assessed PC
loss in the NZ of NBD rats in relation to zebrin II expression
modules.

Zebrin II expression and PC density (assessed by calbindin
staining) were normal in control rat PZ and NZ at PND21,
PND28, PND42, and PND84 (Fig. 4A, B, and C). In control
rats, characteristic thick bands of zebrin II-positive PCs and
thin bands of zebrin II-negative PCs were observed in lobules
VIII and IX. All PCs were zebrin II positive in lobule X (Fig.
4A). Although modest PC losses in the PZ and NZ were
apparent in NBD rats as early as PND28, differences be-
tween NBD and control rats were readily appreciated at
PND42 (data not shown). At PND84, numerous surviving
zebrin II-positive PCs were observed in lobule X (Fig. 4D,
E, and F). While PCs in lobule X were not entirely spared,
survival was more substantial than that in the AZ, PZ, and
lateral CBLM.

Loss of EAAT4 PC phenotypes. EAAT4 mRNA and protein
levels were decreased in PND28 NBD rat CBLM (see above).

Thus, we investigated patterns of EAAT4 expression in rela-
tion to zebrin II expression in the CBLM. EAAT4 immuno-
staining (Fig. 5A) in control rats corresponded with zebrin
II-positive neurons (Fig. 5B and C), as previously reported
(40). At PND28, EAAT4-positive bands were preserved in
NBD rats (Fig. 5D) and colocalized with zebrin II bands (Fig.
5E and F). Surprisingly, a marked loss of EAAT4 staining was
visible in zones corresponding to zebrin II-negative PCs in the
AZ vermis (Fig. 5F, arrows define regions where EAAT4 stain-
ing is lost in zebrin II-negative zones). EAAT4 is likely ex-
pressed in zebrin II-negative PCs, but at lower levels than
those of zebrin II-positive PCs. Background staining for
EAAT4 was consistently higher in NBD rats. Increased back-
ground staining may reflect the modulation of low levels of
specific glial or PC staining for EAAT4 in zebrin II-negative
regions. The loss of EAAT4-negative and -positive PCs in
lateral cerebellar regions at PND28 followed a similar pattern
of PC loss to that found for zebrin II and calbindin (data not
shown). By PND84, EAAT4 banding was completely abolished
in the AZ vermis (Fig. 5G). The loss of EAAT4-positive stripes
coincided with the loss of zebrin II-positive stripes (Fig. 5H
and I).

FIG. 3. Loss of zebrin II subsets in hemispheres, flocculi, and paraflocculi. Double-label immunofluorescence for zebrin II (A, D) and calbindin
(B, E) in PND28 control (A, B, C) and PND28 NBD (D, E, F) rats, with merged images (C, F), is shown. Note the loss of zebrin II-positive neurons
in the simple lobule and crus I of the anciform lobule in NBD rats (arrows in panels D, E, and F). (G) All PCs in the flocculus and paraflocculus
were positive for zebrin II and EAAT4 in a control rat brain. Representative zebrin II staining is shown. (H) Cell loss in PND28 NBD rat flocculus
and paraflocculus. Note the large gaps in PC and molecular layers (brackets) observed with zebrin II and EAAT4 staining. Representative zebrin
II staining is shown. Abbreviations: Sim, simple lobule; CrI, crus I of the anciform lobule; PFL, paraflocculus; FL, flocculus. Bars � 100 �m.
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Astrocytic EAAT4 expression. EAAT4 expression in normal
rats is reported to be confined predominantly to PCs; however,
its expression has also been reported for astrocytes in the
retina, spinal cord, forebrain, hindbrain, and primary cultures
(30). EAAT4 staining in NBD rat CBLM revealed numerous
EAAT4-immunoreactive cells with glial morphology. Thus,
EAAT4 expression in glia was examined by double-label im-
munofluorescence, using antibodies directed against OX-42
and GFAP to distinguish microglia and astrocytes, respec-
tively. No EAAT4-positive microglia were identified in either
control or NBD rats. In NBD rats, EAAT4 was detected in
Bergmann glial fibers in the molecular layer (Fig. 5J, K, and L,
arrows) and in numerous reactive astrocytes in the granule
cell layer (Fig. 5J, K, and L, boxed cell). No EAAT4 labeling
was detected in cerebellar astrocytes or Bergmann fibers in
control rats.

Astrogliosis is prominent throughout the brains of NBD
rats; thus, we investigated EAAT4 levels outside the CBLM.
Real-time PCR analysis of EAAT4 mRNA levels in HC re-
vealed a significant increase in PND28 NBD rats compared to
that in controls (Fig. 5M) (2.3-fold; P � 0.0329 by ANOVA).
Hippocampal EAAT4 fluorescence was prominently increased
in astrocytes in the dentate gyrus, hilus, and stratum lacunosum
moleculare (Fig. 5N). Astrocytic EAAT4 expression was also
observed, though to a lesser extent, in the cortex, caudate
putamen, corpus collosum, and thalamic regions in NBD rats
(data not shown). In control rats, faint EAAT4 staining was
confined to scattered hilar astrocytes in the HC (Fig. 5O).

Compartmental expression of MT-I/II and CD44 by Berg-
mann glia and microglial activation. We have previously
shown that metallothionein-I/II (MT-I/II) mRNA and protein
are dramatically increased in NBD rat brains. The largest in-
crease in MT-I/II mRNA was found in the CBLM, where
MT-I/II protein localized to reactive astrocytes and Bergmann
glia (78). Thus, we investigated the expression of MT-I/II in the
CBLM to determine whether patterns of Bergmann glial MT-
I/II expression correlated with compartmentalization in the
CBLM. Immunofluorescence analysis revealed that MT-I/II
expression in NBD Bergmann glia was compartmentalized in
the vermis, forming bands of MT-I/II expression in the Berg-

mann glial cell bodies and fibers (Fig. 6A). We next examined
the expression of MT-I/II with respect to EAAT4 (Fig. 6B, C,
and D). MT-I/II was highly expressed in regions corresponding
to EAAT4-negative zones, where the majority of PC loss oc-
curred. Only small areas of overlap were observed between
EAAT4 and MT-I/II (Fig. 6D, asterisk).

Previously, we have shown that the hyaluronan receptor
CD44 was increased in the HC of NBD rats (78). However, the
distribution of CD44 in the NBD rat CBLM has not been
reported. Thus, we evaluated CD44 protein expression in the
CBLM by immunofluorescence. CD44 staining was increased
in NBD CBLM relative to that in controls (data not shown).
Similar to MT-I/II staining, CD44 staining was increased in
NBD Bergman glia and formed a banded pattern of expression
(Fig. 6E) that was not observed in control rats (data not
shown). In relation to EAAT4-positive bands (Fig. 6F), CD44
bands were largely confined to EAAT4-negative zones (Fig.
6G). However, CD44 bands often did not span the entire width
of EAAT4-negative zones (Fig. 6G, asterisks). These results
suggest that during disease states, Bergman glia may enhance
programs of gene expression related to injury, forming distinct
banding patterns similar to those found in PC subsets.

Microgliosis is a prominent feature in the brains of NBD
rats. Thus, we investigated the distribution of microglia (anti-
Iba1 immunofluorescence) in the NBD CBLM. In PND28
NBD rat CBLM, microglia aligned in a striped formation span-
ning the molecular layer (Fig. 6H, arrows). Bands of microglia
were most prominent in the AZ vermis, consistent with selec-
tive, early PC loss in this region. Only faint staining of a few
scattered microglia was observed in control rat cerebella (Fig.
6I). Stripes of microglia often aligned with infected PCs and
were often found enwrapping PC somata (data not shown).
The distribution of microglia (Fig. 6J, green) in relation to that
of zebrin II (Fig. 6J, red) was examined by double-label im-
munofluorescence, using antibodies directed against microglia
(Iba1) and zebrin II. This analysis revealed that microglial
density and striping were greater in zebrin II-negative zones in
the anterior vermes of PND28 NBD CBLM.

Spatial and morphological changes in PCs. Calbindin stain-
ing revealed abnormalities in PC distribution and morphology.

FIG. 4. PC survival in the NZ of NBD rats. Double-label immunofluorescence for zebrin II (A, D) and calbindin (B, E) in PND84 control (A,
B, C) and PND84 NBD (D, E, F) rat lobules VIII, IX, and X, with merged images (C, F), is shown. Bars � 100 �m.
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PC ectopia, although infrequent, was only observed in NBD
rats (Fig. 7A). In some PCs, primary dendrites were grossly
swollen (Fig. 7B). At PND28 and thereafter, the dendritic
arbor was stunted and did not span the width of the molecular
layer (Fig. 7C, bars). In some PCs, calbindin staining was
absent in somata but intact in dendrites (Fig. 7C, arrow). Swol-

len, vacuolated PC somata were common at PND84, with the
highest frequencies in the posterior and nodular zones (Fig.
7D and E; PND84 control rat PCs are shown in Fig. 7F for
comparison). At PND84, the spatial orientation of some PCs
was aberrant, and cell bodies were displaced into the granule
cell layer (Fig. 7G, bar).

FIG. 5. Preservation of EAAT4-positive neurons in PND28 NBD rat vermis and astrocytic EAAT4 expression. Double-label immunofluores-
cence for EAAT4 (A, D, G) and zebrin II (B, E, H) in control (A, B, C), PND28 NBD (D, E, F), and PND84 NBD (G, H, I) rats, with merged
images (C, F, I), is shown. Note the loss of EAAT4 staining in zones corresponding to zebrin II-negative PCs (arrows in panel F). Double-label
fluorescence for EAAT4 (J [red]) and GFAP (K [green]) reveals colocalization (L) with Bergmann glial fibers in the molecular layer (arrows) and
with astrocytes in the granule cell layer (boxed cell) of the CBLM. (M) Real-time PCR analysis of EAAT4 mRNA expression in HC of PND28
NBD (n � 7) and control (n � 5) rats, showing a 2.3-fold increase in NBD rats (P � 0.0329 by ANOVA). EAAT4 immunofluorescence in the
dentate gyri of PND28 NBD (N) and control (O) rats is shown. Abbreviations: ml, molecular layer; gcl, granule cell layer; Hi, hilus fasciae dentate.
Asterisk, P � 0.05. Bars � 100 �m.
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Apoptosis of PCs. Histological analysis of H&E-stained sec-
tions from PND28 NBD rats revealed prominent features of
classical apoptosis in PCs, including nuclear pyknosis, cytoplas-
mic shrinkage, membrane blebbing (Fig. 8A and B), nuclear
fragmentation (Fig. 8C), and formation of condensed chroma-
tin balls (Fig. 8D). Similar morphological changes were ob-
served in scattered cells of the molecular and granule cell
layers (Fig. 8E). At PND84, PCs no longer showed classical
signs of apoptosis and were often swollen with enlarged nuclei
and cytoplasm (Fig. 8F). Morphological signs of apoptosis
were not observed in control rat PCs (Fig. 8G). These findings
were confirmed by TUNEL. TUNEL-positive PCs were ob-
served in PND28 NBD rats (Fig. 8H, I, and J). Some TUNEL-
positive PCs appeared to be at a stage when the nucleus had
not fully disintegrated and were stained prominently by
TUNEL (Fig. 8I). Other apoptotic PCs appeared to have lost
intact nuclei, and diffuse, fragmented chromatin stained posi-
tively by TUNEL (Fig. 8J). Consistent with previous reports,
granule cell neurons in the CBLM, dentate gyrus granule cell
neurons, and cortical neurons also stained prominently by
TUNEL at PND28 (29, 73; data not shown). No evidence of
PC apoptosis was observed in control rats by TUNEL assay at
PND21, PND28, or PND42 or in NBD rats at PND84.

DISCUSSION

PC loss is a prominent feature of several neurodevelopmen-
tal and neurodegenerative disorders, including autism, Alzhei-
mer’s disease, Huntington’s disease, schizophrenia, epilepsy,
and alcoholism (50, 58). The diversity of pathways contributing

FIG. 6. Bergmann glial expression of MT-I/II and CD44 and density of microglia in zebrin II-negative zones. (A) MT-I/II fluorescence in the
anterior vermis (lobules III to V) of PND28 NBD CBLM (note the banded distribution of MT-I/II in Bergmann glia [defined by brackets]).
Double-label immunofluorescence for MT-I/II (B; white brackets define zones of high MT-I/II expression) and EAAT4 (C; blue bracket defines
the EAAT4-positive zone) is shown. (D) Merged image showing MT-I/II expression largely confined to EAAT4-negative zones (the asterisk
denotes a small region of overlap). Double-label immunofluorescence for CD44 (E; white brackets define zones of high CD44 expression) and
EAAT4 (F; blue bracket defines the EAAT4-positive zone) is also shown. The merged image (G) shows CD44 expression in EAAT4-negative
zones (asterisks denote EAAT4-negative zones where CD44 is absent). OX42 fluorescence of microglia in cerebellar vermes of PND28 NBD (H;
arrows denote the striped pattern of microglial alignment) and control (I) rats is shown. Double-label immunofluorescence for OX-42 (J [green])
and zebrin II (J [red]) shows the high density of microglia in zebrin II-negative zones. Abbreviations: ml, molecular layer; gcl, granule cell layer.
Bars � 100 �m.

FIG. 7. PC spatial and morphological abnormalities in NBD rats.
Calbindin D28K immunofluorescence in CBLM reveals ectopic PCs
(A, arrows), swollen dendrites (B, arrows), retracted dendrites (C,
bars), loss of PC somata (C, arrow), swollen PC somata in PND84
NBD rats (D and E) compared to those in PND84 control rat PCs (F),
and PC somata retracted into the granule cell layer (G). Abbreviations:
gcl, granule cell layer; pcl, Purkinje cell layer; ml, molecular layer.
Bars � 100 �m (A, B, C, G) and 10 �m (D, E, F).
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to PC damage is underscored by numerous animal models
based on naturally occurring mutations (e.g., Leaner, tottering,
pogo, nervous, weaver, and tambaleante mice), transgenic ex-
pression (e.g., SCA1, MJD1, and SV40 large T antigen mice),
gene knockout (e.g., Acid sphingomyelinase, XPG, and mot-
tled), intoxication (e.g., Ibogaine, OX7-saporin, phencyclidine,
acrylamide, and methotrexate), ischemia, and viral infection
(10, 17, 44, 58). In this study, we investigated patterns of PC
death relative to parasagittal expression domains (Fig. 9A)
following neonatal infection of rats with BDV. This investiga-
tion revealed preferential, early survival of zebrin II/EAAT4-
positive PCs and preferential death of zebrin II/EAAT4-neg-
ative PCs in the vermes of NBD rats (Fig. 9B). Consistent with
these findings, Bergmann glial expression of MT-I/II and
CD44, as well as the density of microglia, was higher in zebrin
II/EAAT4-negative zones. In contrast, early loss of PCs in the
lateral CBLM and PC loss in the vermis at later stages of
disease were not defined by antigenic compartments (Fig. 9B
and C). Complete dissolution of zebrin II/EAAT4 banding was
apparent in the AZ vermes of NBD rats by PND84 (Fig. 9D).
As in other models of cerebellar degeneration, we observed
relative sparing of PCs in lobule X. Extending these findings,
we have characterized the glial expression of EAAT4, assessed
spatial and morphological abnormalities of PCs, and demon-
strated apoptotic degeneration of PCs in NBD rats.

Preferential early survival of zebrin II/EAAT4-positive PCs
in the vermis. At PND28, PC loss in the cerebellar vermes of
NBD rats was primarily confined to zebrin II/EAAT4-negative
regions. Multifactorial processes are suggested to regulate pat-

FIG. 8. PC apoptosis in NBD rats. Hematoxylin and eosin staining
of cerebellar sections from PND28 NBD (A to E), PND84 NBD (F),
and PND28 control (G) rats is shown. (A) H&E-stained PC with early
signs of nuclear pyknosis. (B) H&E-stained PC with nuclear pyknosis,
cytoplasmic shrinkage, and membrane blebbing. (C) H&E-stained PC
with diffuse nuclear fragmentation. (D) H&E-stained PC with con-
densed chromatin balls. (E) H&E-stained cell in the molecular layer
with nuclear fragmentation and chromatin condensation. (F) H&E-
stained PC with swollen cytoplasm and nucleus from posterior cere-
bellar zone of PND84 NBD rat. (G) H&E-stained PCs from PND28
control rats. (H) TUNEL-positive PC (arrow) in anterior vermis of
PND28 NBD rat. (I) High-magnification view of TUNEL-positive PC
with compact labeling of fragmented DNA. (J) High-magnification view
of TUNEL-positive PC with diffuse, fragmented DNA. Bar � 100 �m.

FIG. 9. Zonal PC loss in the anterior cerebellum over time in NBD
rats. (A) Representation of the compartmental organization of zebrin-
positive (red) and zebrin-negative (green) PC zones in the anterior
cerebellum of control or PND21 NBD rats (preceding PC loss). The
distribution of zebrin-positive zones P1 to P4 is shown for vermal
lobules I to V, and zebrin-positive zones P5 and P6 are shown in the
simple lobule (Sim). Note that all PCs in the flocculus (FL), parafloc-
culus (PFL), and crus I of the anciform lobule (CrI) are zebrin positive.
(B) Distribution of PC loss in PND28 NBD rats. In the vermis, nu-
merous PCs are lost (white) from zebrin-negative zones (note few
surviving PCs [green bands]), while zebrin-positive PCs are largely
preserved. In the hemispheres, random losses of both zebrin-negative
and zebrin-positive PCs are observed. In the flocculus and parafloccu-
lus, zones of zebrin-positive PC loss interdigitate with zones of zebrin-
positive PC survival. (C) Representative PC loss in PND42 NBD rats.
As PC loss progresses, the banded distribution of zebrin-positive PCs
is disrupted in the vermis, and the loss of both PC subsets continues in
the hemispheres. (D) Representative PC loss in PND84 NBD rats. At
PND84, zebrin-positive PCs are no longer detectable in the vermis,
and few surviving PCs remain in the anterior cerebellum. In panels A
to D, gray indicates the location of the granule cell layer. Losses of
granule cells are not represented in this figure. Abbreviations: Sim,
simple lobule; CrI, crus I of the anciform lobule; PFL, paraflocculus;
FL, flocculus.
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terned death of PCs, including energy failure, glutamate tox-
icity, climbing fiber-mediated excitotoxicity, and exclusive ex-
pression of other host proteins in PC subsets (e.g., p75, the
low-affinity nerve growth factor receptor) (15, 24, 42, 69, 70, 71,
74, 76). Viral transformation and viral infection can cause
metabolic changes in infected cells, resulting in enhanced glu-
cose uptake and glycolytic flux and in depletion of intracellular
ATP (5, 6, 19, 26, 63, 67). Decreased ATP levels may reflect a
consumptive necessity in infected cells for efficient viral repli-
cation (i.e., viral DNA/RNA and polypeptide synthesis). We
recently demonstrated the induction of ER stress and the as-
sociated apoptotic molecule Chop in PND28 NBD PCs (77).
Proper protein folding in the ER is dependent on ATP, and
the ER is highly sensitive to stresses that perturb cellular en-
ergy levels (22, 27). Thus, PC subsets expressing large amounts
of the glycolytic enzyme AldoC could have a selective advan-
tage for responding to the increased energy demands associ-
ated with viral replication or ER stress. The decrease in
mRNA encoding PFK-C, the rate-limiting enzyme in glycoly-
sis, may support a role for energy failure in NBD neuropathol-
ogy; however, the metabolic consequences of persistent BDV
infection have not been determined. Alternatively, EAAT4
localizes to the same PCs that express AldoC, functions to
reduce extracellular glutamate concentrations, and defines
functionally and physiologically distinct compartments in the
CBLM (40, 71, 74). Thus, EAAT4-positive PCs may possess a
greater capacity for clearing excitotoxic glutamate from their
synapses. This could contribute to the preferential survival of
zebrin II/EAAT4-positive PCs in PND28 NBD rats as well as
the long-term survival of PCs in lobule X, where all PCs are
EAAT4 positive. As NBD progresses (i.e., PND42 and
PND84), both zebrin II/EAAT4-negative and -positive PCs are
rendered vulnerable to the virus-induced insult in the vermis,
suggesting that the early survival advantage in zebrin II/
EAAT4-positive zones is eventually overcome.

Patterns of PC loss in lateral cerebellar lobules. Neurode-
generation in NBD is largely confined to neurons that undergo
substantial postnatal maturation, suggesting that maturational
status may determine the susceptibility to damage. Cerebellar
hypoplasia in NBD rats correlates with the dropout of PCs and
their dendrites as well as the loss of the external and internal
granule cell layers (8, 17). Our findings that early PC loss
begins at around PND28 are in agreement with previous re-
ports (80). However, granule cell loss is evident much earlier
(PND14) (8). PCs are infected as early as PND3, possibly
leading to functional impairment of PCs that could influence
granule cell migration or maturation (8, 17, 73). Evidence
suggests that PC integrity during an early critical period of
development controls granule cell generation and survival
(64). While BDV infection of PND1 rats results in dramatic
cerebellar hypoplasia associated with the loss of PCs and gran-
ule cells, the cerebella of rats infected on PND15 are not
hypoplastic (53). It is unclear whether preservation of the cer-
ebella in this late-infection model is associated with enhanced
survival of PCs, granule cells, or both. Nonetheless, these find-
ings suggest that neuronal susceptibility to damage in infected
rats is dependent on the maturational status of the cerebellum
at the time of infection, with greater susceptibility during an
early critical period. Additionally, for neonatal mice infected
with BDV, BDV mRNAs are undetectable in the brains until

after PND15, and overt cerebellar damage is not observed in
neonatally infected mutant mice lacking functional CD8� T
cells (25, 60). These findings suggest a slower spread of virus in
mouse than in rat brains and support the importance of mat-
urational status as a determinant of cerebellar neurodegenera-
tion.

Preferential loss of zebrin II/EAAT4-negative PCs was not
observed at PND28 in lateral regions of the NBD CBLM (i.e.,
hemispheres, flocculi, and paraflocculi). Maturation also varies
regionally in the cerebellum, which may explain the regional
differences observed between the vermal and lateral PC losses.
There are regional differences in the sites and times of origin,
cytogenic and migratory gradients, and settling times of PCs.
PCs in the hemispheres are formed earlier but settle later than
PCs of the vermis. There is a rostral-to-caudal cytogenic gra-
dient in the hemispheres and a caudal-to-rostral gradient in the
vermis (2). Furthermore, zebrin expression varies regionally
and temporally in early postnatal development. In the rat, a
few clusters of zebrin II-positive PCs begin to appear in the
posterior lobes of the vermis at PND6. Thereafter, zebrin II
expression spreads rostrally to the anterior vermis and lastly to
the hemispheres. All PCs are zebrin II positive by PND12.
Mature striping patterns emerge with the gradual loss of zebrin
II from defined PC subsets; the adult pattern of interdigitating
zebrin II-positive and -negative zones is apparent at around
PND20 (35). PC infection during NBD has been documented
as early as PND3 (8, 17, 73), preceding the earliest expression
of zebrin II. Thus, many PCs may become infected or sustain
damage prior to attaining their mature zebrin phenotype. In
the flocculus and paraflocculus, where all PCs are of the zebrin
II/EAAT4-positive phenotype, large numbers of PCs were lost
at PND28. While this differs from the patterns in the vermis,
the pattern of PC loss in the flocculus and paraflocculus did not
appear to be entirely random, as zones of PC loss interdigi-
tated with zones of surviving PCs. While all PCs in these
regions are of the same zebrin II/EAAT4-positive phenotype,
these regions are highly organized into microzones of floccu-
lovestibular, cerebellar corticonuclear, and olivoflocculus pro-
jections (4, 56). Thus, it is tempting to speculate that even in
these lateral regions, early PC loss may be defined by inherent
zonal organization in the CBLM.

Glia-specific changes in NBD. Alterations of glial activation
or function during neurodevelopment may influence homeo-
static neuronal signaling and contribute to neuropathogenesis
in NBD. Astrocytes are essential for normal neuronal activity
(3, 45, 61). Persistent BDV infection of primary feline cortical
astrocytes results in inhibition of glutamate uptake (9). The
localization of EAAT4 in Bergmann glia and reactive astro-
cytes in the brains of NBD rats in this study may suggest that
in pathological states, astrocytic EAAT4 expression plays some
compensatory role to control extracellular glutamate levels
(66). To our knowledge, this is the first report documenting a
banded expression of proteins in Bergmann glia. Enhanced
expression of MT-I/II and CD44 in discrete parasagittal zones
of Bergmann glia may suggest a complex interplay between
genetically determined PC subsets and the regional induction
of glial gene expression during pathological states. Activated
microglia secrete cytokines/chemokines and reactive oxygen
species into the extracellular milieu that can critically mediate
neurodevelopment and neuronal damage (32, 51). Activated
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microglia exert pathological effects on neural progenitor cells
(18, 39), and specific to the CBLM, microglia promote devel-
opmental PC apoptosis via the production of superoxide ions
(38). We found a prominent striped alignment of microglia in
the CBLM of PND28 NBD rats, with the highest density of
microglia in zebrin II/EAAT4-negative zones. The phenome-
non of microglial striping in CBLM was previously reported
following phencyclidine injection and traumatic brain injury
(21, 41).

Morphology of PCs. Dendritic abnormalities were detected
in PCs of NBD rats beginning at PND28. Although both axonal
(i.e., focal axonal swellings or torpedoes) and dendritic
changes are commonly associated with PC damage, dendritic
changes predominate in NBD rats (52). Dendritic changes are
also more prevalent in toppler mutant PCs (14). The appear-
ance of swollen primary dendrites and/or shortened dendritic
arbors was previously associated with PC loss in other mutant
(i.e., pogo and NPC1 mice), knockout (i.e., ASMKO mice), and
toxicant (i.e., neonatal toxicity of phenytoin) models (33, 43,
57, 59). Since shortened dendrites were not apparent at
PND21 in NBD rats and since dendritic arbors reach adult
dimensions in the rat after PND15, it is unlikely that dendritic
maturation is defective. It is more likely that dendritic arbors
retract following maturation to adult dimensions. These results
suggest that common morphological changes manifest during
PC death, despite a diversity of initiating insults. However, it
remains unclear whether these changes reflect similar down-
stream mechanisms of PC degeneration.

Our observation of TUNEL-positive PCs and morphological
signs of classical apoptosis in PND28 NBD rats confirms the
apoptotic mechanisms of neurodegeneration. At PND84,
TUNEL-positive PCs were no longer observed, suggesting that
the timing for identification of apoptotic loss may occur within
a narrow window.

Conclusions. The NBD model provides a new tool for in-
vestigating the basis of selective vulnerability of specific PC
subsets to viral damage during neonatal development. Al-
though nearly all PCs are infected in the early stages of NBD,
regionally selective loss of the zebrin II/EAAT4-negative phe-
notype may suggest differences in neuronal sensitivity to viral
insult. Investigating the extent to which these differences re-
flect intrinsic properties of PCs during postnatal development
or their interactions with other neurons, astrocytes, or micro-
glia may provide insights into cerebellar development and cir-
cuitry and could lead to strategies for improving the outcome
of infectious and inflammatory insults to the central nervous
system during early life.
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