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Abstract
Objective—Mitochondrial DNA deletions (Δ-mtDNA) are implicated in the pathogenesis of
multiple sclerosis (MS), Parkinson’s disease (PD), Alzheimer’s disease (AD) and ageing. Given
the diffuse nature of inflammation in MS, aim of this study was to determine whether Δ-mtDNA
caused respiratory deficient cells in excess of age within choroid plexus (CP) and ongoing
mutagenesis or clonal expansion accounted for the respiratory deficiency in MS.

Methods—Respiratory chain complex IV and complex II activity was determined sequentially
using histochemistry. Δ-mtDNA were characterized using real time PCR, long range PCR,
sequencing and single molecule PCR. Sources of reactive oxygen and nitrogen species (RONS)
were explored using immunohistochemistry.

Results—Respiratory deficient cells (lacking complex IV and with intact complex II activity)
within CP epithelium were in excess of age in MS, PD and AD. Subunit-I of complex IV was
lacking to a greater extent in MS than controls. Percentage of respiratory deficient cells harboring
>50% heteroplasmy level of Δ-mtDNA was significantly greater in MS than PD, AD and controls.
Long range PCR and sequencing confirmed Δ-mtDNA. Single molecule PCR identified clonally
expanded Δ-mtDNA in MS, despite an increase in sources of RONS.

Interpretation—Our findings establish clonal expansion of Δ-mtDNA causing respiratory
deficiency in MS and the extraparenchymal intracranial location indicated the potential to involve
multiple cell types. Understanding factors that influence clonal expansion of Δ-mtDNA, a
molecular link between inflammation and delayed cellular energy failure, may identify potential
therapeutic targets for progressive forms of MS as well as other neurodegenerative disorders.

NIH Public Access
Author Manuscript
Acta Neuropathol. Author manuscript; available in PMC 2013 June 06.

Published in final edited form as:
Acta Neuropathol. 2012 August ; 124(2): 209–220. doi:10.1007/s00401-012-1001-9.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Introduction
Mitochondrial defects have been implicated in the pathogenesis of multiple sclerosis (MS)
as well as Parkinson’s disease (PD) and Alzheimer’s disease (AD) and ageing 1–10. Unlike
PD and AD, there is extensive inflammation and demyelination in MS 11. The frequent
involvement of the central nervous system (CNS) in primary mitochondrial disorders, due to
mutations in mitochondrial DNA (mtDNA), highlights the importance of mtDNA for the
nervous system 12.

MtDNA, located within the mitochondrial matrix in multiple copies, encodes functionally
important subunits of the mitochondrial respiratory chain complexes [with the exception of
succinate dehydrogenase (SDH) or complex II] 7. MtDNA is particularly susceptible to
damage by reactive oxygen and nitrogen species (RONS) compared with nuclear DNA 13.
Following double strand breaks, DNA repair mechanisms are thought to generate deletions
of mtDNA (Δ-mtDNA) 14. For a biochemical defect to manifest from Δ-mtDNA, the
proportion of Δ-mtDNA as a percentage of total mtDNA copies (heteroplasmy) in single
cells needs to exceed a threshold (>50%) 7, 14. In chronically inflamed MS tissue, Δ-mtDNA
led respiratory deficiency [lack of cytochrome c oxidase (COX or complex IV) and with
intact SDH activity] may be due to ongoing mutagenesis of mtDNA by RONS leading to the
accumulation of multiple clones of Δ-mtDNA in single cells. Alternatively, heteroplasmy
level of Δ-mtDNA may increase in single cells due to expansion of one clone of mutant
mtDNA (clonal expansion of mtDNA mutations), as reported in PD and with ageing 7, 15. In
a recent study of mtDNA within cortical neurons in MS, we identified multiple Δ-mtDNA
and proposed clonal expansion of Δ-mtDNA as a mechanism that caused respiratory
deficiency in MS 16. However, single cell studies to confirm clonal expansion of Δ-mtDNA
within neurons in MS were not possible due to technical limitations (due to the size of
respiratory deficient neurons in MS). Demyelination, which is now recognized to influence
mitochondrial function and dynamics, may influence Δ-mtDNA within neurons 17.
Furthermore, whether Δ-mtDNA in MS clonally expand in cells other than neurons is not
known.

Key requirements for clonal expansion of Δ-mtDNA include abundance of mitochondria,
mtDNA replication, which occurs proportionate to metabolic activity and independent of
cell cycle, and persistence of post-mitotic cells allowing sufficient time (years or decades)
for clonal expansion to occur 7, 15, 18. In this regard, choroid plexus (CP) is an appealing
structure to study Δ-mtDNA at a single cell level 19, 20. Respiratory deficient CP epithelial
cells were reported in AD and aged controls 21, 22, although mtDNA was not
investigated 23, 24. The intracranial and extraparenchymal location detaches CP from
demyelination, whilst involved in the inflammatory response of MS 25. We hypothesized
that Δ-mtDNA clonally expand at a single cell level within CP epithelium in MS and result
in respiratory deficiency in excess of age. Indeed CP epithelium in MS harbored
significantly more respiratory deficient cells than controls and AD. A significantly greater
proportion of respiratory deficient cells harbored >50% heteroplasmy level of Δ-mtDNA in
MS compared with PD, AD and controls. Using long range PCR and single molecule PCR,
more than one clone of Δ-mtDNA was rarely detected within single respiratory deficient
cells despite ongoing inflammation and evidence supporting elevated RONS in MS. These
results establish clonal expansion of Δ-mtDNA, rather than accumulation of multiple Δ-
mtDNA through ongoing mutagenesis in single cells, as a mechanism of respiratory
deficiency in MS.
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Methods
Autopsy Material

Snap frozen blocks of CP from MS (n=10), PD (n=5), AD (n=5) and control (n=9) cases
were obtained from UK PD and MS Tissue Bank, NeuroResource (UK) and Newcastle
Brain Tissue Resource (Supplementary Table 1). Tissue banks performed neuropathological
characterisation. Newcastle and North Tyneside Local Research Ethics Committee approved
the study (05/Q0906/182).

COX/SDH histochemistry
Cryostat sections (10µm thickness) were placed on glass and membrane slides. To assess
complex IV (COX) and complex II (SDH) activity histochemical assay was applied
sequentially as previously described 16. Nuclei were identified using Hoechst stain and
Sections were subjected to Hoechst stain, 50% followed by 100% ethanol for 10min and
histoclear prior to mounting.

Immunofluorescent histochemistry
To ascertain the status of subunit-I of complex IV (COX-I) in and inflammatory markers on
respiratory deficient cells, immunofluorescent histochemistry was carried out on cryostat
sections on glass slides following COX histochemistry, as previously described 26.
Respiratory deficient cells were identified by intense complex II 70kDa or porin labelling.
Sections on membrane slides were used for real time PCR of respiratory deficient cells with
and without COX-I.

Immunohistochemistry
Inflammatory cells and sources of RONS were identified using the Menapath X-Cell Plus
HRP Polymer Detection System 26. Cryostat sections were fixed in 4% paraformaldehyde
for 30min and either immersed in EDTA (boiling) or 70%, 95% and 100% methanol with
reversal. Primary antibodies were applied and detected with Menapath system and DAB
(Supplementary Table 2). VIP chromogen was used when immunohistochemistry was
preceded by COX histochemistry.

Laser micro-dissection and real-time PCR analysis
Randomly selected single CP epithelial cells (respiratory deficient and with intact complex
IV activity) were laser captured from membrane slides following COX/SDH histochemistry
and COX histochemistry/immunofluorescent histochemistry for COX-I. DNA was extracted
and heteroplasmy levels were determined using real-time PCR (MTND1/MTND4), as
previously described 1, 2, 5, 6, 16. All samples including no template and blood controls and
deletion standards were run in triplicate.

Long range PCR
A two-step long-range PCR was carried out on the major arc of the mitochondrial genome
using the Expand Long Template PCR System to detect Δ-mtDNA, as previously
described 16. DNA was extracted from twenty pooled cells and then single cells (respiratory
deficient and cells with intact complex IV activity). Control blood DNA was used as
wildtype. DNA products were separated using a 0.7% agarose gel containing ethidium
bromide and viewed under UV light.
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Gel extraction and sequencing
To confirm Δ-mtDNA and assess breakpoints, DNA was extracted from agarose gels using
Qiagen gel extraction kit. Cycle conditions for sequencing were as previously reported 16.
Sequences, obtain using ABI 3100Genetic Analyser, were compared with revised
Cambridge Reference Sequence.

Single molecule PCR
Clonally expanded Δ-mtDNA in single respiratory deficient CP epithelial cells were
confirmed using single molecule PCR, as previously described 5. DNA samples were diluted
in TE buffer and diluted DNA was added to a mastermix with components according to
manufacturer’s guidelines (TaKaRa Mirrus Bio Madison WI). 31 cycles of first stage PCR
consisted of 20sec at 95°C and 40sec at 68°C. A second stage reaction mix was added at this
point followed by a further 15 cycles at the above conditions. Primers used in the first stage
were 3160F32 and 3710R36 or 10161F31 and 10937R31 whilst 3204F34 and 3710R36 or
10195F30 and 10853R35 were used in second stage. PCR products were viewed on a 2%
agarose gel containing ethidium bromide and viewed under UV light.

Terminal Deoxynucleotidyl Transferase Mediated dUDP Nick-End Labelling
Following COX histochemistry, Terminal Deoxynucleotidyl Transferase Mediated dUDP
Nick-End Labelling (TUNEL) was performed, as per manufacturer’s guidelines (Roche).

Microscopy and quantitation of immunoreactivity and respiratory deficient cells
Respiratory deficient (blue) and cells with intact complex IV activity (brown) in CP
epithelium were quantified using COX/SDH histochemistry images captured at x20
magnification and AxioVision 4.8. A mean of 1327±146 cells, with a nucleus stained by
Hoechst, were included per case. To determine COX-I status within respiratory deficient
cells in MS and controls, combined brightfield and fluorescent images of sequential COX
histochemistry and immunofluorescent histochemistry were taken on a Zeiss Axioimager 2.
COX-I status (FITC) in twenty respiratory deficient cells, based on intense labelling of
complex II 70kDa (rhodamine), was determined as either positive or negative, per case. For
sources of RONS, VIP positive cells in stroma were identified in images of sections with
sequential COX histochemistry and immunohistochemistry, taking care to exclude cells
within blood vessels. Using the same sections, respiratory deficient CP epithelial cells with
and without evidence of RONS were analysed. Inflammatory cells with discrete labelling
(CD68 and CD3) were imaged and quantitated as cell density. HLA and CD163
immunoreactivity was densitometrically analysed using Image J, keeping threshold constant
between cases, as individual cells were difficult to discriminate. Cell densities and
densitometric values were determined per area of CP.

Statistics
GraphPad prism 4 was used for all statistics. Nonparametric tests (Kruskal-Wallis test and
Mann-Whitney U-test) were used to compare parameters between groups, as data was
unevenly distributed. A p value of <0.05 was considered significant.

Results
Respiratory deficient cells were more abundant within choroid plexus epithelium in
multiple sclerosis than Parkinson’s disease, Alzheimer’s disease and controls

We detected respiratory deficient CP epithelial cells (blue, Fig 1a–d) in MS, PD, AD and
controls. Respiratory deficient cells were larger than cells with intact complex IV activity
(brown, Fig 1e and Supplementary Table 3), consistent with previously described
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‘oncocytic’ nature 21, 22, 27. In MS, PD and AD, a significantly greater percentage of CP
epithelial cells were respiratory deficient than controls (Fig 1f). In all four groups, the
density of respiratory deficient CP epithelial cells increased with age (Fig 1g). Although the
mean age of MS cases and controls were similar, PD and AD cases were significantly older
than controls (Supplementary Table 1). Despite the younger age, MS cases contained
significantly more respiratory deficient cells than AD. None of the respiratory deficient cells
in the four groups was positive for markers of inflammation (HLA and CD68,
Supplementary Fig 1) or apoptosis (TUNEL and AIF, not shown).

A greater proportion of respiratory deficient cells were devoid of subunit-I of cytochrome c
oxidase in multiple sclerosis than Parkinson’s disease, Alzheimer’s disease and controls

Given that complex IV activity may be impaired by the loss of subunits due to high
heteroplasmy levels of Δ-mtDNA as well as modifications of respiratory chain complex
subunits and inhibitors of respiratory chain such as nitric oxide (NO), the status of mtDNA
encoded subunit-I of complex IV (COX-I) was investigated in respiratory deficient CP
epithelial cells (Fig 2a–f). Intense complex II 70kDa labeling, following COX
histochemistry, identified the respiratory deficient epithelial cells (Fig 2bi). The percentage
of respiratory deficient cells lacking COX-I was significantly greater in MS than in controls
(Fig 2g). The above observations raised the possibility of Δ-mtDNA led respiratory
deficiency in CP epithelial cells.

High heteroplasmy levels of mitochondrial DNA deletions were apparent in a greater
percentage of respiratory deficient cells within choroid plexus epithelium in multiple
sclerosis than Parkinson’s disease, Alzheimer’s disease and controls

To establish whether Δ-mtDNA caused respiratory deficient cells, we laser captured single
CP epithelial cells (Fig 3a) from MS, PD, AD and controls and used an established real time
PCR assay to determine the heteroplasmy level of Δ-mtDNA at a single cell level 1. In
randomly selected respiratory deficient cells, the mean heteroplasmy level of Δ-mtDNA was
significantly greater in MS cases (25.23%, p<0.001) than in PD (8.59%), AD (9.24%) and
control (11.87%) cases (Fig 3b–e). The proportion of respiratory deficient cells, where the
heteroplasmy level of Δ-mtDNA was sufficient to cause a biochemical defect (>50%), was
significantly greater in MS (29.27%) than PD (3.78%), AD (6.21%) and controls (7.75%,
Fig 3f). None of the CP epithelial cells with intact complex IV activity contained >50%
heteroplasmy level of Δ-mtDNA (Supplementary Fig 2a–d). Furthermore, none of the
respiratory deficient CP epithelial cells with COX-I in MS contained clonally expanded Δ-
mtDNA above the 50% threshold level [mean heteroplasmy level of 17.64% ± 4.43 (n=14)
compared with 42.91% ± 8.38 (n=10) in respiratory deficient cells without COX-I
(p=0.008)].

Clonally expanded mitochondrial DNA deletions within respiratory deficient choroid
plexus epithelial cells in multiple sclerosis

As the next step, we performed a detailed characterization of Δ-mtDNA within respiratory
deficient cells in MS to determine whether high heteroplasmy levels of Δ-mtDNA was due
to ongoing mutagenesis and accumulation of multiple Δ-mtDNA within single cells or
clonal expansion of Δ-mtDNA. When DNA extracted from twenty pooled respiratory
deficient cells (per lane in Fig 4a) was used for long range PCR we detected multiple Δ-
mtDNA, which were more notable in MS than PD, AD or controls. Because of the relatively
large dimensions of CP epithelial cells (compared with neurons and glia, Supplementary
Table 3), we were able to study Δ-mtDNA within single cells in detail (Fig 4b–d), including
characterization at a single molecule level (Fig 4e). When DNA extracted from single
respiratory deficient cells was used for long-range PCR (one cell per lane in Fig 4b),
different sized Δ-mtDNA were detected in different cells and more than one clone of Δ-
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mtDNA was rarely detected within a single cell. Sequencing of Δ-mtDNA extracted from
gels following long-range PCR confirmed the presence of Δ-mtDNA and identified the
break points (Fig 4c–d and Table 1). As previously reported in PD and primary
mitochondrial disorders, some of the break points of Δ-mtDNA in MS tissue was flanked by
either perfect or imperfect repeat sequences 14, which have been implicated in models of Δ-
mtDNA formation (Table 1). As a single clone of Δ-mtDNA in respiratory deficient cells
judged by long range PCR was suggestive of clonal expansion, we extracted DNA from
single respiratory deficient CP epithelial cells, diluted to a single copy of Δ-mtDNA per
reaction and performed single molecule PCR on multiple occasions (at least three times per
cell). In separate reactions of single mtDNA molecules from single respiratory deficient
cells, only one clone of Δ-mtDNA (a hallmark of clonal expansion of Δ-mtDNA) or full-
length product was detected (Fig 4e).

Reactive oxygen and nitrogen species within the choroid plexus in multiple sclerosis
Although inflammation in MS involves the CP, sources of RONS within CP have not been
reported 25. We detected and quantitated sources of superoxide [nicotinamide adenine
dinucleotide phosphate (NADPH) oxidase and myeloperoxidase (MPO)] and NO within CP
using antibodies against NADPH oxidase subunits (NOX1 and p22phox), MPO and
inducible NO synthase (iNOS, Fig 5 and Table 2). NOX1 was expressed in stromal cells and
diffusely within the epithelium in MS compared with discrete NOX1 positive epithelial cells
in PD, AD and controls (Fig 5ai–dii). In contrast, p22phox, MPO and iNOS were rarely
detected in the epithelium; percentage of respiratory deficient cells without p22phox, MPO
and iNOS were 3.09% ± 0.70, 3.49% ± 1.21 and 3.23% ± 0.94, respectively, similar to the
density of respiratory deficient cells detected by COX/SDH histochemistry (Fig1). However,
there were significantly more NOX1, MPO and iNOS positive cells within CP stroma in MS
than PD, AD and controls (Table 2). The supposed increase in RONS in MS was supported
by a significant increase in CD68 positive cells and HLA immunoreactivity (Supplementary
Fig 3 and Table 2).

Discussion
Here we establish clonal expansion of Δ-mtDNA as a mechanism of respiratory deficiency
in MS, rather than accumulation of multiple Δ-mtDNA within single cells through ongoing
mutagenesis. Although we detected multiple Δ-mtDNA when DNA was extracted from
multiple CP epithelial cells, single cell analysis using long range PCR and single molecule
PCR (a relatively error resistant method 15) showed hallmarks of expansion of one clone of
Δ-mtDNA within single respiratory deficient cells (clonal expansion of Δ-mtDNA) in MS.
Given that there are many hotpots in the mitochondrial genome for double strand breaks and
breakpoints of Δ-mtDNA, often flanked by repeat sequences, the odds of RONS either
intrinsic or extrinsic to mitochondria giving rise to the same clone of Δ-mtDNA through
ongoing mutagenesis would be remote 14. In MS, RONS from non-mitochondrial sources
are likely to have initiated Δ-mtDNA formation within respiratory deficient cells when
complex IV activity was intact.

While clonal expansion of mtDNA mutations is well-characterized in a number of
disorders 1, 5, 6, factors that drive the rate of clonal expansion are less well known,
particularly in inflammatory demyelinating environments. Replication advantage of mtDNA
molecules with large deletions has been shown to selectively expand small mtDNA
molecules within neurons in transgenic animal models 18. Our observations raise the
possibility of a dual role for RONS produced by inflammatory cells in the initiation and
subsequent clonal expansion of Δ-mtDNA. Factors that induce mitochondrial biogenesis,
such as NO, may influence the rate of clonal expansion through increased rate of mtDNA
replication, irrespective of how Δ-mtDNA were formed 28. NO may also clonally expand Δ-
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mtDNA formed through replication stalling 14. In neurons, demyelination may also
influence clonal expansion as axonal mitochondrial content, activity, morphology and
dynamics change following demyelination 17, 29. Although mitochondrial respiratory chain
defects have been described in animal models of MS, including within the CP, mtDNA has
not yet been studied 30, 31. Understanding the extrinsic factors that influence clonal
expansion of Δ-mtDNA in inflammatory environments may identify potential therapeutic
targets for certain neurodegenerative disorders.

The status of COX-I in respiratory deficient cells highlights the multiple modes of
mitochondrial injury, particularly in inflammatory environments. The presence of COX-I in
a subset of respiratory deficient cells is consistent with either inhibition, modification of
subunits by RONS or modified subunits due to point mutations of mtDNA 32, 33.
Furthermore, transcripts of respiratory chain complex subunits may be degraded by ROS
and depletion of mtDNA may impact functionally important subunits including COX-I 34.
Hence, the respiratory deficiency unexplained by Δ-mtDNA in PD and AD may be due to
point mutations and depletion of mtDNA. The lack of clonally expanded Δ-mtDNA in PD
and ageing is consistent with the view that dopaminergic cells are differentially susceptible
to acquiring Δ-mtDNA 2.

With respect to the function of CP, it is unclear how a low percentage of respiratory
deficient cells within CP would directly contribute to disease pathogenesis. Besides
producing cerebrospinal fluid (CSF), CP has several other important functions including
protection of CNS from circulating factors (blood-CSF barrier) and active transport of
methyltetrahydrofolate (active form of folate) 35, 36. Respiratory deficient CP epithelial cells
were implicated in the cerebral folate deficiency and elevated CSF protein that are
characteristics of Kearns Sayre Syndrome, where 30–40% of CP epithelial cells were
defective, 27. In PD, AD and progressive stage of MS, there is no evidence to support a
breakdown in blood-CSF barrier. Furthermore, studies that investigated folate in MS did not
identify a deficiency in CSF 37. A toxic gain of function in respiratory deficient CP
epithelial cells, yet to be recognized, may have consequences for the pathogenesis of
neurodegenerative disorders.

Within the CNS, clonal expansion of Δ-mtDNA was previously confirmed by single
molecule PCR in relatively non-inflammatory microenvironments such as substantia nigra in
PD and with ageing 5. Mechanisms that are independent of inflammation have been
contentiously proposed to play a role in the pathogenesis of MS, particularly during the
progressive stage 38. In this regard, clonal expansion of Δ-mtDNA in post-mitotic cells
becomes an attractive potential molecular link between inflammatory events in MS and
delayed cellular energy failure, dysfunction and degeneration. Cellular dysfunction in the
CNS is increasingly been considered as a possible contributor to the neurological
impairment during the progressive stage of MS 39. The presence of clonally expanded Δ-
mtDNA in an extraparenchymal intracranial structure and the diffuse nature of inflammation
in MS raise the possibility of multiple CNS cell types such as endothelial cells and glia
being metabolically compromised by clonally expanded Δ-mtDNA in MS. Magnetic
resonance spectroscopic findings indicate a diffuse metabolic disturbance in MS and we
have observed abundant respiratory deficient cells within the white matter in a number of
MS cases (unpublished data) 40. Demonstrating Δ-mtDNA in white matter cells, however,
remains a technical challenge given the relatively small size. In contrast to cellular
dysfunction, degeneration of respiratory deficient cells appears to require ongoing
inflammation or an additional stress factor(s), as axonal injury was not observed in chronic
burnt out MS lesions without inflammation and morphological evidence of apoptosis or
neuronal injury was not detected in previous studies 16, 41. A requirement for an additional
factor is further supported by findings in primary mitochondrial disorders 23.
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In summary, we convincingly demonstrate that clonal expansion of Δ-mtDNA occurs within
the CNS in MS despite ongoing inflammation and RONS. Understanding the dynamics of
clonal expansion of Δ-mtDNA in chronic inflammatory demyelinating environments may
reveal molecular mechanisms that link acute and chronic inflammation with cellular
dysfunction and tissue damage during progressive stage of MS as well as identify potential
therapeutic targets to prevent progression of MS.

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Figure 1. Respiratory deficient cells in the choroid plexus
A–E: Sequential complex IV (cytochrome c oxidase or COX) and complex II (succinate
dehydrogenase or SDH) histochemical assays identified cells with intact complex IV activity
[respiratory efficient cells, stained brown] as well as lacking complex IV but with intact
complex II [respiratory deficient, stained blue] within choroid plexus (CP) from multiple
sclerosis (MS, a), Parkinson’s disease (PD, b), Alzheimer’s disease (AD, c) and control
(CON, d) cases. Respiratory deficient cells (blue) were located in the CP epithelium and
were larger than respiratory efficient cells (brown) in all four groups (ei-iv), which is
consistent with reports of oncocytic cells in CP. Scale bar; 50µm in a–d and 10µm in e.
Cases shown are MS6 (age 59), PD1 (age 76), AD1 (age 72) and CON5 (age 60).
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F: The proportion of RD cells as a percentage of all CP epithelial cells was significantly
greater in MS (3.39% ± 1.08, *p<0.001), PD (2.45% ± 1.20, #p=0.007) and AD (1.91% ±
0.99, †p=0.02) compared with controls (0.82% ± 0.52, Kruskal Wallis test p<0.001). MS
choroid plexus contained significantly greater proportion of respiratory deficient epithelial
cells than AD (p=0.027), despite significantly lower mean age of MS cases compared with
AD (see Table 1). The difference in the density of respiratory deficient cells between MS
and PD CP was not statistically significant. A mean of 1327±146 cells, with a nucleus
stained by Hoechst, were included per case.
G: When the density of respiratory deficient cells in the choroid plexus was plotted against
age, we observed a significant correlation between the two parameters in MS (p=0.037 and
r2=0.439), AD (p=0.049 and r2=0.775) and controls (p=0.037 and r2=0.485). There was a
trend towards an increase in the density of respiratory deficient cells with age, which was
not statistically significant, in PD, where the age range was narrow (Table 1).
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Figure 2. The status of subunit-I of cytochrome c oxides or complex IV (COX-I) within
respiratory deficient cells in multiple sclerosis and controls
A–F: Subunits of complex II (SDH) and complex IV (COX-I) in respiratory deficient CP
epithelial cells were identified by immunofluorescent labeling complex II 70kDa (red) and
COX-I (green) following COX histochemistry. As previously reported 26, respiratory chain
complex subunits were barely detectable in cells with intact complex IV activity, due to
deposits of COX reaction product (brown) interfering with antibody binding. Complex II
70kDa (red), and porin (not shown), was detected in all respiratory deficient cells (bi and ei,
arrows and arrowheads), which supports histochemically detected complex II activity in
respiratory deficient cells (Fig 1a–e). In contrast to complex II 70kDa, COX-I was detected
in a subset of respiratory deficient cells in MS (bii and eii, arrows) and controls. The overlap
images of brightfield and immunofluorescent figures identified the respiratory deficient cells
and confirmed the presence or absence of COX-I (arrows and arrowheads, respectively)
within the respiratory deficient CP epithelial cells (a–f).
G: The percentage of respiratory deficient CP cells lacking COX-I was significantly greater
in MS (64.6%±4.7, p<0.001) than controls (43.3%±4.8). 20 respiratory deficient epithelial
cells per case were randomly selected to determine the status of COX-I in MS cases (n=10)
and controls (n=9).
COX: cytochrome c oxidase. SDH: succinate dehydrogenase.
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Figure 3. Heteroplasmy level of Δ-mtDNA within laser captured respiratory deficient choroid
plexus epithelial cells
A: Complex IV (COX)/complex II (SDH) histochemistry was performed on sections placed
on membrane slides for laser capture microdissection (a). Randomly selected respiratory
deficient CP epithelial cells (ai, blue) were captured following laser microdissection (aii)
into the cap of eppendorf tubes (aiii, arrow and insert indicate a single cell following laser
capture). CP epithelial cells with intact complex IV activity (brown) were also laser captured
(see Supplementary Fig 2).
B–E: DNA extracted from single respiratory deficient CP epithelial cells (blue) was used for
real time PCR to determine the heteroplasmy level of Δ-mtDNA. Approximately 20
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randomly selected respiratory deficient cells (range 18–23 cells per case, median cells=20)
were analysed per case in all four groups. The mean heteroplasmy level of Δ-mtDNA within
respiratory deficient cells in MS cases (25.23% ± 31.22, n=218) was significantly (p<0.001)
greater than in PD (8.59% ± 15.86, n=131), AD (9.24% ± 22.76, n=94) and controls
(11.87% ± 22.31, n=179). Kruskal-Wallis test p<0.001 and MS versus CON *p<0.001.
Respiratory deficient cells harboring greater than 50% heteroplasmy level of Δ-mtDNA,
sufficient to account for the biochemical defect, were detected in multiple sclerosis (MS, b),
Parkinson’s disease (PD, c), Alzheimer’s disease (AD, d) and controls (CON, e).
F: The percentage of RD cells harboring Δ-mtDNA at heteroplasmy levels of >50% (when
calculated per case) was significantly greater in MS (29.3%±4.2, p<0.001) compared with
PD (3.8%±1.1), AD (6.2%±0.8) and controls (7.8%±0.5). Kruskal-Wallis test p<0.001.The
relative lack of Δ-mtDNA led respiratory deficiency in PD and AD, was despite the cases
been significantly older than MS cases (Table 1).
COX: cytochrome c oxidase. SDH: succinate dehydrogenase.
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Figure 4. Respiratory deficient CP epithelial cells in multiple sclerosis harbored clonally
expanded Δ-mtDNA
A: Multiple Δ-mtDNA were detected when DNA was extracted from multiple respiratory
deficient cells (a, 20 respiratory deficient cells pooled per lane) from MS cases (lanes 1–4).
In contrast, Δ-mtDNA were infrequent in pooled respiratory deficient cells (n=20 per lane)
from PD (lanes 5–6), AD (lanes 7–8) and controls (lanes 9–10). Negative control (meninges
from control case) showed full-length amplified product (+).
B: When long-range PCR was performed using single cells (DNA extracted from one
respiratory deficient cell per lane) more than one Δ-mtDNA was rarely detected in controls
(lanes 1–5) or MS cases (lanes 6–10).
C–D: Sequencing of Δ-mtDNA extracted from gel following long-range PCR of single
respiratory deficient cells confirmed the Δ-mtDNA by identifying the breakpoints (c–d). In

Campbell et al. Page 16

Acta Neuropathol. Author manuscript; available in PMC 2013 June 06.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



a proportion of Δ-mtDNA, the sequence that flanked the breakpoints showed perfect or
imperfect repeats (see Table 2). The repeat sequence of an imperfect repeat is underlined on
the 3’ end from the breakpoint, with the imperfect base shown above the sequence in bold
(c). Δ-mtDNA without repeat sequences were also detected within respiratory deficient cells
in MS (d).
E: Clonality of Δ-mtDNA in respiratory deficient CP cells was confirmed using single
molecule PCR. Long range PCR was performed multiple times from diluted DNA of six
individual cells. Three representative positive reactions are presented for each of six
respiratory deficient cells from MS. Note that each cell contained only one species of
mtDNA molecule: either full length wild type (cells 1 and 6), or mtDNA deletions (cells 2–
5). Single species of Δ-mtDNA by single molecule PCR in cells 2–5 indicated a hallmark of
clonal expansion of Δ-mtDNA.
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Figure 5. Sources of reactive oxygen and nitrogen species within choroid plexus
To ascertain the extent of reactive oxygen and nitrogen species (RONS) within CP in MS,
PD, AD and controls cryostat sections were subjected to either immunohistochemistry (with
VIP as chromogen) or sequential complex IV (COX) histochemistry/immunohistochemistry
(with VIP).
A–D: In MS, NOX1 was diffusely expressed within the epithelium (ai) as well as in stromal
cells (aii). In contrast, NOX1 was restricted to discrete epithelial cells in PD, AD and
controls (bi–ii, ci–ii, di–ii). Several respiratory deficient cells with faint NOX1 expression
were apparent in MS (aiii) whereas the majority of respiratory deficient cells in PD (biii),
AD (ciii) and controls (diii) were not positive for NOX1 (see Table 2 for quantitative data).
P22phox, MPO and iNOS were not detected within epithelium in any of the four groups (e–
l). MPO positive cells were present within stroma and occasionally in blood vessels (i–l).
Interestingly, respiratory deficient cells in any of the four groups were not positive for
p22phox, MPO or iNOS, also reflected by quantitative data; with percentage of respiratory
deficient cells negative for RONS sources being similar to respiratory deficient cell density
by COX/SDH histochemistry.
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Table 1
Breakpoints of mtDNA deletions

Break point sequences of Δ-mtDNA extracted from long range PCR on single respiratory deficient choroid
plexus epithelium cells. Break points of Δ-mtDNA in MS were often flanked by repeat sequences (sequence
in brackets, imperfect bases underlined), as reported previously in neurodegenerative diseases and ageing.
Base pairs are shown pre- (5’) and post-breakpoint (3’).

Break points Repeat sequence 5’ 3’

6426-15,537 No repeat sequence AAAACCCCCTG CCCCTCCCCACA

6703-15,662 No repeat sequence AAAAAAAGAACC ATCCTCCATATA

7227-15,815 perfect repeat GACGTTACTCGG (ACTA)TACTTCAC

6420-16,033 no repeat sequence TC AATATAAAAC GGGGAAGCAGAT

6459-15,592 imperfect repeat CCCTCTTCGTCT (GATCCGTCCCTAA)

6474-15,733 imperfect repeat CCGTCCTAATCA (CAGCAGTCCT)CA

6455-14,865 imperfect repeat ACGCCCCTCTTC (GTCTGATCC)TCC

6826-13,071 no repeat sequence TTTCACCTCCGC CCTACTCCACTC

6646-15,911 imperfect repeat TATTCTTATCCT (ACCAGGCTT)GTA
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Table 2
Quantitation of sources of reactive oxygen and nitrogen species and inflammation in
choroid plexus

The means (±standard deviation) indicate either the density of immunoreactive cells per mm2 of choroid
plexus tissue (NOX1, p22phox, MPO, iNOS, CD68 and CD3) or densitometric values of immunoreactivity
(HLA and CD163), when threshold was kept constant between cases. Parentheses indicate the number of cases
studied and p values in left hand column were derived from Kruskal-Wallis test. P values in remaining
columns were when compared with controls using Mann-Whitney U-test.

MS PD AD CON

NOX1
(p<0.001)

257.59
± 114.77 (n=5)

(p=0.001)

94.35
± 36.73 (n=3)

164.30
± 43.84 (n=2)

(p=0.057)

95.54
± 44.81 (n=5)

p22phox
(p=0.069)

34.45
± 16.53 (n=5)

26.35
± 14.72 (n=3)

21.33
± 8.17 (n=3)

20.53
± 7.78 (n=5)

MPO
(p=0.004)

40.64
± 37.12 (n=5)

(p=0.004)

10.55
± 7.09 (n=3)

6.87
± 6.87 (n=2)

9.16
± 7.19 (n=5)

iNOS
(p<0.001)

22.23
± 6.44 (n=5)

(p<0.001)

13.83
± 2.58 (n=3)

12.43
± 3.76 (n=3)

11.29
± 5.29 (n=5)

CD68
(p=0.004)

64.81
± 48.31 (n=5)

(p=0.036)

32.60
± 6.99 (n=3)

17.02
± 14.76 (n=3)

(p=0.017)

34.09
± 12.57 (n=5)

HLA
(p<0.001)

17.51
± 5.96 (n=5)

(p=0.009)

13.28
± 3.19 (n=3)

5.64
± 3.81 (n=3)

10.49
± 2.08 (n=6)

CD163
(p=0.245)

7.22
± 3.55 (n=5)

7.23
± 2.01 (n=3)

5.60
± 2.64 (n=3)

5.36
± 1.87 (n=5)

CD3
(p=0.129)

51.65
±19.87 (n=6)

21.92
±5.18 (n=3)

24.46
± 17.53 (n=3)

45.58
± 22.24 (n=5)
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