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Introduction: A substantial proportion of phaeochromocytomas and paragangliomas are associated with underlying germline
mutations, of which the majority are due to mutations in one of the genes in the succinate dehydrogenase (SDH) complex. A
commercially available immunohistochemical stain for SDHB has excellent correlation with SDH gene mutation status when
staining is lost. This abnormal loss of staining can identify potential familial tumours and tumours with a higher risk of
malignant behaviour. The prevalence of SDH deficiency in the South African setting has not been published previously.
Methods: A retrospective laboratory-based study at Tygerberg Hospital in Cape Town used immunohistochemistry on archived
tumour tissue to assess loss of SDHB staining in phaeochromocytomas and paragangliomas submitted to the histopathology
laboratory (National Health Laboratory Service) between 2005 and 2015.
Results: Tumour tissue from 52 patients was tested. In total, 36% showed loss of staining. Loss of staining was significantly
correlated with a younger age at presentation (z =−3.59, p < 0.001). The median age of those who showed loss of staining
was 26 years (IQR 21–41), compared with 50.5 years (IQR 36–61) for those who showed retained staining. The inter-
observer agreement in the interpretation of the immunohistochemical stain was excellent (Cohen’s kappa = 0.917; 95%
confidence interval, 0.81–1, p < 0.001).
Conclusion: Approximately one-third of phaeochromocytomas and paragangliomas in our setting are likely to be associated
with germline mutations in one of the SDH genes. Immunohistochemical testing of tumour tissue can identify this group to
allow better prognostication and appropriate genetic testing and counselling.
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Introduction
Phaeochromocytomas (PCs) and paragangliomas (PGLs) are rare
neural crest-derived tumours that arise in the adrenal medulla
and sympathetic or parasympathetic ganglia.1 The World
Health Organization defines PCs as tumours of chromaffin
cells that arise in the adrenal medulla while extra-adrenal
PGLs are defined as tumours originating from neural crest-
derived paraganglion cells in the region of the autonomic
nervous system ganglia and autonomic nerves.1 Sympathetic
PGLs are catecholamine secreting tumours and include those
in the adrenal gland (PC) as well as extra-adrenal sites, predomi-
nantly the thorax and abdomen (thoraco-abdominal PGLs –
TAPGLs).1 Parasympathetic PGLs are extra-adrenal, do not
secrete catecholamines and occur predominantly in the head
and neck region (head and neck PGLs – HNPGLs).1

PGLs and PCs can occur sporadically or as hereditary tumours
with up to 40% occurring as a result of germline mutations in
susceptibility genes.2,3 Research conducted in the nineteenth
and twentieth centuries led to the recognition of three PC/
PGL-associated syndromes: von Hippel-Lindau (VHL) disease,
multiple endocrine neoplasia type 2 (RET) and neurofibromato-
sis type 1 (NF1).4–9 Between 2000 and 2010, the molecular basis
for hereditary PC/PGL syndrome was discovered to be due to
mutations in succinate dehydrogenase (SDH) subunits and
related genes.10–16 New susceptibility genes causing hereditary
PC/PGL syndrome discovered over the past ten years included
MAX, TMEM127, EGLN, HIF2α, MET and KIF1B.2 Currently these

susceptibility genes are grouped into two categories: major sus-
ceptibility genes including NF1, VHL, RET and SHDB/D and
minor susceptibility genes including SDHA/C, SDHAF2, MAX
and TMEM127.3,17 The major susceptibility genes account for
up to 90% of the hereditary tumours, the minor group accounts
for the other 10%.3,17

The SDH enzyme complex (mitochondrial complex II) catalyses
the conversion of succinate to fumarate in the Krebs cycle.16

Loss of heterozygosity with inactivating germline mutations
results in destabilisation of the SDH protein complex and
abolishes its enzymatic activity leading to an accumulation of
succinate.16,18–20 This results in reactive oxygen species
causing free radical damage and activation of a pseudohypoxia
pathway by increasing hypoxia-inducible factors.16,18–21 A third
mechanism that has been proposed to explain how Krebs cycle
dysfunction can lead to neoplasia is through a decrease in
apoptosis.21 The SDH complex consists of four subunits,
SDHA, SDHB, SDHC and SDHD. Hereditary PC/PGL syndrome
can be caused by germline mutations in any of the SDH sub-
units as well as in SDHAF2, a mitochondrial protein that flavi-
nates SDHA and promotes maturation of SDHB.16,21–24

The reported rate of SDH mutations in PGLs varies significantly
between series, ranging from 15% to 54%.15,25 Mutations in
SDHB and SDHD are the most common of the four subunits
and correspond to syndromes PGL4 and PGL1 respectively.26

SDHB mutated tumours (PGL4) are usually abdominal and
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have the highest risk of metastases. Up to 71% of paraganglio-
mas with SDHB mutations have been shown to metastasise
compared with only 3% of non-SDHB mutated cases.14,15 Fur-
thermore, SDHB mutations, which show incomplete pene-
trance, result in tumours at younger ages.27 In contrast,
tumours with SDHD mutations are typically found in the head
and neck region, and are multiple and recurrent with a very
low rate of metastases.28

Immunohistochemistry (IHC) for SDHB can be used to identify
tumours with underlying SDH germline mutations.29 Destabili-
sation of any of the four subunits of SDH results in loss of
SDH complex enzymatic activity, which can be detected by
loss of immunohistochemical staining for SDHB.29 SDHB IHC
has therefore emerged as a more cost-effective method to
‘triage’ genetic testing of SDH genes as it selects out patients
who can then undergo further confirmation of the presence
of SDH gene mutation.29,30 Several studies have demonstrated
that SDH IHC has a high diagnostic accuracy (sensitivity and
specificity of up to 100% reported in some studies) with low
inter-observer variability and a good negative predictive
value.29,30 A large study using web-based virtual microscopy
showed substantial inter-observer agreement in interpretation
of SDHB IHC with a kappa value of 0.73.31

Mutations of one of the SDH subunits are almost always due to
germline mutations and are very rarely somatic.31–34 Loss of
SDHB immunohistochemical staining in these cases therefore
signifies likely syndromic disease due to germline SDH
mutations or, rarely, hypermethylation of SDHC.35 Apart from
the identification of tumours with underlying germline
mutations with implications for patients and family members,
loss of SDHB staining can also identify abdominal PGLs with a
high risk for malignant behaviour. This is helpful because meta-
static potential in PC and PGLs is difficult to predict and there is
conflicting data on the use of histologic features to do so.1

Currently the percentage of PC/PGLs with mutations of SDH in
the South African setting is unknown. This lack of knowledge of
susceptibility genes in the African setting is highlighted in the
first case report of an SDHB associated paraganglioma in an
African patient in 2018.36 To the authors’ knowledge no pub-
lished studies have been conducted in South Africa to deter-
mine the prevalence of loss of SDHB staining.

Methods
A retrospective descriptive laboratory-based study was con-
ducted at Tygerberg Hospital. Biopsy and resection specimens
from patients diagnosed with PGL and/or PC between 2005

and 2015 were identified via the electronic laboratory infor-
mation system, retrieved from the archive and independently
reviewed by the two authors. Cases of PGL and PC where the
formalin-fixed and paraffin-embedded tissue blocks could not
be retrieved were excluded from this study. Cases in which
there was disagreement regarding the diagnosis of PC/PGL
upon review were also excluded. Only one case per patient
was included as SDH mutations are almost exclusively germline
and the presence of an SDH mutation would therefore likely be
present in all PC/PGLs from the same patient. Clinical infor-
mation such as age and sex were retrieved from the laboratory
information system. Information regarding ethnicity of patients
was not available to the authors.

The slides were stained using an SDHB antibody (HPA002868,
rabbit polyclonal IgG; Sigma Aldrich, St Louis, MO, USA) on an
automated immunohistochemical stainer (Bond III, Leica Biosys-
tems, Buffalo Grove, IL, USA) according to standard operating
procedures (SOP) and the manufacturer’s instructions. This
stain was validated using two PGLs in which the SDH mutation
status of the patients was known (germline testing had been
performed). In the PGL in which the patient was known to
have an SDHB mutation the IHC showed loss of staining as
expected (Figure 1). In the PGL in which the patient had no
SDH mutation by germline testing the IHC showed retention
of staining (Figure 2).

Normal retained staining was interpreted as granular cyto-
plasmic staining in the tumour cells. Any amount of positive
staining was interpreted as retained staining. Loss of staining
was interpreted as complete absence of cytoplasmic staining
in the tumour cells with retained staining of the external and
internal controls. Internal controls included sustentacular cells
and endothelial cells. The IHC stains were interpreted by the
two authors independently and the results were then com-
pared. Discordant cases were reviewed at a combined
microscopy session to come to a consensus interpretation.

Data were analysed using IBM SPSS Statistics, version 25 (IBM
Corp, Armonk, NY, USA). A Mann–Whitney U-test was used to
compare the median age of patients who had retention and
loss of staining. Chi-square tests were used to determine
whether there was an association between retention of staining
and (a) sex, and (b) site of tumour. Inter-observer reliability for
coding of retained or lost staining was assessed using Cohen’s
kappa.

This study received ethical approval from the Stellenbosch Uni-
versity Health Research Ethics Committee (HREC) on 14 March

Figure 1: (a) Haematoxylin and eosin stained section, 100x magnification: paraganglioma in a patient with confirmed SDH mutation; (b) SDHB immu-
nohistochemistry showing loss of staining in the tumour cells with retained granular cytoplasmic staining in the endothelial cells (internal control), see
arrow.
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2017 (reference number: S17/02/041). An annual renewal of
ethics approval was obtained from the HREC following sub-
mission of annual progress reports.

Results
Sixty-five PCs/PGLs were identified between 2005 and 2015.
Four patients had multiple specimens of PC/PGL, either recur-
rences or metastases (three patients had three specimens
each, one patient had two specimens). A total of 58 patients
were therefore identified. A further six cases were excluded –
one in which the preferred diagnosis after review was a neuro-
endocrine tumour and five for which the wax blocks could not
be retrieved. Fifty-two cases were therefore included in the final
sample (Figure 3).

The median age of the patients was 43.5 years (SD = 16.21 years;
range: 7–71 years). Females were more strongly represented
(65%). Tumours located in the head and neck region made up
50% of the sample (n = 26). The majority of HNPGLs were
carotid body tumours (50%) followed by jugulo-tympanic
tumours (38%). Other head and neck sites included neck (not
further specified), laryngeal and skull (not further specified).
Thoraco-abdominal cases made up 46% of the sample (n = 24)
with the majority occurring in the adrenal gland (58%) and
para-aortic sites (25%). Other thoraco-abdominal sites included
liver, pelvic and retroperitoneal (not further specified). The

remainder of the cases were spinal (4%, n = 2). A total of three
patients (6%) had metastatic disease.

Loss of SDHB staining was present in 36% of tumours (n = 19).
Retained staining was therefore seen in 64% (n = 33) with no
tumours showing equivocal staining (Figures 4 and 5). Patients
who had loss of staining were significantly younger than those
who had retained staining (z =−3.59, p < 0.001). The median
age of those who showed loss of staining was 26 years (IQR
21–41), compared with 50.5 years (IQR 36–61) for those who
showed retained staining. Sex was not associated with loss of
staining (χ2 = 2.15, p = 0.142), with 9 of the 18 males (50%) com-
pared with 10 of the 34 females (29.4%) showing loss of stain-
ing. There was a significant association between tumour
location (extra-adrenal tumours/PGL vs. adrenal tumours/PC)
and loss of staining (χ2 = 7.139, p = 0.008). Only 7.1% of phaeo-
chromocytomas demonstrated loss of staining while 47.4% of
paragangliomas showed loss of staining. The specific site of
tumour was not significantly associated with loss of staining
(χ2 = 0.94, p = 0.333), with 7 of the 24 TAPGLs (29.2%) compared
with 11 of the 26 HNPGLs (42.3%) showing loss of staining (a
summary of these findings can be seen in Table 1).

The inter-observer agreement between the two interpreters
was excellent (Cohen’s kappa = 0.917; 95% confidence interval,
0.81–1, p < 0.001) with discordant interpretation in only two
cases.

Discussion
The incidence of PC/PGL in South Africa is not known as these
tumours are not specifically captured in the South African
National Cancer Registry. PC/PGL occur at an incidence of
500–1 600 cases per year in the United States, a country with
a population size roughly 5.5 times that of South Africa.37

These tumours can occur at any age with a peak in the fourth
and fifth decades of life and a roughly equal sex distribution.38

HNPGL are more common in women, particularly at high alti-
tudes (8:1 female to male ratio).39,40 Little information is avail-
able regarding differences in incidence rates according to
ethnicity. In a series of 59 cases of metastatic head and neck
paraganglioma from the United States, a slightly higher than
expected proportion of patients were African American and
Hispanic.39

There is a paucity of information regarding the demographic
profile of PC/PGL in South Africa. The largest published series
to date includes 60 patients, of whom 33% were male and
67% were female, with a mean age of 47 years (range 14–
81).41 No data on ethnicity were recorded for these cases. A

Figure 2: (a) Haematoxylin and eosin stained section, 40x magnification: pheochromocytoma in a patient with no SDH mutation on germline testing;
(b) SDH immunohistochemistry showing retained granular cytoplasmic staining in the tumour cells (arrows).

Figure 3: Flow diagram of the case selection process.
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series of 54 black patients with phaeochromocytoma from a
hospital in Gauteng showed a female to male ratio of 3.2:1
and an age range from 8 to 57 years.42 A series of 35 cases
of phaeochromocytoma from a Durban hospital comprised
60% African patients, 28.6% Asian Indians, 8.6% white and
2.9% mixed-race patients.43 This series included 14 males
and 21 females with a mean age of 32.2 years, ranging from
11 to 69 years.43 Similar to these studies, our study also
showed a female predominance of patients with PC/PGL.
Unfortunately, the ethnicity of the patients in our study was
not known to us.

In this study, loss of SDH staining was present in 36% of cases,
which falls within the range reported in the literature of 15–
54%.15,25 This again emphasises the fact that PCs/PGLs are
likely to be associated with hereditary syndromes at a much
higher frequency than traditionally thought. Loss of staining
was significantly correlated with a younger age at presentation.
This is an expected finding as patients with SDH germline
mutations develop disease at a significantly younger age than
those without germline mutations.27

All three patients known to have metastatic disease showed loss
of staining. However, due to the small number, a statistically sig-
nificant correlation could not be drawn.

The inter-observer agreement was excellent (Cohen’s kappa =
0.917, p < 0.001) and is similar to the inter-observer agreement
that has been reported in the literature among endocrine path-
ologists.31 Consensus could easily be reached in the two cases

that were initially interpreted differently. We acknowledge
that interpretation of this stain can be difficult as it requires
identification of loss of a granular cytoplasmic stain. However,
our excellent inter-observer variability demonstrates that fol-
lowing strict and clear guidelines should allow accurate
interpretation of this stain by other general pathologists in
our setting.

The relative frequent finding of SDH loss highlights the need to
utilise this stain routinely on all PCs/PGLs in our setting. While
multigene panel germline testing will probably become more
accessible and cost-effective and may eventually obviate the
need for immunohistochemical staining in PC/PGL, many
patients in South Africa currently do not have access to
genetic testing as this is still costly and not widely available.
IHC is widely available in South African anatomical pathology
laboratories, is relatively affordable, and can be used to assess
the need for further targeted germline testing.

Limitations of this study include the small sample size from a
single centre and the lack of confirmatory germline testing on
all tumours. Based on the published literature, SDHB IHC is an
excellent surrogate marker for germline mutations in any of
the SDH subunits.29,30 In two control tumours in which germline
mutation status was known, the stain correctly showed intact
staining in the tumour without any SDH gene mutations and
loss of staining in a tumour with a germline SDHB mutation.
Because loss of SDHB IHC indicates a mutation in any of the sub-
units of the SDH complex, the frequency of mutations in the
respective subunits could not be assessed and therefore

Figure 4: (a) Haematoxylin and eosin stained section, 100x magnification: adrenal pheochromocytoma; (b) SDHB immunohistochemical stain of (a)
showing retained staining with granular cytoplasmic staining (arrows); (c) haematoxylin and eosin stained section, 40x magnification: jugulo-tympanic
paraganglioma; (d) SDHB immunohistochemical stain of (c) showing retained staining with granular cytoplasmic staining (arrows).
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Figure 4: (a) Haematoxylin and eosin stained section, 100x magnification: adrenal pheochromocytoma; (b) SDHB immunohistochemical stain of (a)
showing retained staining with granular cytoplasmic staining (arrows); (c) haematoxylin and eosin stained section, 40x magnification: jugulo-tympanic
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Figure 5: (a) Haematoxylin and eosin stained section, 40x magnification: metastatic paraganglioma in the liver, note the tumour (left) and the back-
ground liver parenchyma (bottom right); (b) SDHB immunohistochemical stain showing loss of staining in the tumour in (a) (bottom) with granular
cytoplasmic staining in the adjacent hepatic parenchyma (top); (c) haematoxylin and eosin stained section, 40x magnification: carotid body paragan-
glioma; (d) chromogranin-A, granular cytoplasmic staining in the carotid body paraganglioma seen in (c); (e) S100 immunohistochemistry showing
sustentacular cells around nests of tumour cells (arrows) in the paraganglioma seen in (c); (f) SDHB immunohistochemical stain showing loss of stain-
ing in the tumour with retained granular cytoplasmic staining in sustentacular and endothelial cells (arrow).

Table 1: Summary of 52 PC/PGL cases

Factor Adrenal Other TAPGL All HNPGL Spinal All PGL All cases

14 10 26 2 38 52

SDHB lost 1 (7%) 6 (60%) 11 (42%) 1 (50%) 18 (47%) 19 (36%)

Age (mean) 23 7–53 (26) 21–55 (33) 40 7–55 (31) 21–41 (26)

Sex (M/F) 1/0 3/3 4/7 1/0 8/10 9/10

SDHB retained 13 (93%) 4 (40%) 15 (58%) 1 (50%) 20 (53%) 33 (64%)

Age (mean) 19–67 (45) 43–49 (46) 22–71 (50) 57 22–71 (50) 36–61 (51)

Sex (M/F) 5/8 1/3 3/12 0/1 4/16 9/24

PC: phaeochromocytoma, PGL: paraganglioma, SDHB: succinate dehydrogenase B, M: male, F: female, TAPGL: thoraco-abdominal paraganglioma, HNPGL: head and neck
paraganglioma.

Prevalence of succinate dehydrogenase deficiency in paragangliomas and phaeochromocytomas at a tertiary hospital in Cape Town 13
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subclassification of paraganglioma syndrome subgroups could
not be done.

Further studies using a larger sample size, ideally with multicen-
tre data from various centres in South Africa, will be of value to
determine the prevalence of SDH germline mutations in PC/PGL
in the general South African population. Although genetic
germline testing is costly, a study that correlates SDH mutation
status with SDHB immunohistochemical staining will be of
value in validating the use of IHC instead of genetic testing in
our setting and also allow identification of the specific SDH
subunit involved.

In conclusion, we have shown that loss of SDHB immunohisto-
chemical staining can be interpreted with excellent inter-obser-
ver agreement between pathologists and identifies
approximately one-third of PCs/PGLs in our setting to likely
have germline mutations in one of the SDH genes.
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subclassification of paraganglioma syndrome subgroups could
not be done.

Further studies using a larger sample size, ideally with multicen-
tre data from various centres in South Africa, will be of value to
determine the prevalence of SDH germline mutations in PC/PGL
in the general South African population. Although genetic
germline testing is costly, a study that correlates SDH mutation
status with SDHB immunohistochemical staining will be of
value in validating the use of IHC instead of genetic testing in
our setting and also allow identification of the specific SDH
subunit involved.

In conclusion, we have shown that loss of SDHB immunohisto-
chemical staining can be interpreted with excellent inter-obser-
ver agreement between pathologists and identifies
approximately one-third of PCs/PGLs in our setting to likely
have germline mutations in one of the SDH genes.
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