POLITECNICO DI TORINO
Repository ISTITUZIONALE

Classification of microadenomas in patients with primary aldosteronism by steroid profiling

Original

Classification of microadenomas in patients with primary aldosteronism by steroid profiling / Yang, Y., Burrello, J.,
Burrello, A., Eisenhofer, G., Peitzsch, M., Tetti, M., Kndsel, T., Beuschlein, F., Lenders, J.W.M., Mulatero, P., Reincke,
M., Williams, T.A.. - In: JOURNAL OF STEROID BIOCHEMISTRY AND MOLECULAR BIOLOGY. - ISSN 0960-0760. -
189:(2019), pp. 274-282. [10.1016/j.jsbmb.2019.01.008]

Availability:
This version is available at: 11583/2978501 since: 2023-05-15T12:26:49Z

Publisher:
PERGAMON-ELSEVIER SCIENCE LTD

Published
DOI:10.1016/j.jsbmb.2019.01.008

Terms of use:

This article is made available under terms and conditions as specified in the corresponding bibliographic description in
the repository

Publisher copyright

(Article begins on next page)

28 June 2026



Journal of Steroid Biochemistry and Molecular Biology 189 (2019) 274-282

Contents lists available at ScienceDirect .
Steroid
Biochemistry &
Molecular

Journal of Steroid Biochemistry and Molecular Biology i
.
P2
journal homepage: www.elsevier.com/locate/jsbmb J ////

Classification of microadenomas in patients with primary aldosteronism by = R

Check for

steroid profiling

Yuhong Yang™', Jacopo Burrello™’, Alessio Burrello®, Graeme Eisenhofer®, Mirko Peitzsch®,
Martina Tetti”, Thomas Knosel’, Felix Beuschlein™#, Jacques W.M. Lenders®", Paolo Mulatero”,
Martin Reincke®, Tracy Ann Williams™"*

@ Medizinische Klinik und Poliklinik IV, Klinikum der Universitdt, Ludwig-Maximilians-Universitdt Miinchen, Munich, Germany

Y Division of Internal Medicine and Hypertension, Department of Medical Sciences, University of Turin, Turin, Italy

¢ Department of Electronics and Telecommunications, Polytechnic University of Turin, Turin, Italy

4 Institute of Clinical Chemistry and Laboratory Medicine, University Hospital Carl Gustav Carus, Technische Universitiit Dresden, Dresden, Germany
€ Department of Medicine III, University Hospital Carl Gustav Carus, Technische Universitdt Dresden, Dresden, Germany

f Institute of Pathology, Ludwig-Maximilians-Universitdt Miinchen, Munich, Germany

8 Klinik fiir Endokrinologie, Diabetologie und Klinische Erndhrung, Universitdtsspital Ziirich, Ziirich, Switzerland

1 Department of Medicine, Radboud University Medical Center, Nijmegen, the Netherlands

ARTICLE INFO ABSTRACT

Keywords: In primary aldosteronism (PA) the differentiation of unilateral aldosterone-producing adenomas (APA) from

Primary aldosteronism bilateral adrenal hyperplasia (BAH) is usually performed by adrenal venous sampling (AVS) and/or computed

Aldosterone-producing adenoma tomography (CT). CT alone often lacks the sensitivity to identify micro-APAs. Our objectives were to establish if

Conn syndrome ) steroid profiling could be useful for the identification of patients with micro-APAs and for the development of an

232231;‘122:&1 hyperplasia online tool to differentiate micro-APAs, macro-APAs and BAH. The study included patients with PA (n = 197)

Steroid profiling from Munich (n = 124) and Torino (n = 73) and comprised 33 patients with micro-APAs, 95 with macro-APAs,
and 69 with BAH. Subtype differentiation was by AVS, and micro- and macro-APAs were selected according to
pathology reports. Steroid concentrations in peripheral venous plasma were measured by liquid chromato-
graphy-tandem mass spectrometry. An online tool using a random forest model was built for the classification of
micro-APA, macro-APA and BAH. Micro-APA were classified with low specificity (33%) but macro-APA and BAH
were correctly classified with high specificity (93%). Improved classification of micro-APAs was achieved using a
diagnostic algorithm integrating steroid profiling, CT scanning and AVS procedures limited to patients with
discordant steroid and CT results. This would have increased the correct classification of micro-APAs to 68% and
improved the overall classification to 92%. Such an approach could be useful to select patients with CT-un-
detectable micro-APAs in whom AVS should be considered mandatory.

1. Introduction progression relative to patients with primary hypertension including

those with similar cardiovascular risk profiles [4-7]. This highlights the

Primary aldosteronism (PA) is the most frequent form of endocrine importance of early diagnosis and appropriate clinical management to
hypertension characterized by aldosterone overproduction relative to minimize detrimental cardiovascular outcomes.

suppressed plasma renin [1-3]. Patients with PA have an increased risk Unilateral PA is mainly caused by an aldosterone-producing ade-

of cardiovascular and cerebrovascular events and renal disease noma (APA) and is potentially curable by laparoscopic unilateral

Abbreviations: 17 — OH-progesterone, 17-hydroxyprogesterone; 180H-cortisol, 18-hydroxycortisol; APA, aldosterone-producing adenoma; ARR, aldosterone-to-
renin ratio; AVS, adrenal venous sampling; BAH, bilateral adrenal hyperplasia; CT, computed tomography; CYP11B1, 11B-hydroxylase; CYP11B2, aldosterone
synthase; CYP17A1, 17a-hydroxylase; DHEA, dehydroepiandrosterone; DHEAS, dehydroepiandrosterone sulphate; HSD3B2, 3B-hydroxysteroid dehydrogenase type
2; H&E, hematoxylin and eosin; LC-MS/MS, liquid chromatography-tandem mass spectrometry; Macro-APA, macro-aldosterone-producing adenoma; Micro-APA,
micro-aldosterone-producing adenoma; MRA, mineralocorticoid receptor antagonist; OR, odds ratio; PA, primary aldosteronism
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Fig. 1. CYP11B2 immunohistochemistry micro-
APA and macro-APA.

The histopathology of resected adrenals from
patients with a micro-APA (Panels A, B, C and
D) or a macro-APA (Panels E and F) are shown
with hematoxylin and eosin (H&E) staining
(Panels A, C and E) and CYP11B2 im-
munostaining (Panels B, D and F). Micro-APAs
in this study were classfied as a single micro-
APA (diameter < 10mm, as indicated by a
single arrow in panel B) or the largest CYP11B2
positive nodule (with diameter < 10 mm, as
indicated by a single arrow in panel D) in an
adrenal with more than one nodule with
CYP11B2 immunostaining. An example of a
macro-APA is indicated with a double arrow in
panel F. Scale bar = 2mm. CYP11B2, aldos-
terone synthase; H&E, hematoxylin and eosin.

adrenalectomy whereas bilateral PA (bilateral adrenal hyperplasia
[BAH]) is usually treated with a mineralocorticoid receptor antagonist
(MRA). These specific treatment options emphasize the central role of
an accurate differentiation of APA from BAH in the diagnostic work up
of PA which is usually performed by computed tomography (CT) and
adrenal venous sampling (AVS) [8]. The sensitivity of CT imaging is
often insufficient for the identification of APAs less than 10 mm in
diameter, while AVS displays high sensitivity and specificity (95% and
100%, respectively) to distinguish unilateral from bilateral PA [9,10].
AVS is a technically-demanding and invasive procedure with non-
standardized protocols and variable interpretation of results, and al-
ternative approaches to reduce or even replace AVS for subtype dif-
ferentiation in PA are currently sought [11-16].

Various definitions of size of micro-APAs have been used which
usually consider the CT-undetectable feature [9,17-20]. Micro-APAs
have been classified as < 10 mm in diameter, although in certain cir-
cumstances, ie, localization in an expanded adrenal limb, micro-APAs
of 6 mm in diameter have been detected by CT [17]. CYP11B2 (aldos-
terone synthase) expression per tumour area by immunohistochemistry
has been reported as higher in micro-APAs compared with macro-APAs
together with a higher reported capacity for aldosterone production per
tumour area [21]. CT-undetectable micro-APAs have a reported pre-
valence of 13%-30% in patients with APAs [9,17-20] and therefore
comprise a significant proportion of patients with APAs with potentially
distinctive adrenal steroid profiles and clinical outcomes.

In the present study, we determined the liquid chromatography-
tandem mass spectrometry (LC-MS/MS)-based steroid profiles of
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peripheral venous plasma samples from patients with micro-APAs
(< 10 mm in diameter), macro-APAs (=10 mm in diameter) and BAH.
Our objectives were to establish if steroid profiling could be useful to
select patients with micro-APAs in whom AVS should be considered
mandatory and determine if a diagnostic algorithm that integrates
steroid profiling could help rationalize the use of AVS procedures in
patients with PA.

2. Subjects and methods

The subjects included in this study were 197 patients diagnosed
with PA from two referral centers (124 patients from Medizinische
Klinik IV, Klinikum der Ludwig-Maximilians-Universitdt Miinchen,
Munich, Germany and 73 patients from Division of Internal Medicine
and Hypertension, University of Turin, Turin, Italy). The study was
approved by the appropriate institutional ethics committees and
written informed consent was obtained from all patients.

2.1. Diagnosis and treatment

PA was diagnosed in both Munich and Torino in accordance with
the Endocrine Society Clinical Guideline using the aldosterone-to-renin
ratio (ARR) as a screening test, confirmatory testing by saline infusion
testing and subtype differentiation by AVS. Detailed methods for the
diagnosis of PA and AVS procedures are described elsewhere [10,22].
In all patients, AVS procedures were performed under basal conditions
and successful catheterization was defined with a selectivity index
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(adrenal vein to peripheral cortisol ratio) =2.0. Unilateral PA was
defined by a lateralization ratio (dominant to contralateral aldosterone-
to-cortisol concentration ratio) =4.0.

2.2. Classification of micro-APAs and macro-APAs and assessment of
postoperative outcomes

Pathology reports were used for an assessment of the diameter of
the largest nodule in resected adrenals for an initial classification of
adenomas as micro-APAs or macro-APAs. Macro-APAs were defined by
the largest nodule diameter =10 mm from pathology reports alone.
Micro-APAs, from the initial assessment from pathology reports, were
then analysed by CYP11B2 immunohistochemistry [23] and this group
included either a single microadenoma with CYP11B2 immunostaining
(diameter < 10 mm) or the largest nodule (with diameter < 10 mm) in
an adrenal with more than 1 nodule with CYP11B2 immunostaining
(Fig. 1). Cases of diffuse hyperplasia were excluded. Several adrenals
showed aldosterone-producing cell clusters which are defined as tight
clusters of cells with strong CYP11B2 immunostaining with zona glo-
merulosa morphology located beneath the capsule and extending into
the zona fasciculata [24,25]. The follow-up data of clinical and bio-
chemical parameters were obtained in the surgically treated patients at
6-12 months. Outcomes were defined as complete, partial and absent
clinical and biochemical success based on blood pressure measurements
and antihypertensive medication dosage for clinical outcomes or
plasma potassium and hormonal (aldosterone and renin) measurements
for biochemical outcomes [26].

2.3. Genotyping and gene expression analysis

Genomic DNA was extracted from frozen adrenal tissues and DNA
fragments of KCNJ5, ATP1A1, ATP2B3 and CACNA1D were amplified
by PCR using the primers shown in Table A.1, Supplementary data and
sequenced as described [27,28]. To our knowledge, PCR amplifications
using these primers potentially identify all somatic APA mutations in
the above genes described to date including the APA mutations de-
scribed in CACNAL1D listed in Prada et al. [29], with the exception of
CACNA1D Glu412Asp, and the new CACNA1D mutation described re-
cently by Nanba et al. [30].

Total RNA was extracted from adrenal tissues (tumours and ad-
jacent cortex) and reverse transcribed as described previously [27].
Real-time PCR was performed in duplicate using TagMan gene ex-
pression assays, and expression levels of CYP11B2 were analyzed by
2744Ct relative quantification using GAPDH as the endogenous re-
ference gene. All samples were included in the gene expression analysis
with available adenoma and corresponding adjacent cortical tissue (8
micro-APAs and 32 macro-APAs). CYP11B2 gene expression analysis
indicated an absence of CYP11B2 upregulation in 1 of the 8 samples
classified as micro-APAs (tumour-to-adjacent tissue CYP11B2 expres-
sion ratio = 0.934; genotype determined as wild type) and in 1 of 32
samples classified as macro-APAs (tumour-to-adjacent tissue CYP11B2
expression ratio = 0.926, genotype determined as wild type). This in-
dicates the missed dissection of the CYP11B2 positive nodule for the
micro-APA and the dissection of a nonfunctional adenoma as the largest
nodule for the sample classified as a macro-APA (Fig. A.1, Supple-
mentary data).

2.4. Immunohistochemistry and immunohistochemical characterization

Immunohistochemistry was performed on formalin-fixed, paraffin-
embedded tissue sections (3 um) with an anti-CYP11B2 antibody (di-
lution 1:200, mouse monoclonal anti-human antibody, clone 17B, from
Dr Celso E. Gomez-Sanchez) [23] as described previously [31].
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2.5. LC-MS/MS-based steroid profiling

Steroid profiling of peripheral venous plasma was done by LC-MS/
MS as described in full elsewhere [32] for the simultaneous measurement
of 15 steroids [aldosterone, 18-oxocortisol, 18-hydroxycortisol (180H-
cortisol), 21-deoxycortisol, corticosterone, 11-deoxycorticosterone, pro-
gesterone, cortisol, cortisone, 11-deoxycortisol, 17-hydroxyprogesterone
(17-OH-progesterone), pregnenolone, androstenedione, dehydroepian-
drosterone (DHEA), and dehydroepiandrosterone sulphate (DHEAS)].

2.6. Statistical analyses

Quantitative normally distributed variables are expressed as means
with SDs and quantitative non-normally distributed variables are re-
ported as medians and interquartiles. Categorical variables are pre-
sented as absolute numbers and percentages. Comparisons between two
groups were assessed by a t test or a Mann-Whitney test; multiple
comparisons were assessed by ANOVA followed by Bonferroni test for
pairwise comparisons, or Kruskal-Wallis test with pairwise compar-
isons. Chi-square and Fisher’s exact-tests were used to compare cate-
gorical data. A logistic regression analysis identified steroids associated
with micro-APAs compared with macro-APAs and BAH with odds ratios
(OR) for steroids calculated per ng/mL. An OR greater than 1 indicates
an increased likelihood of micro-, macro-APAs or BAH, and an OR less
than 1 indicates a decreased likelihood. IBM SPSS Statistics version 25.0
were used for statistical analyses. P values are given to three decimal
places and are considered significant when P < 0.05.

2.7. Predictive model

Random forest algorithms were performed using MATLAB R2017b
and PYTHON 2.7 to assess how concentrations of steroids in peripheral
venous plasma could be used to classify micro-, macro-APAs and BAH.
The prediction model can be used via an online tool which requires
operating system Windows version 64-bit or higher and is available at
https://github.com/ABurrello/Steroid-profiling-in-PA/archive/master.
zip.

3. Results

3.1. Patient characteristics, outcomes and immunohistochemical
characterization

Demographic and clinical characteristics at study entry and post-
operative follow-up of all patients are shown in Table A.2
(Supplementary data). There was an overall difference in this cohort in
the sex distribution of micro- and macro-APAs and BAH (P < 0.001)
with micro-APAs and BAH more prevalent in men than in women
(micro-APAs: 78.8% vs 21.2%; BAH: 73.9% vs 26.1%). Patients with
macro-APAs displayed the highest baseline concentrations of plasma
aldosterone (P < 0.001) and the lowest serum potassium concentra-
tions (P < 0.001) relative to the micro-APA or BAH group.

Micro-APAs displayed a lower prevalence of somatic KCNJ5 muta-
tions (3.2% vs 47.4%, P < 0.001) and a higher proportion of the wild-
type genotype (80.7% vs 36.2%, P < 0.001) compared with macro-
APAs.

Complete clinical and biochemical success were less frequent in the
micro-APA than in the macro-APA group (12.1% vs 40.0%, P = 0.003,
84.8% vs 96.8%, P = 0.023, respectively) whereas absent biochemical
success was more prevalent in the micro-APA group (9.1% vs 1.1%,
P = 0.036). In total, 8 patients (5 with micro-APAs, 3 with macro-
APAs) displayed partial or absent biochemical success. CYP11B2 im-
munohistochemistry of these 8 resected adrenals demonstrated the
presence of a solitary functional macroadenoma in 3 samples. The re-
maining 5 adrenals comprised 1 with a solitary micro-APA and 4 which
did not have a solitary APA but showed more than one nodule with
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Fig. 2. Peripheral plasma steroid concentrations in patients with micro-APAs, macro-APAs and BAH.

The box and whisker plots (Panels A-G) represent peripheral plasma concentrations of the indicated steroids in patients with PA stratified for APA according to
tumor diameter (micro-APAs <10 mm (n = 33) and macro-APAs > 10 mm (n = 95)) and BAH (n = 69). Only steroids with significant differences in concentrations
between micro-APAs, macro-APAs and BAH are shown. Horizontal lines within boxes indicate the median, boxes and whiskers represent the 25th to 77th percentiles
and the minimum and maximum values, respectively, after exclusion of outliers that are defined by 1.5 times the interquartile range and are indicated by filled
circles. Concentrations are indicated in ng/mL which are converted to pmol/L by dividing by the molecular weight of each steroid: aldosterone, 360.44; 18-
oxocortisol, 376.45; 18-hydroxycortisol, 378.46; 11-deoxycorticosterone, 330.46; pregnenolone, 316.48; DHEA, 288.42; DHEAS, 367.50. P values were calculated
using Kruskal-Wallis tests followed by pairwise comparisons. 180H-cortisol, 18-hydroxycortisol; APA, aldosterone-producing adenoma; BAH, bilateral adrenal
hyperplasia; DHEA, dehydroepiandrosterone; DHEAS, dehydroepiandrosterone sulfate.

CYP11B2 immunostaining, with or without aldosterone-producing cell
clusters [25], with the larger nodule considered the micro-APA.

3.2. LC-MS/MS-based steroid profiling

LC-MS/MS-based steroid profiling of peripheral venous plasma re-
vealed some distinct differences between patients with micro-APAs,
macro-APAs and BAH (Fig. 2 and Table A.3, Supplementary data).
Patients with micro-APAs had lower peripheral plasma concentrations
of aldosterone (P = 0.006), 18-oxocortisol (P < 0.001) and 18-hy-
droxycortisol (P < 0.001) compared with patients with macro-APAs.
The concentrations of the androgen precursor DHEAS were higher in
patients with micro-APAs versus those with macro-APAs (P = 0.007).
There were no significant differences in single steroid concentrations
between patients with micro-APAs and BAH (Table A.3, Supplementary
data). Patients with macro-APAs displayed higher concentrations of
aldosterone, 18-oxocortisol, 18-hydroxycortisol (P < 0.001) compared
with patients with BAH (Fig. 2 and Table A.3, Supplementary data).
Higher concentrations of 11-deoxycorticosterone and pregnenolone
(P = 0.001 and P = 0.006, respectively) and lower concentrations of
DHEA and DHEAS (P = 0.010 and P = 0.006, respectively) were mea-
sured in patients with macro-APAs relative to patients with BAH.

Potential associations of steroids with micro-APA, macro-APA and
BAH were determined by logistic regression models adjusting each
steroid separately for sex and age to avoid a reduction of the predictive
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value of variables by collinearity (Table 1). Only steroids were entered
into the model which displayed a significant difference between sub-
type in the univariate analysis (Fig. 2, Table A.3, Supplementary data).
Age had no impact on diagnosis, whereas female sex was associated
with an increased likelihood of a diagnosis of a macro-APA compared
with a micro-APA and with BAH.

With the adjustment for sex and age, only lower concentrations of
18-hydroxycortisol were associated with an increased likelihood of a
micro-APA (OR 0.484 per ng/mL, 95% CI 0.289-0.812, P = 0.006).
Higher concentrations of 18-hydroxycortisol were associated with an
increased likelihood of a macro-APA versus BAH (OR 2.241 per ng/mL,
95% CI 1.458-3.444, P < 0.001) (Table 1). Higher concentrations of
aldosterone, pregnenolone and 11-deoxycorticosterone were also as-
sociated with macro-APAs versus BAH (Table 1). In contrast, lower
concentrations of DHEA were associated with an increased likelihood of
a diagnosis of a macro-APA (OR 0.786 per ng/mL, 95% CI 0.656-0.941,

= 0.009) (Table 1).

3.3. Random forest algorithm using steroid profiling

Random forest classification trees were used to build a prediction
model for micro-APAs, macro-APAs or BAH using peripheral plasma
steroid concentrations. The algorithm created 30 different classification
trees to optimize the prediction model and the predictive performance
of each steroid was estimated (Fig. 3A) and the first classification tree of
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Table 1
Peripheral plasma steroids associated with subtype diagnosis in primary aldosteronism.
Steroids (per ng/mL) OR (95% CI) P value OR (95% CI) P value OR (95% CI) P value
Micro-APA vs. BAH (n = 101%) Micro-APA vs. Macro-APA (n = 127%) Macro-APA vs. BAH (n = 162%)

Age 0.992 (0.949-1.036) 0.713 0.969 (0.928-1.011) 0.148 1.021 (0.985-1.058) 0.253
Sex (ref: female) 0.674 (0.228-1.992) 0.476 0.209 (0.076-0.572) 0.002 3.015 (1.433-6.343) 0.004
Aldosterone 11.215 (0.682-184.508) 0.091 0.422 (0.045-3.969) 0.451 877.947 (23.235-33172.977) < 0.001
Age 0.995 (0.953-1.038) 0.813 0.966 (0.925-1.009) 0.116 1.022 (0.989-1.056) 0.201
Sex (ref: female) 0.808 (0.286-2.284) 0.687 0.197 (0.072-0.541) 0.002 3.271 (1.596-6.702) 0.001
18-Oxocortisol 1.291 (0.598-2.787) 0.515 0.761 (0.342-1.692) 0.503 2.984 (0.911-9.774) 0.071
Age 0.993 (0.951-1.037) 0.753 0.964 (0.920-1.010) 0.122 1.019 (0.985-1.055) 0.279
Sex (ref: female) 0.772 (0.275-2.171) 0.624 0.253 (0.087-0.738) 0.012 2.651 (1.241-5.662) 0.012
18-Hydroxycortisol 0.925 (0.528-1.623) 0.787 0.484 (0.289-0.812) 0.006 2.241 (1.458-3.444) < 0.001
Age 0.991 (0.949-1.035) 0.686 0.969 (0.928-1.011) 0.141 1.019 (0.986-1.054) 0.257
Sex (ref: female) 0.694 (0.236-2.040) 0.507 0.198 (0.073-0.542) 0.002 3.225 (1.562-6.658) 0.002
11-Deoxycorticosterone 8.194 (0.300-223.625) 0.212 0.807 (0.266-2.452) 0.705 137.637 (3.052-6207.424) 0.011
Age 0.994 (0.953-1.038) 0.790 0.961 (0.920-1.004) 0.077 1.024 (0.990-1.060) 0.165
Sex (ref: female) 0.794 (0.281-2.242) 0.664 0.198 (0.071-0.554) 0.002 3.363 (1.619-6.988) 0.001
Pregnenolone 1.062 (0.799-1.413) 0.677 0.743 (0.547-1.008) 0.057 1.486 (1.149-1.923) 0.003
Age 0.978 (0.933-1.025) 0.354 0.974 (0.930-1.021) 0.274 0.988 (0.950-1.027) 0.538
Sex (ref: female) 0.786 (0.276-2.238) 0.652 0.195 (0.071-0.532) 0.001 3.651 (1.768-7.540) < 0.001
DHEA 0.845 (0.673-1.060) 0.146 1.068 (0.868-1.315) 0.534 0.786 (0.656-0.941) 0.009
Age 0.988 (0.941-1.038) 0.641 0.983 (0.937-1.031) 0.477 0.995 (0.956-1.035) 0.793
Sex (ref: female) 0.720 (0.242-2.142) 0.555 0.245 (0.086-0.699) 0.009 2.646 (1.249-5.607) 0.011
DHEAS 1.000 (0.999-1.001) 0.658 1.001 (1.000-1.001) 0.182 0.999 (0.998-0.999) 0.048

Logistic regression analysis to identify adrenal steroids associated with micro-APAs, macro-APAs and BAH. An odds ratio greater than 1 indicates an increased
likelihood of micro-APAs compared with BAH or compared with macro-APAs or macro-APAs compared with BAH, and an odds ratio less than 1 indicates a decreased
likelihood. APA, aldosterone-producing adenoma; BAH, bilateral adrenal hyperplasia; DHEA, dehydroepiandrosterone; DHEAS, dehydroepiandrosterone sulphate;
OR, odds ratio. There were 33 patients in the micro-APA group; 94 in the macro-APA and 68 in the BAH groups. *1 patient from the BAH group was missing
pregnenolone data and was not included and 1 patient from the macro-APA group had outlier steroid profiling data.
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Fig. 3. Peripheral venous steroid profiling for the classification of micro-APAs, macro-APAs and BAH.

The random forest algorithm constructed performance estimates for each steroid (Panel A), the first classification tree of the forest is shown for the prediction of
micro-APAs, macro-APAs and BAH (Panel B), and a table with the estimated classification by steroid profiling and the actual classification by AVS (to differentiate
BAH from APA) and pathology reports (to differentiate micro-APAs from macro-APAs) (Panel C). One patient had outlier steroid profiling results and was omitted.
Numbers indicate steroid concentrations in ng/mL. To convert concentrations in ng/mL to pmol/L, concentrations should be divided by the molecular weight of each
steroid. Molecular weights: 11-deoxycorticosterone, 330.46; 17-hydroxyprogesterone, 330.46; 18-hydroxycortisol, 378.46; 18-oxocortisol, 376.45; aldosterone,
360.44; corticosterone, 346.46; cortisol, 362.46. 17-OH-progesterone, 17-hydroxyprogesterone; 180H-cortisol, 18-hydroxycortisol; APA, aldosterone-producing
adenoma; BAH, bilateral adrenal hyperplasia; DHEA, dehydroepiandrosterone; DHEAS, dehydroepiandrosterone sulphate.

the forest is shown (Fig. 3B). AVS and pathology reports identified a outlier), and 87.0% (60 of 69) of patients were correctly classified as
total of 33 micro-APAs, 11 of the 33 micro-APA were correctly classi- BAH (Fig. 3C). The overall accuracy of steroid profiling for the classi-
fied by the random forest model (Fig. 3C). The correct classification of fication of the 3 groups (micro-APAs, macro-APAs and BAH) was 83.2%
macro-APAs was 96.8% (92 of 95, with 1 patient excluded as an (163/196), and the concordant diagnosis of APA and BAH between
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Fig. 4. Clinical management algorithms for patients with primary aldosteronism.
The AVS-based management of patients in this study is shown (Panel A), and results in the accurate differentiation of APA from BAH in at best 95.9% of patients
(assuming a correct diagnosis of all patients with BAH) (Panel B). The diagnostic accuracy of APA is assessed here by the proportion of patients with biochemical
cure (120 of 128 patients with complete biochemical success). No biochemical cure was observed in 6.3% (8 of 128 patients with absent or partial biochemical
success). Therapeutic management based on peripheral venous steroid profiling and CT scanning with AVS in a restricted subset of patients (patients with discordant
CT and steroid profiling results) would have reduced AVS procedures by at most 82.7% (34 of 197 patients addressed to AVS) and potentially 92.4% of patients would
have had an accurate differentiation of APA from BAH (Panel C). The patient with outlier steroid profiling results would have been addressed to AVS. The number of
patients with an absent or partial biochemical outcome would have been reduced to 6 (5.1%, 6 of 117) (Panel D). Numbers in bold indicate numbers of patients.
APA, aldosterone-producing adenoma; AVS, adrenal venous sampling; CT, computed tomography; MRA, mineralocorticoid receptor antagonist; PA, primary al-

dosteronism.

steroid profiling and AVS was 88.8% (174/196) (Fig. 3C).
3.4. Diagnostic algorithm combining steroid profiling, CT and AVS

An AVS-based approach was used for the therapeutic management
of the 197 patients in this study. Of these patients, 128 had laparoscopic
unilateral adrenalectomy for resection of an APA and 69 were treated
with MRAs for BAH (Fig. 4A). For the surgically-treated patients, 93.7%
(120 of 128) displayed complete biochemical success after surgery. In
patients with complete biochemical success, pathology reports in-
dicated that the prevalence of micro-APAs was 23.3% (28 of 120 pa-
tients) and of macro-APAs 76.7% (92 of 120 patients). The remaining
6.3% (8 of 128 patients) displayed biochemical evidence of persistent
hyperaldosteronism (partial or absent biochemical success). Assuming
the patients with partial or absent biochemical success represent pa-
tients with a presurgical misdiagnosis of unilateral PA instead of bi-
lateral PA, and the diagnosis of BAH with non-lateralized aldosterone
secretion was accurate in all cases, the diagnostic accuracy of AVS-
based management in the study cohort was 95.9% (189 of 197)
(Fig. 4B).

We tested the performance of a diagnostic algorithm using periph-
eral venous steroid profiling and CT scanning in all patients and AVS
limited to patients with discordant steroid profiling and CT scanning
results (Fig. 4C). Applying this algorithm to the same cohort (n = 197
patients), peripheral venous steroid profiling would have predicted 11
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patients with micro-APAs, 112 patients with macro-APAs and 73 pa-
tients with BAH. Of these patients, the 11 micro-APAs were correctly
classified, 11 patients with micro-APAs were misclassified as macro-
APAs, and 9 patients with BAH were incorrectly classified as macro-
APAs. These 31 patients would be addressed to AVS for subtype dif-
ferentiation because of potential discordant steroid profiling and CT
scanning results.

An additional 2 of the 73 patients misclassified as BAH from steroid
profiling instead of macro-APA would potentially be selected for AVS
because of the detection of a unilateral adenoma at imaging. The pa-
tient with a macro-APA, classified as an outlier by steroid profiling,
would also have been addressed to AVS. Therefore, a total of 34 pa-
tients would have AVS potentially resulting in, at the most, a theoretical
reduction of AVS procedures by 82.7% (163 of 197 patients would
bypass AVS assuming a normal CT morphology of the contralateral
gland) with a comparable accuracy of diagnosis (92.4%) (Fig. 4D) to
that of AVS-based management. The accuracy for the correct classifi-
cation of micro-APAs could have reached 67.9% (19 of 28, 5 patients
were excluded from the micro-APA group because they were not bio-
chemically cured after adrenalectomy resulting in 28 patients with
unilateral micro-APA), and the number of patients with incomplete
biochemical cure after surgery (absent or partial biochemical success)
would have decreased from 8 with the AVS algorithm (Fig. 4B) to 6
(5.1%) with the diagnostic algorithm incorporating steroid profiling
(Fig. 4D). Eleven patients with micro-APAs would have been diagnosed
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with BAH of which 9 were micro-APAs (from patients with complete
biochemical success after surgery) and the remaining 2 patients (with
absent or partial biochemical success) would have received the correct
treatment with a MRA (Fig. 4D).

4. Discussion

We measured peripheral plasma steroid profiles by LC-MS/MS in a
large series of patients with PA and determined the potential utility of
integrating these measurements in therapeutic management. We fo-
cussed on using this approach to identify patients with micro-APAs
which are often missed by CT in those centres that rely on CT for the
differentiation of APA from BAH. The similar steroid profiles of patients
with micro-APAs and BAH limits the application of a method based on
steroid measurements alone but when considered in a diagnostic work
up that includes interpretation of CT results and AVS (restricted to
patients with discordant steroid profiles and CT data), the theoretical
algorithm performed almost as well as AVS alone for the diagnosis of
micro-APAs.

We also analysed the post-surgical clinical and biochemical out-
comes of all patients with a unilateral APA (n = 128) included in the
study in accordance with the PASO consensus, a standarized set of
criteria to define outcomes of adrenalectomy for unilateral PA [26]. A
smaller proportion of patients with micro-APAs achieved complete
clinical and biochemical success than patients with macro-APAs but this
is likely mainly due to the sex distribution difference between patients
with micro-APAs (comprising a higher proportion of males and patients
with a higher BMI) and with macro-APAs [26]. The sex distribution of
our cohort may partially explain the difference between our findings
and those of Omura et al., who reported an increase in the proportion of
patients achieving clinical cure after surgical removal of micro-APAs (n
27) compared with macro-APAs (n 42) [18]. Although larger
nodule size was associated with complete clinical success after adre-
nalectomy in a multicohort study [25] and APAs with KCNJ5 muta-
tions, which tend to be larger than other APAs [32,33], are also asso-
ciated with favourable outcomes post-surgery [34].

Patients with absent or partial biochemical success after surgery
were predominantly in the micro-APA group. CYP11B2
munohistochemistry of the resected adrenals showed that they mostly
comprised more than one micronodule with positive CYP11B2 im-
munostaining, in agreement with the suggestion that CYP11B2 im-
munohistochemistry of resected adrenals may be useful as an indicator
of biochemical outcomes and highlight patients which require ongoing
follow-up with biochemical as well as clinical re-assessment [31]. De-
spite the over-representation of micro-APAs in the group of patients
who were not biochemically cured after adrenalectomy, this none-
theless comprised only 15% (5 of 33) of patients with micro-APAs in-
dicating that it is worthwhile and potentially rewarding for patients to
have further work up for the identification of micro-APAs.

The small area of the resected adrenal with CYP11B2
munostaining in micro-APAs likely explains the decreased presurgical
plasma aldosterone concentrations of the corresponding patients com-
pared with those with macro-APAs as suggested by a previous report
[21]. Patients with micro-APAs also had lower plasma concentrations of
the hybrid steroids, 18-oxocortisol and 18-hydroxycortisol, relative to
the macro-APA group but comparable to patients with BAH. This is
feasibly explained by the larger size of APA carrying KCNJ5 mutations
[35,36] and the association of KCNJ5-mutated APAs with an increased
production of 18-oxocortisol and 18-hydroxycortisol [11]. In line with
this, we show that the micro-APA group displayed a lower prevalence of
KCNJ5 mutations compared with the macro-APA group. Further, a lo-
gistic regression model with adjustment of each steroid concentration
for sex and age, showed an association of higher 18-hydroxycortisol
concentrations (but not 18-oxocortisol) with an increased likelihood of
a diagnosis of a macro-APA compared with micro-APA and with BAH.
The association of female sex with macro-APAs and with increasing
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plasma aldosterone concentrations is consistent with a meta-analysis
report of patients with KCNJ5-mutated APAs displaying larger tumours
and more pronounced hyperaldosteronism compared with patients with
APAs without KCNJ5 mutations [36].

Larger APAs may have increased glucocorticoid co-secretion
[37,38] which would be expected to suppress pituitary ACTH produc-
tion. ACTH is the main regulator of the synthesis of DHEA and DHEAS
and therefore increased glucocorticoid co-secretion from macro-APAs
may partly explain the lower concentrations of these steroids observed
in patients with macro-APAs compared with patients with micro-APAs
and BAH. Additional studies are required to address the role of APA size
and genotype on glucocorticoid co-secretion with the inclusion of
plasma ACTH measurements to establish their effects on the steroid
profile.

In the PASO study, 6% of 699 patients did not display complete
biochemical cure after adrenalectomy for APA and this group comprises
cases of PA with bilateral asymmetrical aldosterone excess with a po-
tential misdiagnosis of unilateral PA [26]. This compares favorably
with CT based decision making for adrenalectomy, where 20% of pa-
tients with APA are not biochemically cured [39,40]. Using AVS results
as the reference standard, the correct diagnosis of unilateral and bi-
lateral PA by adrenal imaging (CT or magnetic resonance) was reported
as 62.2% [41]. In another study on patients with unilateral APA (di-
agnosed by AVS) with follow-up data, 36% of patients who were bio-
chemically cured after adrenalectomy would have been misdiagnosed
on the basis of CT results [40]. Thus, neither CT nor AVS are completely
reliable and strong interest focusses on approaches to improve the
performance and accessibility of subtype differentiation in PA [12-17].
The potential utility of adrenal steroids in discriminating different
subtypes of PA has been investigated in numerous studies with atten-
tion centering on the hybrid steroids 18-oxocortisol and 18-hydro-
xycortisol in urine or plasma [42]. Peripheral plasma 18-oxocortisol
concentrations measured by LC—MS/MS can distinguish CT-detectable
APA and BAH in patients from Japan [43]. However, in a European
cohort, this method appears to be unreliable whereas a panel of 12
adrenal steroids in peripheral plasma differentiated APA from BAH with
an accuracy of 80% [13]. The higher production of 18-oxocortisol in
patients with KCNJ5-mutated APAs may explain the increased perfor-
mance of 18-oxocortisol for differentiating APA from BAH in those
cohorts with higher prevalences of KCNJ5 mutations (as in Japan)
compared with other populations (as in Europe) [13,43].

Genotype data in this study, as in most preceeding studies, should
be interpreted with caution because recent evidence shows that when
sequencing is targeted to areas of the adenoma that are positive for
CYP11B2 expression, somatic mutations are detected in almost 90% of
APAs [30]. Therefore, the non-targeted sequencing approach used here
is a limitation of the current study with an overrepresentation of the
“wild-type” genotype notably in the micro-APA group because tissue
dissection may have missed the micronodule. Further, the macro-APA
group was not defined by CYP11B2 immunohistochemistry but by pa-
thology reports of the largest nodule size (which would have been the
nodule sampled for sequencing) and may comprise CYP11B2-negative
nodules with a wild-type genotype [33]. In these cases, a secondary
nodule (or multiple APCCs) responsible for the pathologic aldosterone
production [34,44] would not have been sequenced. We showed by
CYP11B2 gene expression analysis of samples classified as adenomas
compared with paired adjacent adrenal cortical tissue that the above
occured but in a minority of cases.

In the present study, patients with micro-APAs could not be pre-
dicted by steroid profiling alone. This was expected considering the
high similarity we show of steroid profiles in patients with micro-APAs
and BAH. To improve the reliability of identifying micro-APAs, we
developed a hypothetical diagnostic algorithm integrating the addi-
tional consideration of CT imaging and using AVS only in patients with
discordant steroid profiles and imaging data. The algorithm increased
the probability of identifying micro-APAs whilst reducing the
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proportion of AVS procedures by up to 82.7% but achieving a com-
parable accuracy of diagnosis with AVS-based management.

The strengths of our study are the large patient cohort with strict
inclusion criteria for screening, diagnosis and subtype differentiation
from 2 expert centres that use similar AVS protocols [10,22]. All pa-
tients had peripheral venous steroid measurements by LC—MS/MS and
assessment of post-surgical clinical and biochemical outcomes in sur-
gically-treated patients using the international PASO consensus. Further
strengths are the development of an accessible online tool for the pre-
diction of microAPA, macroAPA and BAH. Limitations of our study are
the non-targeted genotyping approach and the potential inclusion of
nonfunctional adenomas in the macro-APA group as discussed above
and the relatively small number of patients with micro-APAs compared
with macro-APAs and BAH. An additional limitation is the assumption
of a correct detection of macro-APAs by CT scanning in the theoretical
diagnostic algorithm.

5. Perspectives

Steroid profiling of peripheral venous plasma could potentially be
used in combination with imaging data and AVS restricted to a small
proportion of patients to identify patients in whom AVS should be
considered mandatory. Such an approach may be useful in centres that
rely on CT for subtype differentiation in PA because such approaches
can lack the required sensitivity to detect micro-APAs.

Sources of funding

This work was supported by the European Research Council (ERC)
under the European Union’s Horizon 2020 research and innovation
programme (grant agreement No [694913] to M. Reincke) and by the
Deutsche Forschungsgemeinschaft (DFG, German Research Foundation)
Projektnummer: 314061271 - TRR 205 to G. Eisenhofer, J.W.M.
Lenders, M. Peitzsch, M. Reincke and T.A. Williams and grant RE 752/
20-1 to M. Reincke; the Else Kroner-Fresenius Stiftung in support of the
German Conns Registry-Else-Kroner Hyperaldosteronism Registry
(2013_A182 and 2015_A171 to M. Reincke) and a grant from the
Ministero dell'Istruzione, dell'Universita e della Ricerca (MIUR, ex-60%
2015-2016 to T.A. Williams and 2016-2017 to P. Mulatero).

Acknowledgements

We gratefully acknowledge Nina Nirschl and Lisa Sturm for data
management of the German Conn registry.

Appendix A. Supplementary data

Supplementary material related to this article can be found, in the
online version, at doi:https://doi.org/10.1016/j.jsbmb.2019.01.008.

References

[1] W.F. Young Jr, Primary aldosteronism: a common and curable form of hyperten-
sion, Cardiol. Rev. 7 (1999) 207-214.

M. Stowasser, Primary aldosteronism: rare bird or common cause of secondary
hypertension? Curr. Hypertens. Rep. 3 (2001) 230-239.

P. Mulatero, M. Stowasser, K.C. Loh, C.E. Fardella, R.D. Gordon, L. Mosso,

C.E. Gomez-Sanchez, F. Veglio, W.F. Young Jr, Increased diagnosis of primary al-
dosteronism, including surgically correctable forms, in centers from five continents,
J. Clin. Endocrinol. Metab. 89 (2004) 1045-1050.

S. Savard, L. Amar, P.F. Plouin, O. Steichen, Cardiovascular complications asso-
ciated with primary aldosteronism: a controlled cross-sectional study, Hypertension
62 (2013) 331-336.

P. Mulatero, S. Monticone, C. Bertello, A. Viola, D. Tizzani, A. lannaccone,

V. Crudo, J. Burrello, A. Milan, F. Rabbia, F. Veglio, Long-term cardio- and cere-
brovascular events in patients with primary aldosteronism, J. Clin. Endocrinol.
Metab. 98 (2013) 4826-4833.

S. Monticone, J. Burrello, D. Tizzani, C. Bertello, A. Viola, F. Buffolo, L. Gabetti,
G. Mengozzi, T.A. Williams, F. Rabbia, F. Veglio, P. Mulatero, Prevalence and
clinical manifestations of primary aldosteronism encountered in primary care

[2]

[3]

[4]

[5]

[6]

[7]

[8]

[91

[10]

[11]

[12]

[13]

[14]

[15]

[16]

[17]

[18]

[19]

[20]

[21]

[22]

[23]

[24]

[25]

[26]

[27]

[28]

Journal of Steroid Biochemistry and Molecular Biology 189 (2019) 274-282

practice, J. Am. Coll. Cardiol. 69 (2017) 1811-1820.

S. Monticone, F. D’Ascenzo, C. Moretti, T.A. Williams, F. Veglio, F. Gaita,

P. Mulatero, Cardiovascular events and target organ damage in primary aldoster-
onism compared with essential hypertension: a systematic review and meta-ana-
lysis, Lancet Diabetes Endocrinol. 6 (2018) 41-50.

J.W. Funder, R.M. Carey, F. Mantero, M.H. Murad, M. Reincke, H. Shibata,

M. Stowasser, W.F. Young Jr, The management of primary aldosteronism: case
detection, diagnosis, and treatment: an endocrine society clinical practice guideline,
J. Clin. Endocrinol. Metab. 101 (2016) 1889-1916.

W.F. Young, A.W. Stanson, G.B. Thompson, C.S. Grant, D.R. Farley, J.A. van
Heerden, Role for adrenal venous sampling in primary aldosteronism, Surgery 136
(2004) 1227-1235.

T.A. Williams, M. Reincke, Management of endocrine disease: diagnosis and man-
agement of primary aldosteronism: the Endocrine Society guideline 2016 revisited,
Eur. J. Endocrinol. 179 (2018) R19-R29.

T.A. Williams, M. Peitzsch, A.S. Dietz, T. Dekkers, M. Bidlingmaier, A. Riester,

M. Treitl, Y. Rhayem, F. Beuschlein, J.W. Lenders, J. Deinum, G. Eisenhofer,

M. Reincke, Genotype-specific steroid profiles associated with aldosterone-produ-
cing adenomas, Hypertension 67 (2016) 139-145.

T. Abe, M. Naruse, W.F. Young Jr, N. Kobashi, Y. Doi, A. Izawa, K. Akama,

Y. Okumura, M. Ikenaga, H. Kimura, H. Saji, K. Mukai, H. Matsumoto, A novel
CYP11B2-Specific imaging agent for detection of unilateral subtypes of primary
aldosteronism, J. Clin. Endocrinol. Metab. 101 (2016) 1008-1015.

G. Eisenhofer, T. Dekkers, M. Peitzsch, A.S. Dietz, M. Bidlingmaier, M. Treitl,
T.A. Williams, S.R. Bornstein, M. Haase, L.C. Rump, H.S. Willenberg, F. Beuschlein,
J. Deinum, J.W. Lenders, M. Reincke, Mass spectrometry-based adrenal and per-
ipheral venous steroid profiling for subtyping primary aldosteronism, Clin. Chem.
62 (2016) 514-524.

U.L Scholl, L. Abriola, C. Zhang, E.N. Reimer, M. Plummer, B.I. Kazmierczak,

J. Zhang, D. Hoyer, J.S. Merkel, W. Wang, R.P. Lifton, Macrolides selectively inhibit
mutant KCNJ5 potassium channels that cause aldosterone-producing adenoma, J.
Clin. Invest. 127 (2017) 2739-2750.

M. Naruse, H. Umakoshi, M. Tsuiki, M. Yokomoto, T. Tagami, A. Tanabe,

A. Shimatsu, The latest developments of functional molecular imaging in the di-
agnosis of primary aldosteronism, Horm. Metab. Res. 49 (2017) 929-935.

B. Heinze, C.T. Fuss, P. Mulatero, F. Beuschlein, M. Reincke, M. Mustafa,

A. Schirbel, T. Deutschbein, T.A. Williams, Y. Rhayem, M. Quinkler, N. Rayes,

S. Monticone, V. Wild, C.E. Gomez-Sanchez, A.C. Reis, S. Petersenn, H.J. Wester,
S. Kropf, M. Fassnacht, K. Lang, K. Herrmann, A.K. Buck, C. Bluemel, S. Hahner,
Targeting CXCR4 (CXC chemokine receptor type 4) for molecular imaging of al-
dosterone-producing adenoma, Hypertension 71 (2018) 317-325.

W.F. Young Jr, A.W. Stanson, C.S. Grant, G.B. Thompson, J.A. van Heerden,
Primary aldosteronism: adrenal venous sampling, Surgery 120 (1996) 913-919
discussion 919-920.

M. Omura, H. Sasano, J. Saito, K. Yamaguchi, Y. Kakuta, T. Nishikawa, Clinical
characteristics of aldosterone-producing microadenoma, macroadenoma, and idio-
pathic hyperaldosteronism in 93 patients with primary aldosteronism, Hypertens.
Res. 29 (2006) 883-889.

F. Satoh, T. Abe, M. Tanemoto, M. Nakamura, M. Abe, A. Uruno, R. Morimoto,

A. Sato, K. Takase, S. Ishidoya, Y. Arai, T. Suzuki, H. Sasano, T. Ishibashi, S. Ito,
Localization of aldosterone-producing adrenocortical adenomas: significance of
adrenal venous sampling, Hypertens. Res. 30 (2007) 1083-1095.

S. Karashima, Y. Takeda, Y. Cheng, T. Yoneda, M. Demura, M. Kometani, M. Ohe,
S. Mori, K. Yagi, M. Yamagishi, Clinical characteristics of primary hyperaldoster-
onism due to adrenal microadenoma, Steroids 76 (2011) 1363-1366.

Y. Ono, Y. Nakamura, T. Maekawa, S.J. Felizola, R. Morimoto, Y. Iwakura, M. Kudo,
K. Seiji, K. Takase, Y. Arai, C.E. Gomez-Sanchez, S. Ito, H. Sasano, F. Satoh,
Different expression of 11beta-hydroxylase and aldosterone synthase between al-
dosterone-producing microadenomas and macroadenomas, Hypertension 64 (2014)
438-444.

S. Monticone, A. Viola, D. Rossato, F. Veglio, M. Reincke, C. Gomez-Sanchez,

P. Mulatero, Adrenal vein sampling in primary aldosteronism: towards a standar-
dised protocol, Lancet Diabetes Endocrinol. 3 (2015) 296-303.

C.E. Gomez-Sanchez, X. Qi, C. Velarde-Miranda, M.W. Plonczynski, C.R. Parker,
W. Rainey, F. Satoh, T. Maekawa, Y. Nakamura, H. Sasano, E.P. Gomez-Sanchez,
Development of monoclonal antibodies against human CYP11B1 and CYP11B2,
Mol. Cell. Endocrinol. 383 (2014) 111-117.

C.E. Gomez-Sanchez, M. Kuppusamy, M. Reincke, T.A. Williams, Disordered
CYP11B2 expression in primary aldosteronism, Horm. Metab. Res. 49 (2017)
957-962.

K. Omata, S.A. Tomlins, W.E. Rainey, Aldosterone-producing cell clusters in normal
and pathological states, Horm. Metab. Res. 49 (2017) 951-956.

T.A. Williams, J.W.M. Lenders, P. Mulatero, J. Burrello, M. Rottenkolber, C. Adolf,
F. Satoh, L. Amar, M. Quinkler, J. Deinum, F. Beuschlein, K.K. Kitamoto, U. Pham,
R. Morimoto, H. Umakoshi, A. Prejbisz, T. Kocjan, M. Naruse, M. Stowasser,

T. Nishikawa, W.F. Young Jr, C.E. Gomez-Sanchez, J.W. Funder, M. Reincke,
Outcomes after adrenalectomy for unilateral primary aldosteronism: an interna-
tional consensus on outcome measures and analysis of remission rates in an inter-
national cohort, Lancet Diabetes Endocrinol. 5 (2017) 689-699.

T.A. Williams, S. Monticone, V.R. Schack, J. Stindl, J. Burrello, F. Buffolo,

L. Annaratone, 1. Castellano, F. Beuschlein, M. Reincke, B. Lucatello, V. Ronconi,
F. Fallo, G. Bernini, M. Maccario, G. Giacchetti, F. Veglio, R. Warth, B. Vilsen,

P. Mulatero, Somatic ATP1A1, ATP2B3, and KCNJ5 mutations in aldosterone-pro-
ducing adenomas, Hypertension 63 (2014) 188-195.

F.L. Fernandes-Rosa, T.A. Williams, A. Riester, O. Steichen, F. Beuschlein,

S. Boulkroun, T.M. Strom, S. Monticone, L. Amar, T. Meatchi, F. Mantero,


https://doi.org/10.1016/j.jsbmb.2019.01.008
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0005
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0005
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0010
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0010
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0015
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0015
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0015
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0015
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0020
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0020
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0020
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0025
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0025
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0025
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0025
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0030
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0030
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0030
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0030
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0035
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0035
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0035
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0035
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0040
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0040
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0040
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0040
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0045
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0045
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0045
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0050
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0050
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0050
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0055
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0055
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0055
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0055
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0060
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0060
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0060
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0060
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0065
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0065
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0065
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0065
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0065
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0070
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0070
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0070
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0070
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0075
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0075
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0075
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0080
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0080
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0080
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0080
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0080
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0080
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0085
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0085
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0085
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0090
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0090
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0090
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0090
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0095
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0095
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0095
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0095
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0100
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0100
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0100
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0105
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0105
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0105
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0105
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0105
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0110
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0110
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0110
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0115
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0115
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0115
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0115
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0120
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0120
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0120
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0125
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0125
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0130
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0130
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0130
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0130
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0130
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0130
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0130
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0135
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0135
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0135
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0135
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0135
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0140
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0140

Y. Yang, et al.

[29]

[30]

[31]

[32]

[33]

[34]

[35]

[36]

M.V. Cicala, M. Quinkler, F. Fallo, B. Allolio, G. Bernini, M. Maccario, G. Giacchetti,
X. Jeunemaitre, P. Mulatero, M. Reincke, M.C. Zennaro, Genetic spectrum and
clinical correlates of somatic mutations in aldosterone-producing adenoma,
Hypertension 64 (2014) 354-361.

E.T.A. Prada, J. Burrello, M. Reincke, T.A. Williams, Old and new concepts in the
molecular pathogenesis of primary aldosteronism, Hypertension 70 (2017)
875-881.

K. Nanba, K. Omata, T. Else, P.C.C. Beck, A.T. Nanba, A.F. Turcu, B.S. Miller,

T.J. Giordano, S.A. Tomlins, W.E. Rainey, Targeted molecular characterization of
aldosterone-producing adenomas in white americans, J. Clin. Endocrinol. Metab.
103 (2018) 3869-3876.

L.S. Meyer, X. Wang, E. Susnik, J. Burrello, A. Burrello, I. Castellano, G. Eisenhofer,
F. Fallo, G.A. Kline, T. Knosel, T. Kocjan, J.W.M. Lenders, P. Mulatero, M. Naruse,
T. Nishikawa, M. Peitzsch, L.C. Rump, F. Beuschlein, S. Hahner, C.E. Gomez-
Sanchez, M. Reincke, T.A. Williams, Immunohistopathology and steroid profiles
associated with biochemical outcomes after adrenalectomy for unilateral primary
aldosteronism, Hypertension 72 (2018) 650-657.

M. Peitzsch, T. Dekkers, M. Haase, F.C. Sweep, I. Quack, G. Antoch, G. Siegert,
J.W. Lenders, J. Deinum, H.S. Willenberg, G. Eisenhofer, An LC-MS/MS method for
steroid profiling during adrenal venous sampling for investigation of primary al-
dosteronism, J. Steroid Biochem. Mol. Biol. 145 (2015) 75-84.

A.T. Nanba, K. Nanba, J.B. Byrd, J.J. Shields, T.J. Giordano, B.S. Miller,

W.E. Rainey, R.J. Auchus, A.F. Turcu, Discordance between imaging and im-
munohistochemistry in unilateral primary aldosteronism, Clin. Endocrinol. (Oxf.)
87 (2017) 665-672.

T. Dekkers, M. ter Meer, J.W. Lenders, A.R. Hermus, L. Schultze Kool,

J.F. Langenhuijsen, K. Nishimoto, T. Ogishima, K. Mukai, E.A. Azizan, B. Tops,

J. Deinum, B. Kusters, Adrenal nodularity and somatic mutations in primary al-
dosteronism: one node is the culprit? J. Clin. Endocrinol. Metab. 99 (2014)
E1341-1351.

S. Boulkroun, F. Beuschlein, G.P. Rossi, J.F. Golib-Dzib, E. Fischer, L. Amar,

P. Mulatero, B. Samson-Couterie, S. Hahner, M. Quinkler, F. Fallo, C. Letizia,

B. Allolio, G. Ceolotto, M.V. Cicala, K. Lang, H. Lefebvre, L. Lenzini, C. Maniero,
S. Monticone, M. Perrocheau, C. Pilon, P.F. Plouin, N. Rayes, T.M. Seccia, F. Veglio,
T.A. Williams, L. Zinnamosca, F. Mantero, A. Benecke, X. Jeunemaitre, M. Reincke,
M.C. Zennaro, Prevalence, clinical, and molecular correlates of KCNJ5 mutations in
primary aldosteronism, Hypertension 59 (2012) 592-598.

L. Lenzini, G. Rossitto, G. Maiolino, C. Letizia, J.W. Funder, G.P. Rossi, A meta-
analysis of somatic KCNJ5 K(+) channel mutations in 1636 patients with an al-
dosterone-producing adenoma, J. Clin. Endocrinol. Metab. 100 (2015)
E1089-E1095.

282

[37]

[38]

[39]

[40]

[41]

[42]

[43]

[44]

Journal of Steroid Biochemistry and Molecular Biology 189 (2019) 274-282

K. Inoue, Y. Yamazaki, Y. Tsurutani, S. Suematsu, C. Sugisawa, J. Saito, M. Omura,
H. Sasano, T. Nishikawa, Evaluation of cortisol production in aldosterone-produ-
cing adenoma, Horm. Metab. Res. 49 (2017) 847-853.

W. Arlt, K. Lang, A.J. Sitch, A.S. Dietz, Y. Rhayem, I. Bancos, A. Feuchtinger,

V. Chortis, L.C. Gilligan, P. Ludwig, A. Riester, E. Asbach, B.A. Hughes, D.M. O’Neil,
M. Bidlingmaier, J.W. Tomlinson, Z.K. Hassan-Smith, D.A. Rees, C. Adolf,

S. Hahner, M. Quinkler, T. Dekkers, J. Deinum, M. Biehl, B.G. Keevil,

C.H.L. Shackleton, J.J. Deeks, A.K. Walch, F. Beuschlein, M. Reincke, Steroid me-
tabolome analysis reveals prevalent glucocorticoid excess in primary aldosteronism,
JCI Insight 2 (2017) pii: 93136.

T. Dekkers, A. Prejbisz, L.J.S. Kool, H. Groenewoud, M. Velema, W. Spiering,

S. Kolodziejczyk-Kruk, M. Arntz, J. Kadziela, J.F. Langenhuijsen, M.N. Kerstens,
A.H. van den Meiracker, B.J. van den Born, F. Sweep, A. Hermus, A. Januszewicz,
A'F. Ligthart-Naber, P. Makai, G.J. van der Wilt, J.W.M. Lenders, J. Deinum,

S. Investigators, Adrenal vein sampling versus CT scan to determine treatment in
primary aldosteronism: an outcome-based randomised diagnostic trial, Lancet
Diabetes Endocrinol. 4 (2016) 739-746.

T.A. Williams, J. Burrello, L.A. Sechi, C.E. Fardella, J. Matrozova, C. Adolf,

R. Baudrand, S. Bernardi, F. Beuschlein, C. Catena, M. Doumas, F. Fallo,

G. Giacchetti, D.A. Heinrich, G. Saint-Hilary, P.M. Jansen, A. Januszewicz,

T. Kocjan, T. Nishikawa, M. Quinkler, F. Satoh, H. Umakoshi, J. Widimsky Jr,

S. Hahner, S. Douma, M. Stowasser, P. Mulatero, M. Reincke, Computed tomo-
graphy and adrenal venous sampling in the diagnosis of unilateral primary aldos-
teronism, Hypertension 72 (2018) 641-649.

M.J. Kempers, J.W. Lenders, L. van Outheusden, G.J. van der Wilt, L.J. Schultze
Kool, A.R. Hermus, J. Deinum, Systematic review: diagnostic procedures to differ-
entiate unilateral from bilateral adrenal abnormality in primary aldosteronism,
Ann. Intern. Med. 151 (2009) 329-337.

P. Mulatero, S.M. di Cella, S. Monticone, D. Schiavone, M. Manzo, G. Mengozzi,
F. Rabbia, M. Terzolo, E.P. Gomez-Sanchez, C.E. Gomez-Sanchez, F. Veglio, 18-
hydroxycorticosterone, 18-hydroxycortisol, and 18-oxocortisol in the diagnosis of
primary aldosteronism and its subtypes, J. Clin. Endocrinol. Metab. 97 (2012)
881-889.

F. Satoh, R. Morimoto, Y. Ono, Y. Iwakura, K. Omata, M. Kudo, K. Takase, K. Seiji,
H. Sasamoto, S. Honma, M. Okuyama, K. Yamashita, C.E. Gomez-Sanchez,

W.E. Rainey, Y. Arai, H. Sasano, Y. Nakamura, S. Ito, Measurement of peripheral
plasma 18-oxocortisol can discriminate unilateral adenoma from bilateral diseases
in patients with primary aldosteronism, Hypertension 65 (2015) 1096-1102.

F.L. Fernandes-Rosa, 1. Giscos-Douriez, L. Amar, C.E. Gomez-Sanchez, T. Meatchi,
S. Boulkroun, M.C. Zennaro, Different somatic mutations in multinodular adrenals
with aldosterone-producing adenoma, Hypertension 66 (2015) 1014-1022.


http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0140
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0140
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0140
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0140
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0145
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0145
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0145
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0150
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0150
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0150
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0150
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0155
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0155
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0155
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0155
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0155
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0155
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0160
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0160
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0160
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0160
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0165
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0165
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0165
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0165
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0170
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0170
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0170
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0170
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0170
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0175
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0175
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0175
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0175
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0175
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0175
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0175
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0180
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0180
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0180
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0180
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0185
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0185
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0185
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0190
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0190
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0190
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0190
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0190
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0190
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0190
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0195
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0195
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0195
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0195
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0195
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0195
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0195
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0200
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0200
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0200
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0200
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0200
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0200
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0200
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0205
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0205
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0205
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0205
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0210
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0210
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0210
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0210
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0210
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0215
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0215
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0215
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0215
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0215
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0220
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0220
http://refhub.elsevier.com/S0960-0760(18)30479-5/sbref0220

	Classification of microadenomas in patients with primary aldosteronism by steroid profiling
	Introduction
	Subjects and methods
	Diagnosis and treatment
	Classification of micro-APAs and macro-APAs and assessment of postoperative outcomes
	Genotyping and gene expression analysis
	Immunohistochemistry and immunohistochemical characterization
	LC–MS/MS-based steroid profiling
	Statistical analyses
	Predictive model

	Results
	Patient characteristics, outcomes and immunohistochemical characterization
	LC–MS/MS-based steroid profiling
	Random forest algorithm using steroid profiling
	Diagnostic algorithm combining steroid profiling, CT and AVS

	Discussion
	Perspectives
	Sources of funding
	Acknowledgements
	Supplementary data
	References




