[bookmark: _GoBack]PTH Biosynthesis Regulation by Aldosterone and Angiotensin II is Blunted in Human Hyperaldosteronism and Rescued by Adrenalectomy
Livia Lenzini1, Selene Prisco1, Paul Emmanuel Vanderriele1, Silvia Lerco1, Francesca Torresan2, Giuseppe Maiolino1, Teresa Maria Seccia1, Maurizio Iacobone2 and Gian Paolo Rossi1


Supplemental Methods 


Immunohistochemistry
We performed immunohistochemistry using CYP11B2 and CYP11B1 antibodies (1). Paraffin-embedded adrenal was cut at 5 μm and the sections dried and then melted at 56°C for at least 3 hours. After deparaffination through alcohols, slides were subjected to antigen retrieval using Trilogy (Cell Marque Corp) in autoclave, 15 minutes at 121°C, and then treated with phenylhydrazine 0.1% for 20 minutes to inhibit endogenous peroxidases. Slides were blocked with Tris 0.1 M, goat serum 5%, or horse serum 5%, SDS 0.5% (pH 7.4) for 1 hour, and then incubated with CYP11B2 antibody (hCYP11B2-41-17B clone 1:500 dilution) or both CYP11B1 (CYP11B1-80-7-5 clone 1:200 dilution) and CYP11B2 (hCYP11B2-41-17B clone 1:500 dilution) overnight at 4°C. After washing, slides were incubated with secondary antibodies for 1 hour at room temperature. We used mouse Polink-2 Plus HRP (GBI Labs) for CYP11B2 immunostaining; rat Polink-2 Plus AP (GBI Labs), and ImmPRESS antimouse Ig reagent (Vector Laboratories) for double immunostaining. Slides were developed using diaminobenzidine and HighDef green immunohistochemistry chromogen AP (Enzo Life Sciences). All the samples were counterstained with Meyer hematoxylin (Vector Laboratories) before mounting.

Reference
1 	Gomez-Sanchez CE, Qi X, Velarde-Miranda C, et al. . Development of monoclonal antibodies against human CYP11B1 and CYP11B2. Mol Cell Endocrinol . 2013;383(1–2):111–117.



Supplemental Table: Clinical and biochemical data of the patients with primary hyperparathyroidism (n=8).
	Age (years)
	61±14

	Gender (%, M/F)
	3/5

	PTH pre-surgery (ng/L)  
	230±257

	PTH post-surgery (ng/L)  
	87±114

	Ionized Ca2+ (mmol/L)
	1.40±0.26




Supplemental Figures

Figure 1. Immunocytochemistry of parathyroid markers and PTH production in primary parathyroid cells. Staining for Parathyroid hormone (PTH), Calcium Sensing Receptor (CaSR), Chromogranin A (CGA), and Glial cell missing-2 homolog (GCM2) and NC (Negative control) (Panel A). PTH production of primary cells after 7 days (Panel B) in culture in presence of [1.25mM] Ca2+ concentration. 
Figure 2. Effect of captopril administration on PAC and PTH levels in BAH patients and in APA patients not cured.  Plasma levels of PAC and PTH before and after captopril administration (50 mg p.o.) in patients with bilateral adrenal hyperplasia (BAH) at follow up (Panel A) and after the removal of an aldosterone producing adenoma (Panel B) in two patients not biochemically cured. 
CYP11B1 and CYP11B2 immunohistochemistry of the adrenal cortex removed from the two patients not cured (Panels C and D). Arrows indicate the presence of aldosterone producing cell clusters (APCC) PA: Primary Aldosteronism; PTH: Parathyroid hormone; PAC: plasma aldosterone concentration. 
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