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Supplementary table 1. Protocol for the application of QUADAS-2 tool. Every item is evaluated for risk of bias and

applicability concern, except the latter: flow and timing item was assessed only for the risk of bias domain.

1) Patient selection

Risk of bias

Applicability concern

Low risk of bias was attributed to complete and

consecutive series without post-hoc inappropriate
exclusion of patients. Concerns regarded random or
incomplete inclusions or inappropriate exclusions of
patients. In the presence of both the concerns above, the

study was deemed at high risk of bias.

Low applicability concern was attributed to studies
including only patients presenting clear pCS-related
conditions in the control group. Concerns rose when the
study also included CS-excluded patients in the NNH/pCS
group. When the number of CS-excluded patients
exceeded that of patients presenting pCS-related

conditions the applicability concern was deemed high.

2) Index test

Risk of bias

Applicability concern

Studies prospectively designed with predefined
threshold presented a low risk of bias. Some concerns
were addressed for ROC-based thresholds or in case of a
retrospective design. High risk of bias was addressed for

retrospective studies using a ROC-based threshold.

Researchers evaluated whether the index tests (and their

protocol and interpretation) matched the review

question and provided the grading accordingly (low/

some concerns/ high).

3) Reference standard

Risk of bias

Applicability concern

Low risk of bias was assessed for studies providing

histological confirmation of CS or in case of
hypercortisolism remission after surgery. Some concerns
rose for studies including patients with persistence after
surgery and without histological confirmation. High risk
of bias was attributed to studies with CS diagnosis based

on progressing clinical or biochemical features.

Low concern was addressed for studies including only CD
patients presenting mild to moderate hypercortisolism.
In case of studies including non-pituitary CS (i.e., EAS,
ACES) and/or CD patients with severe hypercortisolism
researchers could rise some concerns or decide for a high

concern judgement.

4) Flow and timing

Risk of bias

Low risk of bias was assigned to studies with at least one year of follow-up to define NNH/pCS patients and with

index tests applied prior to reference standard for CS patients. Some concerns rose in case of CS patients receiving

the index tests after the reference standard and/or in case of short follow-up for defining NNH/pCS (i.e., < 1 year). If

these patients were the majority of the population studied, a high risk of bias was attributed to the study.




16 Supplementary figure 1. Pooled effects for sensitivity of Dex-CRH test (a), Desmopressin test (b) and CRH test (c). CS =
17 Cushing’s syndrome; Dex = dexamethasone; CRH = corticotropin realising hormone; Cl = confidence interval.

Author, Year Responders CS
Yanovski JA, 1993 39 39
Martin NM, 2006 122 12
Gatta B, 2007 17 17
Ernckson D, 2007 20 21
Pecon Giraldi F, 2007 32 32
Batista D, 2008 10 1
Reimondo G, 2008 15 16
Valassi E, 2009 57 66
Awani RA, 2014 33 35
Random effects model 249

Heterogeneity: I° = 0%, ©* = 0.7313, p = 0.96
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Moro M, 2000 18 20 2 0.90 [0.68;0.99]
Pecori Giraldi F, 2007 2 27 = : 081 [062;0.94]
Tirabassi G, 2010 20 23 == 0.87 [0.66;0.97]
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Heterogeneity: I° = 80%, ©*=07655,p<001 I ' 1 T 1 T 1
03 04 050607 08 09
CRH Sensitivity

18
19



20 Supplementary figure 2. Pooled effect for specificity of Dex-CRH test (a), Desmopressin test (b) and CRH test (c).

21 NNH/pCS = non-neoplastic hypercortisolism/pseudo-Cushing; Dex = dexamethasone; CRH = corticotropin realising
22 hormone; Cl = confidence interval.
d  Author, Year Non responders NNH/pCS Proportion 95%-ClI
Yanovski JA, 1993 19 19 —— 1.00 [0.82;1.00]
Martin NM, 2006 21 24 : 0.88 [0.68;0.97]
Gatta B, 2007 12 14 0.86 [0.57,0.98]
Enckson D, 2007 29 30 — 097 [0.83;1.00]
Pecori Giraldi F, 2007 20 23 087 [0.66,097]
Batista D, 2008 20 21 —_— 0.95 [0.76; 1.00]
Reimondo G, 2008 14 15 0.93 [0.68; 1.00]
Valassi E, 2009 39 46 — & 0.85 [0.71,0.94]
Alwani RA, 2014 19 19 —— 1.00 [0.82; 1.00]
Random effects model 21 —_— 0.92 [0.84; 0.96]
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Heterogeneity: 1* = 0%, ©° = 0.0991, p = 0.88

b Author, Year Non responders NNH/pCS Proportion 95%-CI
Moro M, 2000 29 30 097 [0.83; 1.00]
Pecori Giraldi F, 2007 19 21 090 [0.70;099)
Tirabassi G, 2010 26 28 ] 093 [0.76,0.99]
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Desmopressin Specificity
C  Author, Year Mon responders NNH/pCS Proportion 95%-Cl
Yanovski JA, 1993 19 19 —| 1.00 [0.82;1.00]
Tirabassi G, 2011 30 30 1.00 [0.88;1.00]
Ceccato F, 2020 20 3 —_— 0.65 [0.45;0.81]
Random effects model 80 — 0.99 [0.00; 1.00]
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Supplementary figure 3. Funnel plot analysis for Dex-CRH test (a), Desmopressin test (b) and CRH test (c). Dex =
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dexamethasone; CRH = corticotropin realising hormone.
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