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Context: Parathyroid-related hypercalcemia is due to primary hyperparathyroidism (PHPT) or to
familial hypocalciuric hypercalcemia (FHH). PHPT can lead to complications that necessitate
parathyroidectomy. FHH is a rare genetic disease resembling PHPT; surgery is ineffective. A
reliable method for distinguishing FHH from PHPT is needed.

Objective: To develop an easy-to-use tool to predict if a patient has PHPT.

Design: Retrospective analysis of two prospective cohorts. Development of an unsupervised risk
equation (Pro-FHH).

Setting: University hospitals in Paris, France, and Aarhus, Denmark.

Participants: Patients (Paris: 65 with FHH, 85 with PHPT; Aarhus: 38 with FHH, 55 with PHPT) were
adults with hypercalcemia and PTH concentration within normal range.

Main Outcome Measures: Performance of Pro-FHH to predict PHPT.

Results: Pro-FHH takes into account plasma calcium, PTH, and serum osteocalcin concentrations,
and calcium-to-creatinine clearance ratio calculated from 24-hour urine collection (24h-CCCR). In
the Paris cohort, area under the receiver operating characteristic curve (AUROC) of Pro-FHH was
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Abbreviations: 24h-CCCR, calcium-to-creatinine clearance ratio calculated from 24-hour
urine collection; AUROC, area under the receiver operating characteristic curve; CaSR,
calcium-sensing receptor; CCCR, calcium-to-creatinine clearance ratio; eGFR, estimated
glomerular filtration rate; FHH, familial hypocalciuric hypercalcemia; LTF, lost to follow-up;
M2, model 2; Ocn, osteocalcin; MBR, marker of bone remodeling; PCa, total calcium in
plasma; PCr, total creatinine in plasma; PHPT, primary hyperparathyroidism; PMg, total
magnesium in plasma; PPi, total phosphate in plasma; UCa, calcium in 24-hour urine
collection sample; UCr, creatinine in 24-hour urine collection sample.
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0.961, higher than that of 24h-CCCR.With a cutoff value of 0.928, Pro-FHH had 100% specificity and
100% positive predictive value for the diagnosis of PHPT; it correctly categorized 51 of 85 patients
with PHPT; the remaining 34 were recommended to undergo genetic testing. No patients with FHH
were wrongly categorized. In an independent cohort from Aarhus, AUROC of Pro-FHH was 0.951,
higher than that of 24h-CCCR.

Conclusion: Pro-FHH effectively predicted whether a patient has PHPT. A prospective trial is
necessary to assess its usefulness in a larger population and in patients with elevated
PTH concentration. (J Clin Endocrinol Metab 103: 2534–2542, 2018)

Primary hyperparathyroidism (PHPT) is an endocrine
disease with an estimated prevalence of one per 1000

inmen and two per 1000 inwomen (1). PHPTmay actually
be of a higher prevalence (~1%), because of undiagnosed
cases (2). The typical biological presentation of PHPT has
changed over the last several decades. Currently, most
patients with PHPT have mild hypercalcemia with slightly
increased or even normal PTH concentration. Although
PHPT is frequently asymptomatic at the time of diagnosis, it
is often (in $50% of patients) associated with renal and/
or bone damage (3). The only cure for PHPT is para-
thyroidectomy (4, 5). Recurrent laryngeal nerve injury,
transient or persistent hypoparathyroidism, and/or hungry
bone syndrome (6) can complicate parathyroidectomy.

Familial hypocalciuric hypercalcemia (FHH) was first
reported by Foley et al. (7) in 1972. Its prevalence in
the general population is unknown. FHH makes the
diagnosis of parathyroid-related hypercalcemia more
complex. FHH is an autosomal dominant disease with a
high penetrance due to a defect of extracellular calcium
sensing in the parathyroid glands and the kidney (8).
FHH has been causally traced to loss-of-function mu-
tations in three genes: CASR, encoding the calcium-
sensing receptor (CaSR) in FHH1 (9, 10); GNA11,
encoding the Ga11 protein in FHH2 (11); and AP2S1,
encoding the adaptor-related protein complex 2, sigma-2
subunit in FHH3 (12). Parathyroid gland surgery does
not cure FHH and must be avoided (13).

A recent report showed that patients with PHPT
and those with FHH frequently have quite similar bio-
logical presentations (14): blood calcium, magnesium,
and PTH concentrations, and urinary calcium excretion
in patients with PHPT or FHH considerably overlap.
Therefore, distinguishing between PHPT and FHH may
be extremely challenging, especially when serum PTH
concentration is within the normal range, as it is in up to
48% of patients with PHPT (1, 15) and ~80% of patients
with FHH (14). The latest guidelines on the diagnosis of
PHPT state that calcium-to-creatinine clearance ratio
(CCCR) calculated from 24-hour urine collection (24h-
CCCR) can help distinguish between FHH and PHPT
(16): On average, urinary calcium excretion is lower in
patients with FHH than in those with PHPT. As with

other clinical measures in these patients, however, 24h-
CCCR values overlap in FHH and PHPT.

It remains unclear whether phenotypic characteris-
tics discriminate patients with FHH or PHPT on an in-
dividual basis. Our goal was to develop an easy-to-use
tool, which we called Pro-FHH, to accurately predict
whether a patient with parathyroid-related hypercalce-
mia has PHPT or FHH. Pro-FHH stands for “to protect
FHH patients”; that is, to avoid unnecessary surgery in
patients with FHH by diagnosing PHPT safely in pa-
tients with high Pro-FHH values and by performing
genetic testing in all others. We studied patients with
genetically proven FHH and with surgically proven
PHPT and assessed the performance of Pro-FHH in two
independent groups of patients with FHH or PHPT.

Patients and Methods

Development study subjects
Data were prospectively collected from January 1992

to May 2016 and analyzed from March 2015 to Decem-
ber 2016. Included patients met all the following inclusion
criteria: (1) high, fasting, serum ionized calcium concentration
($1.32 mM); (2) normal, fasting, concomitant PTH concen-
tration; (3) referral to one of the inclusion centers (southwestern
area of Paris: European Georges Pompidou and Cochin Hos-
pitals). Only adults were included ($18 years old). This study
was conducted in accordance with the declaration of Helsinki
and approved by the French National regulatory board (CNIL
1887067v0). All tested patients gave their informed written
consent for gene analysis (Supplemental Materials). Compli-
cations (i.e., nephrolithiasis, osteoporosis, and fracture) were
recorded at the time of referral. The Paris cohort included 65
patients with FHH and 85 with PHPT.

Biological assessments
Treatments with loop diuretics or thiazides and calcium

supplements were withdrawn prior to the study. Morning
blood and urine samples were collected after an overnight fast.
Ionized calcium concentration was determined in serum. In
plasma, total calcium (PCa), PTH, phosphate (PPi), magnesium
(PMg), 25(OH)vitamin D, osteocalcin (Ocn), and creatinine
(PCr) concentrations were measured. In the second morning
urine, calcium and creatinine were quantified. In urine calcium
(UCa), phosphate, sodium, urea, and creatinine (UCr) concen-
trations in a 24-hour collection sample were quantified. Esti-
mated glomerular filtration rate (eGFR) was estimated with the
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Modification of Diet in Renal Disease formula: 1863(PCr 3
0.0113)21.154 3 age20.203, adapted to sex as described pre-
viously (17). Because various analytical methods for the mea-
surement of PTH, PMg, and Ocn concentrations were used over
the time (Supplemental Materials), those variables are expressed
as ratio of measured value to the upper limit of normal. 24h-
CCCR was calculated as previously published (18):

24-hourUCa x PCr
PCa x 24-hourUCr

:

Statistical analyses
Baseline characteristics are described bymedian (interquartile

range) or as a percentage for quantitative and qualitative data,
respectively. Values were compared byMann-Whitney or x2 test
using Prism, version 7.0b, for MacOSX (GraphPad Software)
where appropriate. For additional analyses, SAS software, ver-
sion 9.4 (SAS Institute) was used. Variableswere log-transformed
if not normally distributed. All variables were log-transformed
except age, PTH ratio, PPi, and PCr. As an exploratory study, a
principal component analysis was performed to highlight
similarities and/or redundancies between variables to limit the
number of subsequent multivariate analyses (Supplemental
Fig. 1A and 1B). A heatmap was used to visualize pairwise
correlations (Supplemental Fig. 1C).

Models and risk equation
Wecreated twodifferent logistic regressionmodels to predict the

risk of having PHPT. Model 1 was based on the standard rec-
ommendations of care (16): the 24-hourCCCR.Model 2 (M2)was
an unsupervised model: From all data, with-
out any supervised choice, a stepwise re-
gression selected all nonredundant variables
that reached a sufficient importance (P ,
0.20) in univariate analysis as well as age, sex,
history of osteoporosis, nephrolithiasis, and
fracture. Effects were entered step by step into
the model when P values were ,0.10 and
were removedwhenP valueswere.0.05.We
ensured that referral to one hospital or the
other did not change the estimations of the
final model. Pro-FHH, the unsupervised risk
equation, was then developed using the se-
lected variables of the multivariate model
(i.e., M2) as follows: P = 1

1þe2Xb, where X is
the vector of the selected variables and b is
the vector of regression coefficients of the
logistic regression.

Internal validation
Internal validation was performed by

the leave-one-out cross-validation tech-
nique (Supplemental Fig. 2). We dropped
data of one subject and re-estimated the
parameter as many times as there were
subjects. We then graphically controlled for
the similarity between the cross-validated
individual predicted to the individual pre-
dicted probability. We evaluated the dis-
crimination ability by calculating the area
under the receiver operating characteris-
tic curve (AUROC) for each model. We

obtained 95%CIs after 1000 bootstrapped replications.We tested
differences between each AUROC of the two models using a
paired Student t test. The concordance between predicted and
observed number of patients with PHPTby decile of estimated risk
was evaluated by the Hosmer-Lemeshow goodness-of-fit test; P.
0.20 indicated an adequate calibration.

External validation
For external validation, 93 patients (55 with PHPT and 38

with FHH) from an independent, well-described (19) pro-
spective cohort in Aarhus, Denmark, were included. They met
the same inclusion criteria as patients included in the devel-
opment study. Ocn was not measured in this cohort; therefore,
serum alkaline phosphatase concentration as a marker of bone
remodeling (MBR) was used instead, expressed as a ratio to the
upper limit of the normal range. The individual probability was
calculated for each of those patients, and AUROC was cal-
culated to evaluate the capacity of the equation to discriminate
correctly the patients. P , 0.05 was considered significant.

Results

Patient characteristics
The study flowchart is shown in Fig. 1. A total of 220

patients met the inclusion criteria, of whom 12 were lost
to follow-up (LTF). A total of 116 patients were screened
first for genetic abnormality; of these, 56 had FHH and
36 of the 116 patients were LTF or declined surgery. Of
the 24 patients who underwent parathyroid surgery, 19

Figure 1. Flowchart of the study. A total of 220 patients met the inclusion criteria during
the period of inclusion and were screened for biological and clinical history. Patients
underwent genetic testing or surgery; if results were negative, they were proposed for the
other arm of the study, if not LTF. Patients with FHH (n = 65) came from groups A and F, as
shown in the figure; patients with PHPT (n = 85) came from groups B and E. Some patients
were left with uncertain diagnosis (n = 70) because they did not recover after surgery and
were negative for genetic testing (n = 8 from groups C and G), because data were missing
(LTF), or because they declined surgery or genetic testing (n = 62 from groups D, H, and I).
iCa, fasting ionized serum calcium concentration; LTF, lost to follow-up; N, normal.
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were cured, 4 were not cured, and 1was LTF. Ninety-two
patients underwent parathyroidectomy as a first-line
treatment; of those, 66 were cured and 26 were not.
Of the patients who were not cured by surgery, 13 un-
derwent genetic testing, which was positive in 9, negative
in 4, and 13 had an uncertain diagnosis (i.e., no genetic
testing). Overall, 65 patients (30%) had genetically
proven FHH (59 with FHH1, 1 with FHH2, and 5 with
FHH3; gene mutations are reported in Supplemental
Table 1); 85 patients (39%) had surgically proven PHPT,
according the usual criteria (20); and 70 patients (32%)
had uncertain diagnosis.

Diagnoses were uncertain because subjects were
LTF, did not undergo genetic testing, declined surgery,
or were not cured by surgery. We compared the clin-
ical and biological characteristics of the 70 patients
with uncertain diagnosis with those of included pa-
tients (i.e., those with FHH or PHPT). The former were
slightly older, less often had a diagnosis of osteopo-
rosis, and had lower PCa and PMg levels and eGFR than
included patients (Supplemental Table 2). In the group
of patients with uncertain diagnosis, patients were
older, reported more history of nephrolithiasis, and
had a lower PCa but a higher 24h-CCCR than in-
cluded patients with FHH. None of the other available
data differed.

The clinical and biological data of patients with
FHH and those with PHPT are shown in Table 1.
Patients with FHH were younger than those with
PHPT. Most patients (78%) were women, and this sex
disequilibrium was more marked in the PHPT group
than in the FHH group. At diagnosis, 32 patients (21%)
reported a history of nephrolithiasis; 41 (27%), oste-
oporosis; and 20 (13%), a history of fracture. These
findings were predominantly observed in the PHPT
group. PCa concentration was higher in patients with
FHH than in those with PHPT. The median PTH
concentration was in the upper part of the normal range
for both groups and higher in the PHPT group, as was
UCa excretion [assessed on 24-hour urine collection or
corrected to UCr concentration (i.e., 24-hour UCa/UCr

and fasting UCa/UCr)], and body weight. PPi and renal
threshold of phosphate (21) were in the lower part of
the normal range, with no difference between groups.
Daily urinary sodium and urea excretion levels were
similar between patients with FHH and those with
PHPT. 25(OH)vitamin D concentration was similar in
both groups. The median PMg ratio was within the
normal range in both groups and slightly, but signifi-
cantly, higher in patients with FHH. Median MBR
(Ocn) ratio was significantly higher in patients with
PHPT than in those with FHH. eGFR was within the
normal range and similar in both groups.

Development and assessment of performance
of Pro-FHH

The principal component analysis is described in Sup-
plemental Material and Supplemental Fig. 1. The non-
redundant quantitative variables entered in the stepwise
analysis were age; 24-hour UCr, fasting PCa, fasting CCCR,
and 24h-CCCR levels; MBR (Ocn) ratio, PMg ratio, and
PTH ratio. The qualitative variables were sex, history of
fracture, nephrolithiasis, and osteoporosis. Age, PTH ratio,
PCa level, MBR (Ocn) ratio, and 24h-CCCR were in-
dependently associated with the risk of having PHPT and
were kept in the development of the unsupervised risk
equation M2 (Table 2). Pro-FHH (i.e., probability of
having PHPT) was constructed as follows:

p ¼ 1
1þe223:19þ11:173PCa27:773PTH ratio23:093 Lnð24h2CCCRÞ22:893LnðMBRratioÞ

We compared Pro-FHH performance to predict PHPT
with the currently recommended criterion for diagnosis,
which relies only on 24h-CCCR (Fig. 2). The AUROC of
Pro-FHH was significantly higher [0.961 (0.960 to
0.962)] than that of 24h-CCCR [0.862 (0.844 to 0.862),
P, 0.001]. Using cutoff values of 0.928 and 2% for Pro-
FHH and 24h-CCCR, respectively, no patient with FHH
was incorrectly categorized as having PHPT by Pro-FHH
and two patients with FHH (10%) were incorrectly
categorized as having PHPT by 24h-CCCR (Table 3).
The specificity and the positive predictive value of Pro-
FHH for the diagnosis of PHPT were both 100%. Using
cutoff values of 0.062 and 1% for Pro-FHH and 24h-
CCCR, respectively, no patient with PHPT was in-
correctly categorized as having FHH by Pro-FHH, but 22
patients with PHPT were incorrectly categorized as
having FHH by 24h-CCCR (Table 3). The specificity and
the positive predictive value of Pro-FHH for the diagnosis
of FHH were both 100%.

External validation of Pro-FHH
Patients from the independent cohort were 61 (51 to

72) years old, and median 24h-CCCR was 1.20 (0.70 to
1.90). AUROC of Pro-FHH was significantly higher
[0.951 (0.950 to 0.952)] than that of 24h-CCCR [0.878
(0.877 to 0.881), P , 0.001]. Using cutoff values of
0.928 and 2% for Pro-FHH and 24h-CCCR, re-
spectively, no patient with FHH was incorrectly cate-
gorized as having PHPT by Pro-FHH or by 24h-CCCR.
The specificity and the positive predictive value of Pro-
FHH for the diagnosis of PHPT were both 100%. Using
cutoff values of 0.062 and 1% for Pro-FHH and 24h-
CCCR, respectively, five patients with PHPT (13%) were
incorrectly categorized as having FHH by Pro-FHH, and
eight patients with PHPT (21%) were incorrectly cate-
gorized as having FHH by 24h-CCCR (Table 3). The
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specificity and the positive predictive value of Pro-FHH
for the diagnosis of FHH were both 100%. Overall,
24h-CCCR categorized 40 patients (17% of total study
population) in the PHPT group (of whom two had
FHH). Pro-FHH categorized significantly (P = 0.01)
more patients (n = 60; 25% of total study population) in
the PHPT group; none was misdiagnosed (Fig. 3).

Discussion

Parathyroid surgery is the only means to cure PHPT.
Parathyroidectomy can fail to cure PHPT (4), however,

and can be complicated (6). Parathyroidectomy must
not be performed in patients with FHH. Because it
is challenging to distinguish FHH from PHPT when
plasma PTH concentration lies within the normal range,
we focused on this population. An option is to perform
genetic testing in all patients with hypercalcemia who
have a normal PTH level, because “normocalcemic”
FHH does exist but seems to be extremely rare (22). This,
however, would increase significantly the number of tests
performed, increasing costs, overloading medical genetic
departments, and delaying the time to surgery for pa-
tients with PHPT. In addition, it is likely that one or more

Table 1. Characteristics of Patients Included in the Development Study

FHH (n = 65) PHPT (n = 85) P

Age, y 49 (39–62) 59 (52–68) ,0.001
Women, no. (%) 44 (68) 73 (86) 0.01
Postmenopausal women, no. (%) 26 (59) 58 (79) 0.02
BMI, kg/m2 24.6 (21.3–27.5) 23.4 (21.5–26.5) 0.31
History of nephrolithiasis, no. (%) 8 (12) 24 (28) 0.02
History of osteoporosis, no. (%) 8 (12) 33 (35) 0.001
History of fracture, no. (%) 4 (6) 16 (19) 0.02
Basal biology
Fasting plasma calcium, mM 2.62 (2.54–2.71) 2.53 (2.46–2.58) ,0.001
Fasting ionized calcium, mM 1.41 (1.37–1.47) 1.37 (1.34–1.41) ,0.001
Fasting serum PTH ratioa 0.70 (0.55–0.87) 0.86 (0.75–0.91) ,0.001
Fasting UCa/UCr, mmol/mmol 0.15 (0.10–0.25) 0.45 (0.32–0.65) ,0.001
Fasting plasma phosphate, mM 0.86 (0.75–0.96) 0.86 (0.76–0.96) 0.72
TmPi/GFR, mmol/L GF 0.83 (0.70–0.98) 0.80 (0.68–0.89) 0.24
Urinary creatinine excretion, mmol/d 10.60 (8.60–13.00) 9.50 (8.40–11.15) 0.08
Urinary phosphate excretion, mmol/d 20.9 (17.1–25.6) 22.0 (18.5–27.9) 0.21
Urinary calcium excretion, mmol/d 2.24 (1.20–3.67) 4.86 (3.69–7.23) ,0.001
Urinary sodium excretion, mmol/d 124 (92–158) 132 (96–167) 0.47
Urinary urea excretion, mmol/d 319 (223–407) 301 (240–366) 0.66
Plasma 25(OH)vitamin D, nM 59 (42–88) 67 (45–84) 0.78
Fasting plasma magnesium ratioa 0.90 (0.84–0.97) 0.86 (0.80–0.88) ,0.001
Plasma osteocalcin ratioa 0.81 (0.62–1.07) 1.24 (0.97–1.64) ,0.001
Plasma creatinine, mM 74 (61–85) 68 (58–76) 0.003
eGFR, mL/min/1.73 m2b 85 (70–109) 88 (77–106) 0.42
Fasting CCCR, % 0.43 (0.26–0.73) 1.17 (0.89–1.53) ,0.001
24h-CCCR, % 0.56 (0.34–0.87) 1.34 (0.99–1.82) ,0.001
UCa/body weight, mmol/kg 0.03 (0.02–0.06) 0.08 (0.06–0.12) ,0.001
24-hour UCa/UCr, mmol/mmol 0.21 (0.12–0.33) 0.51 (0.38–0.73) ,0.001

Data are given as median (interquartile range), unless otherwise indicated.

Abbreviations: BMI, body mass index; GF, glomerular filtrate; GFR, glomerular filtration rate; TmPi, renal threshold for phosphate.
aMore than one type of assay was used, and data are expressed as the ratio of measured value to upper limit of normal.
bBy Modification of Diet in Renal Disease formula.

Table 2. Characteristics and Performances of the Two Models

Model Variables No. OR (95%CI) AUROC AUROC Bootstrap HL-x2

1: Recommendations Ln(24h-CCCR) per 0.1 148a 1.32 (1.20–1.45) 0.862 0.862 (0.860–0.844) 0.26
2: Unsupervised (i.e., Pro-FHH) PCa per 0.01 147a 0.89 (0.84–0.96) 0.961 0.961 (0.960–0.962) 0.90

PTH ratio per 0.1 2.17 (1.42–3.34)
Ln(24h-CCCR) per 0.1 1.36 (1.21–1.53)
Ln(MBR ratio) per 0.1 1.33 (1.14–1.56)

Abbreviation: Ln, natural log.
aDue to missing data, the number of patients is lower than the number included in the study.
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genes causing FHH are currently unknown and, there-
fore, a negative genetic test might not be able to rule out
FHH (14, 23). Moreover, genetic analyses could find
variants of uncertain pathogenicity; here, we applied the
recommendations by the international guidelines (24),
even if there is no definitive substitute to functional
analysis. We chose to develop a statistical test to reliably
predict whether a patient with hypercalcemia has PHPT,
which obviates the need for genetic testing.

In development of the risk assessment, we analyzed
patients with FHH and with PHPT resembling FHH
because plasma PTH level was within the normal range.
Seventy patients LTF or with uncertain diagnoses could
not be included in the study, and because the patients
who were not included had 24h-CCCR, plasma PTH,
andMBR values similar to those of included patients, it is
unlikely that the main conclusions of this study would
have been different if these patients had been included.
Data from this group were closer to those of patients with
PHPT than to those of patients with FHH, suggesting
that the prevalence of PHPT in nonincluded patients was
higher than that of FHH.

FHH was previously reported to be due to a mutation
of the CASR gene in two thirds of patients (25). In our
cohort, the percentage was higher. About 90% of pa-
tients in our cohorts had FHH1, as recently published
(14). The results should not have been different if the
distribution of different FHH subtypes had been differ-
ent, because Pro-FHH values do not differ between FHH
type 1 and 3. PHPT is complicated by nephrolithiasis,

osteoporosis, and fractures in 36%, 63%, and 14% of
patients, respectively (3). In our cohort, the prevalence of
complications seems similar or slightly lower, maybe due
to a less severe disease, because the PTH level was within
the normal range.

On average, clinical (i.e., age, sex, and medical
history) and biological (i.e., PCa, UCa, PMg, PTH, and
Ocn) data significantly differ between the FHH and
PHPT groups. However, the individual performance of
those variables to distinguish FHH from PHPT is clini-
cally insufficient because values greatly overlap between
groups. A familial history of hypercalcemia could be
helpful for the diagnosis of FHH, because this disease is
inherited as an autosomal dominant trait; however, a
familial history of hypercalcemia was known in only
24 of patients with FHH (37%) in our cohort. In ad-
dition, mutations could also occur de novo, meaning that
there would be no familial history of hypercalcemia.
Moreover, familial PHPT inherited as an autosomal
dominant trait also exists [e.g., type 1 multiple endocrine
neoplasia (26) or hyperparathyroidism-jaw tumor (27)
syndromes and isolated familial PHPT]. Further com-
plicating diagnosis, FHH and PHPT (28) or FHH and
multiple endocrine neoplasia (29) may coexist in the
same patients; it was not the case in our cohort. The
personal history of normal PCa is relevant: New onset
of hypercalcemia indicates PHPT, whereas patients
with FHH have a lifelong hypercalcemia. In most pa-
tients with PHPT in this study, however, there was
no previous analysis of PCa. PMg concentration and
24-hour magnesium-to-creatinine clearance ratio differ
between patients with FHH and those with PHPT (30);
like 24h-CCCR, the 24-hour magnesium-to-creatinine
clearance ratio is lower in patients with FHH than in
those with PHPT. Unfortunately, due to the retrospective
design, 24-hour urinary magnesium excretion was not
measured in most patients in this study. Even if PMg was
significantly higher in the FHH group in our cohort,
multivariate analysis did not identify PMg as an inde-
pendent variable useful to distinguish patients with FHH
and those with PHPT. Moreover, in previous studies, the
relations between plasma and urinary magnesium in
patients with FHH or PHPT differed less than the re-
lations between PMg and UCa (14, 30).

The latest guidelines recommend that 24h-CCCR be
used to distinguish FHH from PHPT: A low 24h-CCCR
(,1%) favors FHH, whereas high 24h-CCCR (.2%)
favors PHPT (16). These cutoff values were determined
on the basis of the earliest and the latest (18, 30, 31)
systematic comparison studies between patients with
FHH and patients with PHPT. Because 24h-CCCR can
be higher than 2% in patients with FHH and lower than
1% in those with PHPT (18), this measure cannot reliably

Figure 2. AUROC curves of 24h-CCCR and Pro-FHH. In the
development study, model 1 was based on standard recommendations
of care (16): the 24h-CCCR. M2 was the unsupervised Pro-FHH. The
AUROC of M2 (Pro-FHH, red curve) is significantly (P , 0.0001) higher
than that of model 1 (24h-CCCR, blue curve).
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distinguish patients with FHH from those with PHPT. In
the present study, two patients with FHH (2%) had 24h-
CCCR values .2%, and 22 patients with PHPT (26%)
had 24h-CCCR values,1%.Deficiency in 25(OH)vitamin
D, which can decrease 24h-CCCR (32), was rare in our
cohort: Only eight patients (5%) had a concentration
,25 nM, and deficiency frequency was similar between
FHH and PHPT groups and unlikely to explain the only
fair performance of 24h-CCCR. Moreover, because the
glomerular filtration rate is included in the calculation of
24h-CCCR, renal insufficiency could affect 24h-CCCR. In
our cohorts, most patients had normal eGFR, and no
differencewas seen between groups. Therefore, the caveats
of 24h-CCCR are likely more intrinsic than extrinsic. The
difference in 24h-CCCR between patients with FHH and
the patients with PHPT mainly reflects the different renal

handling of calcium, because renal tubular expression of
CaSR is activated in the latter and inactivated in the
former. However, bone remodeling also differs; as pre-
viously reported by others (33), patients with PHPT have
higher bone turnover than patients with FHH. Therefore,
we included aMBR (specifically, Ocn in the French cohort,
and alkaline phosphatase in the Danish cohort, depending
on the available data) into the risk equation. Doing so
increases the diagnostic performance of Pro-FHH over
that of 24h-CCCR. Bone remodeling is increased in
postmenopausal women; therefore, menopausal status
could have affected the performance of Pro-FHH. Actu-
ally, the circulating level of Ocn and alkaline phosphatase
was slightly higher in postmenopausal than in pre-
menopausal women, but this did not affect the perfor-
mance of Pro-FHH (data not shown).

Table 3. Categorization of Patients According to 24h-CCCR and Pro-FHH

No. of Patients
With FHH

No. of Patients
With PHPT Total No.

Positive
Predictive
Valuea, %

Negative
Predictive
Value, % Sensitivity, % Specificitya, %

Performance in diagnosis of PHPT
24h-CCCR in the development cohort
#2% 61 67 128
.2% 2 18 20 90.0 47.7 21.2 96.8
Total 63b 85 148

p-Pro-FHHc in the development cohort
#0.928 62 34 96
.0.928 0 51 51 100.0 64.6 60.0 100.0
Total 62b 85 147

24h-CCCR in validation cohort
#2% 38 35 73
.2% 0 20 20 100.0 52.0 36.4 100.0
Total 38 55 93

p-Pro-FHH in validation cohort
#0.928 38 46 84
.0.928 0 9 9 100.0 45.2 16.4 100.0
Total 38 55 93

Performance in diagnosis of FHH
24h-CCCR in the development cohort
,1% 50 22 72 69.4 82.9 79.4 74.1
$1% 13 63 76
Total 63b 85 148

p-Pro-FHH in the development cohort
,0.062 38 0 38 100.0 78.0 61.3 100.0
$0.062 24 85 109
Total 62b 85 147

24h-CCCR in validation cohort
,1% 30 8 38 78.9 85.4 78.9 85.4
$1% 8 47 55
Total 38 55 93

p-Pro-FHH in validation cohort
,0.062 33 5 38 86.8 90.9 86.8 90.9
$0.062 5 50 55
Total 38 55 93

aFor Pro-FHH, positive predictive value and specificity are 100% at the cutoff values of 0.062 and 0.928, respectively. The standard recommendations of
care for diagnosis, 24h-CCCR, misclassified 24 patients (17%). In the validation cohort, Pro-FHH equation misclassified five patients (5.4%), whereas the
standard misclassified eight patients (8.6%).
bDue to missing data, the number of patients is lower than the number of included in the study.
cThe probability of PHPT yielded by the unsupervised pro-FHH equation.
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The development of Pro-FHH suffers some weak-
nesses. First, its development was based on retrospective
design, because our patients were not systematically
tested. Due to this design (and the scarcity of FHH), some
assays changed over the period of inclusion (e.g., those
for PMg, Ocn, and PTH); therefore, we expressed the
results as a ratio to the upper limit of the normal range.
Our findings should now be tested in an independent
cohort and a same assay used throughout. Second, only
patients having a PTH level within the normal range were
included. Hyperparathyroidism occurs less frequently in
patients with FHH than in patients with PHPT (i.e., only
20% of patients with FHH (14) and.50% of those with
PHPT have hyperparathyroidism), it is a less commonly
questioning presentation. Whether Pro-FHH is valid in
patients with high PTH values remains unknown and
must be now assessed; the prevalence of PHPT should be
higher again in this population; therefore, the perfor-
mances of Pro-FHH (to diagnose PHPT with a cutoff
value .0.928) should not be affected. Strengths are that
data were collected from expert centers and analyzed
without any supervision, and that the performance of
Pro-FHH was validated in an independent cohort.
Moreover, Pro-FHH has been made as simple as possible
and could be easily adopted by all practitioners because it
requires only a measure of calcium, creatinine (in blood
and urine), PTH, and a BMR.

In an era in which PHPT is underdiagnosed (2), our
machine-learning (34) approach resulted in a tool that
should increase the diagnosis of PHPT without risk of

confusion between FHH and PHPT.
In our cohorts, the use of Pro-FHH
instead of 24h-CCCR would have
spared unnecessary surgery in two of
100 patients with FHH and unneces-
sary genetic testing in 21 of 140 pa-
tients with PHPT. Pro-FHH had higher
AUROC (~0.95) compared with 24h-
CCCR (~0.80) and 100% specific-
ity and 100% positive predictive value
for the diagnosis of PHPT.Therefore, use
of Pro-FHH will result in a better safety
profile and will spare time and money
compared with the current standard.

Acknowledgments

We thank all patients and families and the
staff from the genetic laboratories and the
clinic departments of European Georges
Pompidou and Cochin Hospitals, France,
and Aarhus Hospital, Denmark. We thank
all the physicians who referred patients for
the diagnosis of hypercalcemia. We also

thank Prof. Alexandre Loupy for his meaningful remarks
and recommendations.

AuthorContributions: J.-P.B.,M.T., andP.H. designed the
study. J.-P.B. conducted the study. J.-P.B., E.K., and L.R. col-
lected the data. J.-P.B., M.T., P.H.N., and P.H. analyzed the
data. J.-P.B.,M.T., G.M., P.H.N., and P.H. interpreted the data.
J.-P.B., M.T., and P.H. drafted the manuscript. J.-P.B., M.T.,
G.M., R.V.-P., C.S., S.B., C.P.-B., M.C., L.R., and P.H. revised
the manuscript. All authors approved the final version of man-
uscript. J.-P.B, M.T., and P.H. take responsibility for the in-
tegrity of the data analysis.

Correspondence and Reprint Requests: Jean-Philippe
Bertocchio, MD, PhD, Renal and Metabolic Diseases Unit,
European Georges Pompidou Hospital, 20 rue Leblanc, 75015
Paris, France. E-mail: jean-philippe.bertocchio@aphp.fr; or
Pascal Houillier, MD, PhD, Renal andMetabolic Diseases Unit,
European Georges Pompidou Hospital, 20 rue Leblanc, 75015
Paris, France. E-mail: pascal.houillier@inserm.fr.

Disclosure Summary: The authors have nothing to
disclose.

References

1. Yeh MW, Ituarte PH, Zhou HC, Nishimoto S, Liu IL, Harari A,
Haigh PI, Adams AL. Incidence and prevalence of primary hy-
perparathyroidism in a racially mixed population. J Clin Endo-
crinol Metab. 2013;98(3):1122–1129.

2. Press DM, Siperstein AE, Berber E, Shin JJ,Metzger R,Monteiro R,
Mino J, SwagelW,Mitchell JC. The prevalence of undiagnosed and
unrecognized primary hyperparathyroidism: a population-based
analysis from the electronic medical record. Surgery. 2013;154(6):
1232–1237, discussion 1237–1238.

3. Cipriani C, Biamonte F, Costa AG, Zhang C, Biondi P, Diacinti D,
Pepe J, Piemonte S, Scillitani A, Minisola S, Bilezikian JP. Prevalence

Figure 3. Performances of 24h-CCCR and Pro-FHH. In merged cohorts (from Paris and
Aarhus), when 24h-CCCR was applied, PHPT was suspected in 17% of patients, two were
misdiagnosed (FHH), and 83% had to be tested for FHH genes. When Pro-FHH was applied,
PHPT was suspected in 25% of patients, none were misdiagnosed, and 75% had to be
tested for FHH genes. iCa, fasting ionized serum calcium concentration; N, normal.

doi: 10.1210/jc.2017-02773 https://academic.oup.com/jcem 2541

D
ow

nloaded from
 https://academ

ic.oup.com
/jcem

/article/103/7/2534/4990772 by guest on 20 August 2022

mailto:jean-philippe.bertocchio@aphp.fr
mailto:pascal.houillier@inserm.fr
http://dx.doi.org/10.1210/jc.2017-02773
https://academic.oup.com/jcem


of kidney stones and vertebral fractures in primary hyperparathy-
roidism using imaging technology. J Clin Endocrinol Metab. 2015;
100(4):1309–1315.

4. Campbell MJ. The definitive management of primary hyperpara-
thyroidism: who needs an operation? JAMA. 2017;317(11):
1167–1168.

5. Wilhelm SM, Wang TS, Ruan DT, Lee JA, Asa SL, Duh QY,
Doherty GM, Herrera MF, Pasieka JL, Perrier ND, Silverberg SJ,
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6. Udelsman R, ÅkerströmG, Biagini C, DuhQY,Miccoli P, Niederle
B, Tonelli F. The surgical management of asymptomatic primary
hyperparathyroidism: proceedings of the Fourth International
Workshop. J Clin Endocrinol Metab. 2014;99(10):3595–3606.

7. Foley TP Jr, Harrison HC, Arnaud CD, Harrison HE. Familial
benign hypercalcemia. J Pediatr. 1972;81(6):1060–1067.

8. Firek AF, Kao PC, Heath H III. Plasma intact parathyroid hor-
mone (PTH) and PTH-related peptide in familial benign hypercal-
cemia: greater responsiveness to endogenous PTH than in primary
hyperparathyroidism. J ClinEndocrinolMetab. 1991;72(3):541–546.

9. PollakMR, Brown EM, Chou YH, Hebert SC, Marx SJ, Steinmann B,
Levi T, Seidman CE, Seidman JG. Mutations in the human Ca(2+)-
sensing receptor gene cause familial hypocalciuric hypercalcemia and
neonatal severe hyperparathyroidism. Cell. 1993;75(7):1297–1303.

10. Chou YH, Brown EM, Levi T, Crowe G, Atkinson AB, Arnqvist HJ,
Toss G, Fuleihan GE, Seidman JG, Seidman CE. The gene responsible
for familial hypocalciuric hypercalcemia maps to chromosome 3q in
four unrelated families. Nat Genet. 1992;1(4):295–300.

11. Nesbit MA, Hannan FM, Howles SA, Babinsky VN, Head RA,
Cranston T, Rust N, Hobbs MR, Heath H III, Thakker RV.
Mutations affecting G-protein subunit a11 in hypercalcemia and
hypocalcemia. N Engl J Med. 2013;368(26):2476–2486.

12. Nesbit MA, Hannan FM, Howles SA, Reed AA, Cranston T,
Thakker CE, Gregory L, Rimmer AJ, Rust N, GrahamU,Morrison
PJ, Hunter SJ, Whyte MP, McVean G, Buck D, Thakker RV.
Mutations in AP2S1 cause familial hypocalciuric hypercalcemia
type 3. Nat Genet. 2013;45(1):93–97.

13. Hannan FM, Babinsky VN, Thakker RV. Disorders of the calcium-
sensing receptor and partner proteins: insights into themolecular basis
of calcium homeostasis. J Mol Endocrinol. 2016;57(3):R127–R142.

14. Vargas-Poussou R, Mansour-Hendili L, Baron S, Bertocchio JP,
Travers C, Simian C, Treard C, Baudouin V, Beltran S, Broux F,
Camard O, Cloarec S, Cormier C, Debussche X, Dubosclard E, Eid
C, Haymann JP, Kiando SR, Kuhn JM, Lefort G, Linglart A, Lucas-
Pouliquen B, Macher MA, Maruani G, Ouzounian S, Polak M,
Requeda E, Robier D, Silve C, Souberbielle JC, Tack I, Vezzosi D,
Jeunemaitre X, Houillier P. Familial hypocalciuric hypercalcemia
types 1 and 3 and primary hyperparathyroidism: similarities and
differences. J Clin Endocrinol Metab. 2016;101(5):2185–2195.

15. Wallace LB, Parikh RT, Ross LV, Mazzaglia PJ, Foley C, Shin JJ,
Mitchell JC, Berber E, Siperstein AE, Milas M. The phenotype of
primary hyperparathyroidism with normal parathyroid hormone
levels: how low can parathyroid hormone go? Surgery. 2011;
150(6):1102–1112.

16. Eastell R, Brandi ML, Costa AG, D’Amour P, Shoback DM,
Thakker RV. Diagnosis of asymptomatic primary hyperparathy-
roidism: proceedings of the Fourth International Workshop. J Clin
Endocrinol Metab. 2014;99(10):3570–3579.

17. Levey AS, Stevens LA, Schmid CH, Zhang YL, Castro AF III,
FeldmanHI, Kusek JW, Eggers P, Van Lente F, Greene T, Coresh J;
CKD-EPI (Chronic Kidney Disease Epidemiology Collaboration).
A new equation to estimate glomerular filtration rate. Ann Intern
Med. 2009;150(9):604–612.

18. Christensen SE, Nissen PH, Vestergaard P, Heickendorff L,
Brixen K, Mosekilde L. Discriminative power of three indices of
renal calcium excretion for the distinction between familial

hypocalciuric hypercalcaemia and primary hyperparathyroidism:
a follow-up study on methods. Clin Endocrinol (Oxf). 2008;
69(5):713–720.

19. Jakobsen NF, Rolighed L, Nissen PH, Mosekilde L, Rejnmark
L. Muscle function and quality of life are not impaired in fa-
milial hypocalciuric hypercalcemia: a cross-sectional study on
physiological effects of inactivating variants in the calcium-
sensing receptor gene (CASR). Eur J Endocrinol. 2013;169:
349–357.

20. Maruani G, Hertig A, Paillard M, Houillier P. Normocalcemic
primary hyperparathyroidism: evidence for a generalized target-
tissue resistance to parathyroid hormone. J Clin EndocrinolMetab.
2003;88(10):4641–4648.

21. Walton RJ, Bijvoet OL. Nomogram for derivation of renal threshold
phosphate concentration. Lancet. 1975;2(7929):309–310.

22. Lietman SA, Tenenbaum-Rakover Y, Jap TS, Yi-Chi W, De-Ming
Y, Ding C, Kussiny N, Levine MA. A novel loss-of-function
mutation, Gln459Arg, of the calcium-sensing receptor gene asso-
ciated with apparent autosomal recessive inheritance of familial
hypocalciuric hypercalcemia. J Clin Endocrinol Metab. 2009;94(11):
4372–4379.

23. Hovden S, Rejnmark L, Ladefoged SA, Nissen PH. AP2S1 and
GNA11 mutations - not a common cause of familial hypocalciuric
hypercalcemia. Eur J Endocrinol. 2017;176:177–185.

24. Richards S, Aziz N, Bale S, Bick D, Das S, Gastier-Foster J, Grody
WW, Hegde M, Lyon E, Spector E, Voelkerding K, Rehm HL;
ACMG Laboratory Quality Assurance Committee. Standards and
guidelines for the interpretation of sequence variants: a joint
consensus recommendation of the American College of Medical
Genetics and Genomics and the Association for Molecular Pa-
thology. Genet Med. 2015;17(5):405–424.

25. Shinall MC Jr., Dahir KM, Broome JT. Differentiating familial
hypocalciuric hypercalcemia from primary hyperparathyroidism.
Endocr Pract. 2013;19:697–702.

26. Thakker RV. Multiple endocrine neoplasia type 1 (MEN1) and
type 4 (MEN4). Mol Cell Endocrinol. 2014;386(1-2):2–15.

27. Li Y, Simonds WF. Endocrine neoplasms in familial syndromes of
hyperparathyroidism.Endocr Relat Cancer. 2016;23(6):R229–R247.

28. Brachet C, Boros E, Tenoutasse S, Lissens W, Andry G, Martin P,
Bergmann P, Heinrichs C. Association of parathyroid adenoma
and familial hypocalciuric hypercalcaemia in a teenager. Eur J
Endocrinol. 2009;161:207–210.

29. Hovden S, Jespersen ML, Nissen PH, Poulsen PL, Rolighed L,
Ladefoged SA, Rejnmark L. Multiple endocrine neoplasia phe-
nocopy revealed as a co-occurring neuroendocrine tumor and fa-
milial hypocalciuric hypercalcemia type 3. Clin Case Rep. 2016;
4(10):922–927.

30. Marx SJ, Spiegel AM, Brown EM, Koehler JO, Gardner DG,
Brennan MF, Aurbach GD. Divalent cation metabolism. Familial
hypocalciuric hypercalcemia versus typical primary hyperpara-
thyroidism. Am J Med. 1978;65(2):235–242.

31. Marx SJ. Letter to the editor: Distinguishing typical primary hy-
perparathyroidism from familial hypocalciuric hypercalcemia by
using an index of urinary calcium. J Clin Endocrinol Metab. 2015;
100:L29–30.

32. Jayasena CN, Mahmud M, Palazzo F, Donaldson M, Meeran K,
Dhillo WS. Utility of the urine calcium-to-creatinine ratio to di-
agnose primary hyperparathyroidism in asymptomatic hyper-
calcaemic patients with vitamin D deficiency. Ann Clin Biochem.
2011;48(Pt 2):126–129.

33. Christensen SE, Nissen PH, Vestergaard P, Heickendorff L,
Rejnmark L, Brixen K, Mosekilde L. Skeletal consequences of
familial hypocalciuric hypercalcaemia vs. primary hyperparathy-
roidism. Clin Endocrinol (Oxf). 2009;71(6):798–807.

34. Somnay YR, Craven M, McCoy KL, Carty SE, Wang TS,
Greenberg CC, Schneider DF. Improving diagnostic recognition of
primary hyperparathyroidism with machine learning. Surgery.
2017;161(4):1113–1121.

2542 Bertocchio et al Pro-FHH: FHH or Primary Hyperparathyroidism? J Clin Endocrinol Metab, July 2018, 103(7):2534–2542

D
ow

nloaded from
 https://academ

ic.oup.com
/jcem

/article/103/7/2534/4990772 by guest on 20 August 2022


