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Abstract: The sweat test (ST) is the current diagnostic gold standard for cystic fibrosis (CF). Many CF
centres have switched from the Gibson-Cooke method to the Macroduct system-based method. We
used these methods simultaneously to compare CF screening outcomes. STs using both methods were
performed simultaneously between March and December 2022 at CF Centre in Florence. We included
newborns who underwent newborn bloodspot screening (NBS), newborns undergoing transfusion
immediately after birth, and children with CF screen-positive, inconclusive diagnosis (CFSPID). We
assessed 72 subjects (median age 4.4 months; range 0-76.7): 30 (41.7%) NBS-positive, 18 (25.0%)
newborns who underwent transfusion, and 24 (33.3%) children with CFSPID. No significant differ-
ences were found between valid sample numbers, by patient ages and groups (p = 0.10) and between
chloride concentrations (p = 0.13), except for sweat chloride (5C) measured by the Gibson—Cooke
and Macroduct methods in CFSPID group (29.0, IQR: 20.0-48.0 and 22.5, IQR: 15.5-30.8, respectively;
p = 0.01). The Macroduct and Gibson—-Cooke methods showed substantial agreement with the SC
values, except for CFSPID, whose result may depend on the method of sweat collection. In case of
invalid values with Macroduct, the test should be repeated with Gibson-Cooke method.

Keywords: sweat test; Gibson—-Cooke method; macroduct system-based method; CRMS/CFSPID;
QNS; cystic fibrosis outcome

1. Introduction

Cystic fibrosis (CF) is an autosomal recessive genetic disease caused by mutations in a
single gene located on the long arm of chromosome 7. CF is a chronic disease characterised
by suppurative lung disease, pancreatic insufficiency, multifocal biliary cirrhosis, male
infertility, and excessive loss of salts through sweat [1].

A diagnosis of CF is confirmed when sweat chloride (SC) values in two independent
measurements are >60 mmol/L or when two disease-causing variants of CF are found in the
sequence of the CF transmembrane conductance regulator (CFTR) gene [2]. SC values are
differentiated by age: for infants aged < 6 months, values < 30 mmol/L are considered normal,
and those between 30 mmol/L and 59 mmol/L are considered to be in the intermediate
range; for babies aged > 6 months, values < 40 mmol/L are considered normal, and values
between 40 and 59 mmol/L are considered to be in the intermediate range [3-6].

Although several methods have been proposed for collecting and measuring elec-
trolytes from sweat, the method described by Gibson and Cooke [7] in 1959 is a reference
method recommended by national and international guidelines [6,8,9].
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The Gibson—Cooke method is based on the detection of elevated SC values using the
quantitative pilocarpine iontophoresis test (QPIT). The QPIT sweat test (ST), as originally
described, is remarkably accurate, but it requires careful application of the collecting pad to
prevent sweat evaporation, the use of a chemical balance, and calculation of concentrations
from eluted specimens containing widely varying quantities of sweat [10]. To perform an
accurate ST, at least 75 mg of sweat must be collected [11,12]. Nevertheless, this can be
difficult, especially in infants aged < 3 months, as already reported by Beauchamp et al. in a
Canadian multicenter study where not sufficient quantity (QNS) of sweat volume resulted
in 18.3% of tests [13].

To simplify the test, many clinical centres and laboratories use alternative methods [12,14],
such as the Macroduct® Advanced Sweat Collection System (Wescor Inc., Logan, UT, USA).
This system safely and effectively stimulates human sweat via iontophoresis using 0.5%
pilocarpine gel discs, with subsequent sweat collection in a capillary. By using this closed
system for sweat collection and the measurement of sweat weight, the risk of evaporation
is eliminated. Additionally, a small amount of dye on the collection surface facilitates the
visualisation of the stored sweat, allowing it to be quantified in microliters [10].

A comparison using the two collection methods was already carried out by Mastella
et al. in a prospective study on 318 subjects with Macroduct and on 305 with Gibson-Cooke
method. An adequate amount of sweat was in 90.9% and 96.4% of collections, respectively,
and sensitivity and specificity were comparable [15]. The correlation of the two methods
regarding the chloride values was also evaluated by Rose et al., with a discrepancy in the
results in 22% of 82 subjects (3.7-60.1 years) [16].

However, no studies have compared QNS rates and SC values using the two collection
methods in newborn bloodspot screening (NBS)-positive subjects or those with CFTR-
related metabolic syndrome/CF screen-positive, inconclusive diagnosis (CRMS/CFSPID).
The latter group comprised NBS-positive infants with an inconclusive CF diagnostic test
result, having ST results in the intermediate range and/or <2 CF-causing variants and
normal SC [17,18]. Because most subjects with CFSPID are asymptomatic, the ST is the only
routinely available test to make a definitive CF diagnosis or to reach an early diagnosis
in a healthy subject or carrier [18-21]. The prevalence of CFSPID is highly variable across
different countries and depends on the screening algorithm used. No study has evaluated
whether the method used for sweat collection can influence the SC value and, therefore,
the final diagnosis of these patients. Diagnostic tests for CF can cause anxiety in parents
because of the waiting time and uncomfortableness involved [22,23].

The primary objective of the present study was to compare the results of the Macroduct
system-based method and the classical Gibson-Cooke method in a pediatric cohort. In
particular, we evaluated the following: (1) percentage of valid sweat samples in infants
aged < 1 year who were CF NBS positive or subjects who had undergone transfusion in the
first 72 h after birth; (2) percentage of valid sweat samples in children with CFSPID aged
1-6 years; and (3) amount of chloride for each test measured using the two methods.

2. Materials and Methods
2.1. Study Population

In this prospective, non-randomized, single-centre study, the ST was performed simul-
taneously using the Gibson-Cooke and Macroduct system-based method between March
and December 2022. The inclusion criteria were as follows: (1) newborns who tested positive
during the NBS program, according to the algorithm blood immunoreactive trypsinogen
(b-IRT)-meconium lactase-DNA-ST [24]; (2) early transfused newborns undergoing red
blood cell or platelet transfusion in the first 72 h after birth, in whom the b-IRT levels were
not measured during NBS for CF; and (3) children with CFSPID, according to the criteria
described by Ren [17], in whom the ST was performed to reach a definitive diagnosis.

For all newborns, the levels of b-IRT were measured from a blood spot sample taken
on the third day of life using the GSP instrument (Perkin-Elmer, Turku, Finland). The
b-IRT cut-off value >99th percentile, calculated every 4 months, was 47-50 ng/mL. All
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newborns with a b-IRT value >99th percentile underwent CFTR genetic analysis, including
all CFTR-causing variants, according to the CFTR2 database “https:/ /cftr2.org/ (accessed
on 5 April 2023)”. For transfused newborns, we usually perform ST directly to exclude CF,
as NBS results could be unreliable due to low weight or stress during childbirth [25,26].

All children with CFSPID or infants with one CFTR variant at the first level underwent
more extensive DNA testing (CFTR gene sequencing and multiplex ligation-dependent
probe amplification to identify large deletions/insertions).

This study was approved by the regional ethical committee for pediatric clinical trials
(Florence, Ethics Clearance number 317/2021, on 14 December 2021). Informed consent
was obtained from all the parents (or legal guardians) to perform the two diagnostic tests
and obtain anonymous clinical data for research purposes.

2.2. Sweat Test

All the STs were performed by experienced nurses who performed at least 200 diag-
nostic STs annually from the stimulation to SC collection using the Gibson-Cooke method.
For the Gibson—Cooke method, sweat secretion was stimulated by iontophoresis for 5 min
(total applied current of 1.5 mA, 50 pA/cm?) using 0.5% pilocarpine gel discs [7]. The
preferred site for the ST stimulation was the lower portion of the forearm flexor; however,
the inner thigh was used if the entire arm was too small to attach the collector (as in the case
of a premature infant). After cleansing the skin with distilled water, sweat was collected by
placing a Whatman 541-type filter paper with an area of approximately 25 cm?, covered and
sealed with polyethylene film, over the stimulated area [6-8]. Sweat samples were collected
over 30 min. The Macroduct system was used simultaneously on the other forearm or
thigh, and sweat secretion was stimulated using the same method. After cleaning the
stimulated area with distilled water, sweat was collected in a Macroduct coiled plastic
tubing collector cup for up to 30 min [10]. The SC concentrations of samples collected
using both methods were determined by dedicated laboratory personnel using a chloride
analyser (MKII Chloride Analyzer 926S, Sherwood Scientific Ltd., Cambridge, UK). Sweat
collections were considered insufficient if <75 mg of samples were collected using the
Gibson—Cooke method and <15 uL using the Macroduct method [6,8,9]. Additionally, the
CF Centre in Florence participates in the External Quality Assessment Program for the ST
of the Istituto Superiore di Sanita (ISS, Rome, Italy) [27,28].

2.3. Statistical Analyses

Categorical variables were reported as numbers and percentages, and continuous
variables were reported as means and standard deviations or medians and interquartile
ranges [IQRs], as appropriate. The Shapiro-Wilk test was used to assess the normality of
the continuous data.

We analysed the differences in valid test numbers and SC concentration values for the
Gibson-Cooke and Macroduct methods. McNemar’s test with continuity correction was
used to assess the differences in categorical variables. To assess the differences between
continuous normally distributed variables, paired Student’s t-tests were used, whereas
for continuous non-normally distributed variables, paired Wilcoxon tests were used. Dif-
ferences were considered statistically significant if p-values were less than 0.05. Finally,
we estimated the diagnostic agreement between the two methods by calculating Cohen’s
kappa coefficient and corresponding 95% confidence intervals (CIs). Cohen’s interpretation
of the value of kappa was performed according to Landis and Koch [29]. Statistical analyses
were performed using R Statistical Software (v4.2.2; R Core Team 2022).

3. Results
Simultaneous Gibson-Cooke and Macroduct tests were conducted on 72 subjects
(32 males), with a median age of 4.4 months [IQR: 1.8-18.8]. The participants belonged to the

following groups: infants who were NBS-positive, 30 (41.7%); newborns who underwent
transfusion, 18 (25.0%); and children labelled as CFSPID, 24 (33.3%) (Table 1).
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Table 1. Characteristics of study participants.

. . Number of Age in Months,
Type of Participants Patients (%) Males/Females (1) Median (IOR)
NBS-positive * 30 (41.7) 15/15 1.9 (1.4-3.1)
Transfused newborns ** 18 (25.0) 11/7 3.6 (2.0-7.5)
CFSPID 24 (33.3) 7/17 25.0 (18.6-50.5)

* Two patients were diagnosed with CF: one male aged 70 days and one female aged 28 days; 10 healthy carriers;
15 healthy subjects. ** All transfused newborns were negative for sweat tests. Abbreviations: CFSPID: cystic
fibrosis screen-positive, inconclusive diagnosis; IQR: interquartile range; NBS: newborn bloodspot screening;
ST: sweat test.

No statistically significant differences were observed between the percentages of valid
tests with the Gibson—Cooke and Macroduct methods (Table 2). We divided the results by
both subject type (NBS-positive, transfused newborns and CFSPID) and age group. In ad-
dition, we examined whether the weight in the two groups in NBS-positive and transfused
infants affected the number of invalid tests, showing no statistical difference either with
the Gibson—Cooke and /or Macroduct methods (p = 0.40 and p = 0.29, respectively).

Table 2. Number of valid tests with the Gibson-Cooke and Macroduct methods in three participant groups.

Number of .Vahd Test Valid Test Macroduct
Patients (%) Gibson-Cooke Method (%) p-Value
Method (%)
Strata according to type of patients
NBS-positive 30 (41.7) 27 (90.0) 25 (83.3) 0.68
Transfused
newborns 18 (25.0) 14 (77.8) 13 (66.7) 0.62
CFSPID 24 (33.3) 23 (95.8) 20 (83.3) 0.25
Strata according to age of patients
Months
<12 50 (69.4) 43 (86.0) 39 (78.0) 0.34
12 8 (11.1) 8 (100) 6 (75.0) 0.48
24 6 (8.3) 6 (100) 6 (100) NE
36 2(2.8) 2 (100) 2 (100) NE
48 1(14) - - NE
60 4 (5.6) 4 (100) 3(75.0) 1.00
72 1(14) 1 (100) 1 (100) NE

Abbreviations: CFSPID: CF screen-positive, inconclusive diagnosis; NE: not estimable; NBS: newborn blood-
spot screening.

Differences in SC levels were not statistically significant between the two methods,
with a median of 16 mmol/L [IQR: 9.3-29.8] and 16 mmol/L [IQR: 11.0-23.0] for the Gibson—
Cooke and Macroduct system-based method, respectively (p = 0.13). However, there was a
significant difference between the mean values of SC measured by the Gibson-Cooke and
Macroduct system-based method in the children with CFSPID [29.0, IQR: 20.0-48.0 and
22.5, IQR: 15.5-30.8 respectively] (p = 0.01; Figure 1).

The two methods were in substantial agreement for the number of valid tests, as
reported by the diagnostic category (Table 3). Cohen’s kappa coefficient for the NBS group
was 0.93 (95% CI: 0.79-1.00); for the CSFPID group, it was 0.53 (0.23-0.83), while in the
group of newborns who underwent transfusion, the agreement was total.

Five children with CFSPID and one screen-positive child showed discordant results.
The genetic information of the participants with discrepant diagnoses between the two
tests is summarized in Table 4.
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Figure 1. Sweat chloride concentration analysed with the Gibson-Cook method and the Macroduct
system in three groups of subjects. ** Statistically significance p < 0.01. Abbreviations: CFSPID: CF
screen-positive, inconclusive diagnosis; NBS: newborn bloodspot screening; SC: sweat chloride.

Table 3. Comparison of sweat chloride results using the Gibson-Cooke and Macroduct methods.

Normal Intermediate Pathologic ONS
o Gibson—-Cooke 23 2 2 3
NBS-positive Macroduct 23 0 2 5
Transfused Gibson—-Cooke 14 0 0 4
newborns Macroduct 13 0 0 5
Gibson—-Cooke 14 7 2% 1
CFSPID Macroduct 17 3 0 4

* With Macroduct method 1 = QNS and 1 = in intermediate range. Abbreviations: CFSPID: CF screen-positive,
inconclusive diagnosis; NBS: newborn bloodspot screening; QNS: quantity not sufficient.

Table 4. Genotype, sweat chloride values, and diagnosis/label at the end of the observation period
for children with whom the results of the two methods did not agree. Final diagnoses were assessed
using the results obtained with the Gibson—Cooke method.

Patients Patient’s Age Gibson—-Cooke Macroduct . Final Diagnosis/
Number  Categorization* 5%  (Months)  (Cl-lmmol)  (CI-]mmol/L) CFIR Genotype Label

12 CFSPID M 9.0 50 30 F508del/S737F CFSPID

13 CFSPID F 66.6 49 33 G542X/UN CFSPID

18 CFSPID M 779 48 17 F508del /D1152H CE~"

21 CFSPID F 25.7 66 57 F508del/S737F CFSPID

43 CFSPID F 69.9 41 22 Dele2ins182/5T;TG11 CFSPID

71 Screening positive F 3.8 31 27 F508del/UN CF carrier

"~ CF diagnosis for pathological sweat test, in absence of symptoms. Abbreviations: CFSPID: cystic fibrosis
screen-positive, inconclusive diagnosis: CF: Cystic Fibrosis; CFTR: cystic fibrosis transmembrane conductance
regulator; UN: unknown. * After gene sequencing and multiplex ligation-dependent probe amplification.
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4. Discussion

In this study, we compared two SC collection methods, the Macroduct system and the
classical Gibson—Cooke method. Although other papers have already compared the two
methods, also on larger cohorts, there is no comparison data on positive CF-NBS infants or
children labelled as CFSPID.

We observed no significant differences between the number of valid samples with
respect to patient ages and groups. However, a higher percentage of valid tests was
noted with Gibson-Cooke and this difference may have more impact during a large-scale
screening of newborns.

Regarding the diagnostic category, the two methods were in substantial agreement
in all patient groups except for children with an inconclusive diagnosis. In this sub-
group, the mean SC value measured using the Gibson-Cooke method was significantly
higher than that measured using the Macroduct system-based method. This affected the
diagnostic category of five (20.8%) out of 24 children with CFSPID: for four children, from
an intermediate value to a normal value, and for one child, from a pathological value
to an intermediate value. Our data showed how the sweat collection method affected
chloride values in children with CFSPID and, therefore, the definitive diagnostic category
of a child with a still inconclusive diagnosis, thereby making CFSPID outcomes non-
comparable in different cohorts. These data are important because all cases of CFSPID
evolved into cases of CF during the follow-up at our centre, and most of the cases described
in other cohorts involved asymptomatic children with pathological SC results [18,30,31].
Therefore, defining the method of sweat collection or a possible change to other methods
can modify CF diagnosis in patients with CFSPID, causing parental distress, anxiety,
and uncertainty for families [23,32]. In one case, there was a non-concordant result for
the interpretative category among the NBS-positive patients: the SC value varied from
31 mmol/L to 27 mmol/L with the two methods, thereby changing the result from an
intermediate to a negative value.

The UK guidelines for ST require laboratories to maintain an annual QNS of no more
than 10% of the population tested. The goal should be to have a QNS rate of less than
5% in children over 6 months of age. In children under 6 months of age, failed sweat
collections should not exceed 20% of the tested population [8]. This requirement prevents
repeated testing triggered by insufficient sample volume, which, in turn, increases the
waiting time for a definitive diagnosis, delays the initiation of therapy, and reduces the
overall cost-effectiveness of the ST. However, obtaining a sufficient sample volume remains
a major challenge for SC testing [33,34].

We observed a slightly higher failure rate using the Macroduct system-based method.
This could be due to several factors, including the smaller sweat collection surface area
with respect to the filter paper method and the elaborate process of recovering sweat from
the Macroduct’s small coiled plastic tube with a syringe, as reported by Rose [16]. However,
this method had several advantages since it allowed for the direct analysis of SC values
without the need to use an analytical balance, dilute the sample and calculate the result
after considering the dilution factor. However, re-collection using Gibson-Cooke method
may be necessary for those failed by Macroduct. Furthermore, as shown in Table 4, the
lower bias of SC by Macroduct leads to the possibility of the lowest chloride values in
CF children previously CFSPID. A method-dependent cutoff of SC collection should be
evaluated on a larger cohort of positive NBS infants.

Our study has several limitations. The comparison was carried out on a small number
of participants, and the three groups were not comparable. Furthermore, we could not
perform the tests in a control group (i.e., among the participants who tested CF-negative
during NBS). A period of nursing training would have been helpful prior to enrolling the
participants and obtaining more data on the same participants by repeating the tests over
time. However, we provided prospective data comparing the two sweat collection methods
on a previously unstudied cohort, thereby demonstrating the validity of the Macroduct
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system-based method and highlighting the limitations of sweat testing as a diagnostic test
for children with CFSPID.

5. Conclusions

Sweat chloride collection with the Macroduct system in CF NBS-positive infants or
in those who underwent transfusion or were labelled as CFSPID may be associated with
a higher percentage of invalid tests. A repeated collection using Gibson-Cooke method
may be necessary for those failed by Macroduct. Furthermore, lower SC values with the
Macroduct system could influence the detection and outcomes of CFSPID children.

Author Contributions: Conceptualization, D.D. and V.T.; methodology, D.D. and V.T.; formal analy-
sis, E.L. and M.A.M.; investigation, D.D., E.C. and T.O.; data curation, D.D., V.T. and C.F,; writing—
original draft preparation, D.D. and V.T.; writing—review and editing, D.D. and V.T.; supervision,
G.T. and V.T.; project administration, V.T.; funding acquisition, V.T. All authors have read and agreed
to the published version of this manuscript.

Funding: This study was funded by the Italian Cystic Fibrosis Research Foundation project FFC#30/2018
and FFC#24 /2020, with the contribution of Delegazione FFC di Siena, Delegazione FFC di Monterotondo
Roma, Delegazione FFC di Olbia (FFC#30/2018), Delegazione FFC di Acqui Terme (FFC#24/2020).

Institutional Review Board Statement: This study was conducted in accordance with the Declaration
of Helsinki and approved by the Regional Ethical Committee for Paediatric Clinical Trials (Florence,
Ethics Clearance number 317/2021, on 14 December 2021).

Informed Consent Statement: Informed consent was obtained from all subjects involved in this study.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author. The data are not publicly available due to privacy.

Acknowledgments: The authors thank the nurses at our CF centre, who made this study possible by
performing the sweat test and the Italian Cystic Fibrosis Foundation, who funded the project.

Conflicts of Interest: The authors declare no conflict of interest.

Abbreviations

CF: cystic fibrosis; CFSPID: cystic fibrosis screen-positive, inconclusive diagnosis; CFTR: cystic
fibrosis transmembrane conductance regulator; NBS: newborn bloodspot screening; SC: sweat chlo-
ride; ST: sweat test; QNS: quantity not sufficient; QPIT: quantitative pilocarpine iontophoresis test;
b-IRT: blood immunoreactive trypsinogen.

References

1. Bell, S.C.;; Mall, M.A,; Gutierrez, H.; Macek, M.; Madge, S.; Davies, ].C.; Burgel, P.-R.; Tullis, E.; Castafios, C.; Castellani, C.; et al.
The Future of Cystic Fibrosis Care: A Global Perspective. Lancet Respir. Med. 2020, 8, 65-124. [CrossRef]

2. Farrell, PM.; White, T.B.; Ren, C.L.; Hempstead, S.E.; Accurso, E; Derichs, N.; Howenstine, M.; McColley, S.A.; Rock, M.;
Rosenfeld, M.; et al. Diagnosis of Cystic Fibrosis: Consensus Guidelines from the Cystic Fibrosis Foundation. . Pediatr. 2017, 181,
54-515. [CrossRef] [PubMed]

3. Farrell, PM.; Rosenstein, B.].; White, T.B.; Accurso, E]J.; Castellani, C.; Cutting, G.R.; Durie, PR.; LeGrys, V.A.; Massie, J.; Parad,
R.B.; et al. Guidelines for Diagnosis of Cystic Fibrosis in Newborns through Older Adults: Cystic Fibrosis Foundation Consensus
Report. J. Pediatr. 2008, 153, S4-514. [CrossRef]

4. Leigh, M.W. Diagnosis of CF despite Normal or Borderline Sweat Chloride. Paediatr. Respir. Rev. 2004, 5, S357-S359. [CrossRef]
[PubMed]

5. Beauchamp, M.; Lands, L.C. Sweat-Testing: A Review of Current Technical Requirements. Pediatr. Pulmonol. 2005, 39, 507-511.
[CrossRef] [PubMed]

6.  The Sweat Test Recommendations from Italian Cystic Fibrosis Society (SIFC) Sweat Test Working Group—Third Ed. April 2022.
Available online: https:/ /www.sifc.it/wp-content/uploads /2022 /06 /Raccomandazioni-Italiane-sul-Test-del-Sudore-_Aprile-
2022.pdf (accessed on 31 May 2023).

7.  Gibson, L.E; Cooke, R.E. A Test for Concentration of Electrolytes in Sweat in Cystic Fibrosis of the Pancreas Uti-Lizing Pilocarpine

by Iontophoresis. Pediatrics 1959, 23, 545-549. [CrossRef] [PubMed]


https://doi.org/10.1016/S2213-2600(19)30337-6
https://doi.org/10.1016/j.jpeds.2016.09.064
https://www.ncbi.nlm.nih.gov/pubmed/28129811
https://doi.org/10.1016/j.jpeds.2008.05.005
https://doi.org/10.1016/S1526-0542(04)90062-0
https://www.ncbi.nlm.nih.gov/pubmed/14980295
https://doi.org/10.1002/ppul.20226
https://www.ncbi.nlm.nih.gov/pubmed/15830391
https://www.sifc.it/wp-content/uploads/2022/06/Raccomandazioni-Italiane-sul-Test-del-Sudore-_Aprile-2022.pdf
https://www.sifc.it/wp-content/uploads/2022/06/Raccomandazioni-Italiane-sul-Test-del-Sudore-_Aprile-2022.pdf
https://doi.org/10.1542/peds.23.3.545
https://www.ncbi.nlm.nih.gov/pubmed/13633369

Int. |. Neonatal Screen. 2023, 9, 41 80f9

10.

11.
12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Guidelines for the Performance of the Sweat Test for the Investigation of Cystic Fibrosis in the UK 2nd Version (These Guide-
lines Supersede the 2003 Guidelines) an Evidence Based Guideline. March 2014. Available online: https://www.Acb.Org.
Uk/Resource/Guidelines-for-the-Performance-of-the-Sweat-Test-for-the-Investigation-of-Cystic-Fibrosis.html (accessed on
31 May 2023).

Cirilli, N.; Southern, KW.; Barben, J.; Vermeulen, F.; Munck, A.; Wilschanski, M.; Nguyen-Khoa, T.; Aralica, M.; Simmonds, N;
De Wachter, E. Standards of Care Guidance for Sweat Testing; Phase Two of the ECFS Quality Improvement Programme. J. Cyst.
Fibros. 2022, 21, 434-441. [CrossRef]

Hammond, K.B.; Turcios, N.L.; Gibson, L.E. Clinical Evaluation of the Macroduct Sweat Collection System and Conductivity
Analyzer in the Diagnosis of Cystic Fibrosis. |. Pediatr. 1994, 124, 255-260. [CrossRef]

LeGrys, V.A. Sweat Testing for the Diagnosis of Cystic Fibrosis: Practical Considerations. J. Pediatr. 1996, 129, 892-897. [CrossRef]
LeGrys, V.A.; Yankaskas, J.R.; Quittell, L.M.; Marshall, B.C.; Mogayzel, PJ. Diagnostic Sweat Testing: The Cystic Fibrosis
Foundation Guidelines. J. Pediatr. 2007, 151, 85-89. [CrossRef]

Beauchamp, M.; Grey, V.; Lands, L.C. Sweat Collection for Testing in Canadian Cystic Fibrosis Centers, Is It Optimal? Clin.
Biochem. 2005, 38, 934-937. [CrossRef] [PubMed]

Carter, E.P; Barrett, A.D.; Heeley, A.F; Kuzemko, J.A. Improved Sweat Test Method for the Diagnosis of Cystic Fibrosis. Arch. Dis.
Child. 1984, 59, 919-922. [CrossRef] [PubMed]

Mastella, G. Reliability of Sweat-Testing by the Macroduct Collection Method Combined with Conductivity Analysis in Compari-
son with the Classic Gibson and Cooke Technique. Acta Paediatr. 2000, 89, 933-937. [CrossRef] [PubMed]

Rose, ].B.; Ellis, L.; John, B.; Martin, S.; Gonska, T.; Solomon, M.; Tullis, E.; Corey, M.; Adeli, K.; Durie, PR. Does the Macrod-
uct®Collection System Reliably Define Sweat Chloride Concentration in Subjects with Intermediate Results? Clin. Biochem. 2009,
42,1260-1264. [CrossRef]

Ren, C.L.; Borowitz, D.S.; Gonska, T.; Howenstine, M.S.; Levy, H.; Massie, J.; Milla, C.; Munck, A.; Southern, K.W. Cystic Fibrosis
Transmembrane Conductance Regulator-Related Metabolic Syndrome and Cystic Fibrosis Screen Positive, Inconclusive Diagnosis.
J. Pediatr. 2017, 181, S45-S51. [CrossRef]

Barben, J.; Castellani, C.; Munck, A.; Davies, J.C.; de Winter—de Groot, K.M.; Gartner, S.; Kashirskaya, N.; Linnane, B.; Mayell,
S.J.; McColley, S.; et al. Updated Guidance on the Management of Children with Cystic Fibrosis Transmembrane Conductance
Regulator-Related Metabolic Syndrome/Cystic Fibrosis Screen Positive, Inconclusive Diagnosis (CRMS/CFSPID). J. Cyst. Fibros.
2021, 20, 20-810. [CrossRef]

Terlizzi, V.; Claut, L.; Colombo, C.; Tosco, A.; Castaldo, A.; Fabrizzi, B.; Lucarelli, M.; Cimino, G.; Carducci, C.; Dolce, D.; et al.
Outcomes of Early Repeat Sweat Testing in Infants with Cystic Fibrosis Transmembrane Conductance Regulator-related Metabolic
Syndrome/CF Screen-positive, Inconclusive Diagnosis. Pediatr. Pulmonol. 2021, 56, 3785-3791. [CrossRef]

Terlizzi, V.; Claut, L.; Tosco, A.; Colombo, C.; Raia, V.; Fabrizzi, B.; Lucarelli, M.; Angeloni, A.; Cimino, G.; Castaldo, A.; etal. A
Survey of the Prevalence, Management and Outcome of Infants with an Inconclusive Diagnosis Following Newborn Bloodspot
Screening for Cystic Fibrosis (CRMS/CFSPID) in Six Italian Centres. J. Cyst. Fibros. 2021, 20, 828-834. [CrossRef]

Gonska, T.; Keenan, K.; Au, ]J.; Dupuis, A.; Chilvers, M.A.; Burgess, C.; Bjornson, C.; Fairservice, L.; Brusky, J.; Kherani, T.;
et al. Outcomes of Cystic Fibrosis Screening—Positive Infants with Inconclusive Diagnosis at School Age. Pediatrics 2021, 148,
€2021051740. [CrossRef]

Johnson, E; Ulph, E; MacLeod, R.; Southern, K.W. Receiving Results of Uncertain Clinical Relevance from Population Genetic
Screening: Systematic Review & Meta-Synthesis of Qualitative Research. Eur. J. Hum. Genet. 2022, 30, 520-531. [CrossRef]
Tosco, A.; Marino, D.; Polizzi, S.; Tradati, V.; Padoan, R.; Giust, C.; Fabrizzi, B.; Taccetti, G.; Merli, L.; Terlizzi, V. A Multicentre
Italian Study on the Psychological Impact of an Inconclusive Cystic Fibrosis Diagnosis after Positive Neonatal Screening. Children
2023, 10, 177. [CrossRef] [PubMed]

Botti, M.; Terlizzi, V.; Francalanci, M.; Dolce, D.; Cavicchi, M.C.; Neri, A.S.; Galici, V.; Mergni, G.; Zavataro, L.; Centrone, C.;
et al. Cystic Fibrosis in Tuscany: Evolution of Newborn Screening Strategies over Time to the Present. Ifal. |. Pediatr. 2021, 47, 2.
[CrossRef] [PubMed]

Kloosterboer, M.; Hoffman, G.; Rock, M.; Gershan, W.; Laxova, A.; Li, Z.; Farrell, PM. Clarification of Laboratory and Clinical
Variables That Influence Cystic Fibrosis Newborn Screening with Initial Analysis of Immunoreactive Trypsinogen. Pediatrics 2009,
123, e338-e346. [CrossRef] [PubMed]

Rock, M.].; Levy, H.; Zaleski, C.; Farrell, PM. Factors Accounting for a Missed Diagnosis of Cystic Fibrosis after Newborn
Screening: Missed Diagnosis of CF After Newborn Screening. Pediatr. Pulmonol. 2011, 46, 1166-1174. [CrossRef] [PubMed]
Salvatore, M.; Amato, A.; Floridia, G.; Censi, E; Ferrari, G.; Tosto, F.; Padoan, R.; Raia, V.; Cirilli, N.; Castaldo, G.; et al. The Italian
External Quality Assessment Program for Cystic Fibrosis Sweat Chloride Test: Does Active Participation Improve the Quality?
Int. |. Environ. Res. Public Health 2020, 17, 3196. [CrossRef]

Salvatore, M.; Floridia, G.; Amato, A.; Censi, F; Carta, C.; de Stefano, M.C; Ferrari, G.; Tosto, E.; Capoluongo, E.; Caruso, U.; et al.
The Italian Pilot External Quality Assessment Program for Cystic Fibrosis Sweat Test. Clin. Biochem. 2016, 49, 601-605. [CrossRef]
[PubMed]

Landis, J.R.; Koch, G.G. The measurement of observer agreement for categorical data. Biometrics 1977, 33, 159-174. [CrossRef]
[PubMed]


https://www.Acb.Org.Uk/Resource/Guidelines-for-the-Performance-of-the-Sweat-Test-for-the-Investigation-of-Cystic-Fibrosis.html
https://www.Acb.Org.Uk/Resource/Guidelines-for-the-Performance-of-the-Sweat-Test-for-the-Investigation-of-Cystic-Fibrosis.html
https://doi.org/10.1016/j.jcf.2022.01.004
https://doi.org/10.1016/S0022-3476(94)70314-0
https://doi.org/10.1016/S0022-3476(96)70034-3
https://doi.org/10.1016/j.jpeds.2007.03.002
https://doi.org/10.1016/j.clinbiochem.2005.05.007
https://www.ncbi.nlm.nih.gov/pubmed/15953599
https://doi.org/10.1136/adc.59.10.919
https://www.ncbi.nlm.nih.gov/pubmed/6497428
https://doi.org/10.1080/080352500750043378
https://www.ncbi.nlm.nih.gov/pubmed/10976833
https://doi.org/10.1016/j.clinbiochem.2009.05.001
https://doi.org/10.1016/j.jpeds.2016.09.066
https://doi.org/10.1016/j.jcf.2020.11.006
https://doi.org/10.1002/ppul.25683
https://doi.org/10.1016/j.jcf.2021.03.015
https://doi.org/10.1542/peds.2021-051740
https://doi.org/10.1038/s41431-022-01054-5
https://doi.org/10.3390/children10020177
https://www.ncbi.nlm.nih.gov/pubmed/36832306
https://doi.org/10.1186/s13052-020-00948-8
https://www.ncbi.nlm.nih.gov/pubmed/33407736
https://doi.org/10.1542/peds.2008-1681
https://www.ncbi.nlm.nih.gov/pubmed/19171585
https://doi.org/10.1002/ppul.21509
https://www.ncbi.nlm.nih.gov/pubmed/22081556
https://doi.org/10.3390/ijerph17093196
https://doi.org/10.1016/j.clinbiochem.2015.12.014
https://www.ncbi.nlm.nih.gov/pubmed/26851350
https://doi.org/10.2307/2529310
https://www.ncbi.nlm.nih.gov/pubmed/843571

Int. |. Neonatal Screen. 2023, 9, 41 90f9

30.

31.

32.

33.

34.

Terlizzi, V.; Mergni, G.; Buzzetti, R.; Centrone, C.; Zavataro, L.; Braggion, C. Cystic Fibrosis Screen Positive Inconclusive Diagnosis
(CFSPID): Experience in Tuscany, Italy. J. Cyst. Fibros. 2019, 18, 484-490. [CrossRef]

Salinas, D.B.; Ginsburg, D.K.; Wee, C.P; Saeed, M.M.; Brewington, J.J. Gradual Increase in Sweat Chloride Concentration Is
Associated with a Higher Risk of CRMS/CFSPID to CF Reclassification. Pediatr. Pulmonol. 2023, 58, 1074-1084. [CrossRef]
Ginsburg, D.K,; Salinas, D.B.; Cosanella, T.M.; Wee, C.P;; Saeed, M.M; Keens, T.G.; Gold, J.I. High Rates of Anxiety Detected in
Mothers of Children with Inconclusive Cystic Fibrosis Screening Results. J. Cyst. Fibros. 2022, 22, 420-426. [CrossRef]

Massie, J. Sweat Testing for Cystic Fibrosis: How Good Is Your Laboratory? | Paediatr Child Health 2006, 42, 153—154. [CrossRef]
[PubMed]

Green, A; Kirk, J. The Guidelines Development Group Guidelines for the Performance of the Sweat Test for the Diagnosis of
Cystic Fibrosis. Ann. Clin. Biochem. 2007, 44, 25-34. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1016/j.jcf.2019.04.002
https://doi.org/10.1002/ppul.26296
https://doi.org/10.1016/j.jcf.2022.12.002
https://doi.org/10.1111/j.1440-1754.2006.00821.x
https://www.ncbi.nlm.nih.gov/pubmed/16630312
https://doi.org/10.1258/000456307779596011
https://www.ncbi.nlm.nih.gov/pubmed/17270089

	Introduction 
	Materials and Methods 
	Study Population 
	Sweat Test 
	Statistical Analyses 

	Results 
	Discussion 
	Conclusions 
	References

