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Summary
Background This systematic review and meta-analysis aimed to examine the performance of polymerase chain
reaction (PCR) assays for diagnosing mucormycosis.

Methods A standardised search was conducted from conception to December 3rd 2024 using PubMed, Embase,
Global Health, and Cochrane library. Original studies that used PCR-based methods on any human specimen to
diagnose mucormycosis were analysed for eligibility. Using a bivariate meta-analysis, the diagnostic performance
of PCR was examined against the European Organisation for Research and Treatment of Cancer-Mycoses Study
Group Education and Research Consortium 2020 (EORTC-MSGERC) definitions of proven and probable invasive
mould disease, which was modified to include all patients at risk of mucormycosis. The study protocol was
registered on the PROSPERO database (CRD42023478667).

Findings Of 4855 articles, a total of 30 met inclusion criteria, including 5920 PCR reactions on 5147 non-duplicate
specimens from 819 cases of proven/probable mucormycosis and 4266 patients who did not meet the EORTC-
MSGERC 2020 criteria. According to specimen type, sensitivity of PCR varied (p < 0.001) whereas specificity was
similar (p = 0.662). Bronchoalveolar lavage fluid offered the highest sensitivity of 97.5% (95% CI 83.7-99.7%),
specificity of 95.8% (95% CI 89.6-98.4%), positive likelihood ratio (LR+) of 23.5, and negative likelihood ratio
(LR-) of 0.03. Tissue provided sensitivity of 86.4% (95% CI 78.9-91.5%), specificity of 90.6% (95% CI
78.1-96.3%), LR+ of 9.2, and LR~ of 0.15. Blood provided reduced sensitivity of 81.6% (95% CI 70.1-89.4%),
specificity of 95.5% (95% CI 87.4-98.5%), DOR of 95, LR+ of 18.3, and LR- of 0.19. Formalin-fixed paraffin-
embedded specimens yielded the lowest sensitivity of 73.0% (95% CI 61.0-82.3%), highest specificity of 96.4%
(CI 95% 87.5-99.0%), LR+ of 20.2, and LR- of 0.28. The covariates best explaining heterogeneity of the overall
analysis were specimen type, study design (cohort versus case-control) and disease prevalence while patient
population (COVID-19 versus other) and PCR (conventional versus quantitative) had less impact on heterogeneity.

Interpretation This meta-analysis confirms the high performance of PCR for diagnosing mucormycosis and supports
the instatement of PCR detection of free-DNA in blood, BALF and tissue into future updated definitions and
diagnostic guidelines for mucormycosis.

Funding None.

Copyright Crown Copyright © 2025 Published by Elsevier Ltd. This is an open access article under the CC BY-NC-ND
license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
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Introduction

Mucormycosis is a severe and often fatal angio-invasive
fungal disease caused by a group of ubiquitous, envi-
ronmental moulds from the order Mucorales. Clinical
manifestations of mucormycosis are diverse including
cutaneous, rhino-orbital, cerebral, pulmonary, gastro-
intestinal, and disseminated disease. Susceptible
populations include those with uncontrolled diabetes
mellitus and compromised immunity of any form,
including haematological malignancy, solid organ
transplant, and the use of immunomodulating therapy.
The incidence of mucormycosis has risen in recent
years, partly driven by the COVID-19 pandemic which

led to a major outbreak of rhino-orbital-cerebral
mucormycosis in India, primarily among patients with
poorly controlled diabetes mellitus or receiving systemic
corticosteroids.” Cutaneous mucormycosis may occur in
healthy individuals following trauma or burns injuries,
and outbreaks following natural disasters are recog-
nised.”* The overall mortality rate of mucormycosis re-
mains very high (46% in a recent meta-analysis),
particularly in those with cerebral involvement or
disseminated disease.' The prognosis can be improved
with early diagnosis and treatment.’

For decades, the diagnosis of mucormycosis has
relied on histopathology, microscopy, and culture of
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Research in context

Evidence before this study

Conventional diagnostic tests for mucormycosis including
direct examination, culture, and histopathology are
insensitive with cultures missing around 50% of cases and
requiring up to 3-7 days to grow. Fungal biomarkers like
serum galactomannan and fB-p-glucan (BDG) are of no use for
the detection of Mucorales species and while in development,
currently no Mucorales-specific antigen test is available. In
recent years, significant advances have been made in PCR-
based diagnosis of mucormycosis. In case-control and cohort
studies, pan-Mucorales qPCR assays, targeting the conserved
rDNA (mainly 18S, 28S rDNA, and internal transcribed spacer
(ITS) regions), have demonstrated good sensitivity for
detecting Mucorales in fresh tissue samples and
bronchoalveolar lavage fluid (BALF). However, these samples
are often not feasible in critically unwell patients (e.g.,
haematological patients with coagulopathy) or may be
delayed due to the need for specialist expertise or equipment.
Detection of circulating Mucorales by PCR on blood specimens
(including serum, plasma, and whole blood) has
demonstrated potential as an alternative to BALF or tissue
biopsies for the early diagnosis of mucormycosis, significantly
reducing the time to diagnosis when compared with
conventional methods. Though specificity of PCR on blood
specimens is very high, sensitivity appears to be lower than
for BALF/tissue specimens. A standardised search of PubMed,
Embase, Global Health, and Cochrane library from conception
to December 3rd 2024 found no systematic reviews or meta-
analyses published previously on the performance of PCR for
the diagnosis of mucormycosis and identified a data gap,
which has undermined our understanding of this test that is
critical to overcoming the current diagnostic limitations of
MUCOrmMycosis.

Added value of this study

This rigorous and comprehensive meta-analysis presents
comparative diagnostic performance of conventional and
quantitative PCR (qPCR) of various specimen types and in
patient populations against EORTC-MSGERC 2020 definitions
of proven and probable invasive mould disease, as applied to
mucormycosis. In a bivariate meta-analysis of 30 articles,
overall sensitivity, specificity, and DOR were high. Sensitivity
of PCR varied significantly according to specimen type, with
BALF providing highest sensitivity, followed by tissue, blood,
and FFPE specimens. While specificity was similar across all

tissue biopsy and respiratory samples. Histopathology
can identify invasive disease and distinguish between
Mucorales and other invasive moulds like Aspergillus,
but cannot differentiate between different Mucorales
species and diagnostic accuracy is heavily dependent on
specimen quality and operator skill.® Culture allows
genus and species identification, but is positive in only
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specimen types, it was likely compromised by the sub-optimal
sensitivity of the reference test. There was no significant
difference in performance of gPCR and conventional PCR in
our analysis, though data for conventional assays were
limited. Where available, gPCR is recommended over
conventional assays due to the key technical advantages of
rapid identification to genus/species level, quantification of
fungal burden and reduced opportunity for contamination.
Across the cohort studies, there was a very broad range of
disease prevalence due to varying pre-test probabilities of
disease, including very high prevalence in studies of rhino-
orbital-cerebral mucormycosis (>50%) associated with the
COVID-19 pandemic.

Implications of all the available evidence

The findings of our systematic review and meta-analysis have
implications on diagnostic guidelines for mucormycosis.
Across all specimen types, PCR positivity is indicative of
mucormycosis, but requires clinical interpretation, dependent
on clinical and radiological evidence, and the strength of gPCR
signal (indicative of fungal load), particularly in specimens
where there is a risk of mucosal surface contamination (e.g.,
tissue from the nasal cavity or sinuses, respiratory tract
specimens). PCR on BALF provides high sensitivity and
specificity and is our recommended test for suspected
pulmonary mucormycosis. PCR on blood and BALF is
recommended for testing of high-risk patients (i.e., burns,
haematological malignancy, traumatic injury with
environmental contamination, outbreaks associated with
COVID-19 and influenza), due to high negative predictive
value (NPV) which can exclude infection when there is low
pre-test probability. Where tissue biopsy or BALF are not
feasible, blood PCR provides a non-invasive alternative with
adequate diagnostic performance. Where possible, PCR on
fresh tissue is recommended over FFPE specimens due to
higher sensitivity. PCR negativity on FFPE specimens cannot
exclude mucormycosis. However, the role of PCR on FFPE
specimens is primarily to provide an identification on tissue
where fungal elements have been seen but culture is negative,
for which high specificity is key. qPCR is recommended over
conventional PCR due to the technical benefits of
quantification of burden and reduced risk for carryover
contamination. PCR should not replace conventional methods
which remain crucial for formal identification, antifungal
susceptibility testing, and typing for delineation of outbreaks.

50% of cases and can require an average of 3-7 days for
the mould to grow.” Tests to detect serum gal-
actomannan and p-p-glucan (BDG) are of no use for the
detection of Mucorales and, while in development,
currently no Mucorales-specific antigen test is available.”

In recent years, significant advances have been made
in PCR-based diagnosis of mucormycosis. Alongside
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Aspergillus and pan-fungal PCR, Mucorales PCR on
bronchoalveolar lavage fluid (BALF) or tissue formed
part of the 2018 European QUALity (EQUAL) Score for
diagnosis of invasive fungal diseases (IFD).* However,
In the updated 2020 European Organisation for
Research and Treatment of Cancer—Mycoses Study
Group Education and Research Consortium (EORTC-
MSGERC) consensus definitions for IFD, classical
histopathology, and cultures remain the main, recom-
mended methods for the diagnosis of mucormycosis
and other rare moulds.” A combined approach of PCR
and sequencing is yet only recommended for
microscopy-positive tissue biopsies. The most recent
global guideline (2019) from the European Confedera-
tion of Medical Mycology (ECMM) in cooperation with
the Mycoses Study Group Education & Research Con-
sortium (MSGERC) also makes a “moderate” recom-
mendation for the use of molecular methods for the

identification of the causative agent in Dbiopsy
specimens.
Pan-Mucorales qPCR assays, targeting the

conserved rDNA locus (mainly 18S, 28S rDNA, and
ITS regions), have demonstrated good sensitivity for
detecting Mucorales in fresh tissue samples and
BALF." When these invasive samples are not feasible,
detection of circulating Mucorales by PCR on periph-
eral blood specimens has demonstrated potential as a
non-invasive tool for the early diagnosis of mucormy-
cosis.'”” Though the specificity of blood PCR is very
high, sensitivity appears to be lower than for other
specimen types."” The aim of this study was to under-
take a systematic review and meta-analysis of the
available literature to examine the comparative diag-
nostic performance of PCR on different specimens in
patients with proven/probable mucormycosis, with a
view to informing clinicians on the best strategy for the
diagnosis of mucormycosis and accurate interpretation
of PCR results.

Methods

This systematic review and meta-analysis were con-
ducted by the Fungal PCR Initiative (FPCRI), a working
group of the International Society for Human and An-
imal Mycology (ISHAM).

Search strategy and selection criteria
A standardised search was conducted from January 1st,
1946 to December 3rd, 2024 using PubMed, Embase,
Global Health, and Cochrane Library (search terms in
Supplementary Figure S1). No language restrictions
were applied to the search and non-English language
studies were translated. Additional relevant articles from
the reference sections were reviewed and study authors
were contacted for missing data.

Original studies that used PCR-based methods on
any human specimen were analysed for eligibility.

Studies were eligible if: (1) PCR test results were
compared with the reference diagnosis made using
standard laboratory methods in line with EORTC/
MSGERC 2020 definition of proven or probable invasive
mould disease, as applied to mucormycosis, including
all those with known host factors for mucormycosis
(e.g., diabetes mellitus, burns, traumatic injury) which
are not stated in EORTC/MSGERC 2020 definitions; (2)
results of the index test were reported as false positive,
true-positive, false-negative, and true-negative, or this
data could be derived from the study if not specifically
stated; and (3) evaluation of the test(s) was performed in
cohort studies of clinically relevant patient populations,
defined as individuals at high risk of mucormycosis,
typically where there is clinical suspicion of the disease,
and case-control studies, which evaluated specimens
from a group of patients known to have mucormycosis,
and from a separate group of subjects without evidence
of disease. Both prospective and retrospective studies
were included. Studies evaluating pan-fungal PCR and
sequencing were excluded.

Duplicated studies identified from different data-
bases were removed before screening. Pairs of authors
independently screened articles for eligibility and
selected articles for full-text review, with disagreements
resolved by a third author new to the specific article and
blinded to the previous reviews. Abstract screening was
facilitated using the web-based software Rayyan.'* Pairs
of authors independently extracted data from the studies
included and assessed risk of bias by use of the Quality
Assessment of Diagnostic Accuracy Studies-2 (QUA-
DAS-2) tool, with any disagreements resolved by third
author.'”'° Our study adhered to the Preferred Reporting
Items for Systematic Reviews and Meta-Analysis for
Diagnostic Test Accuracy (PRISMA-DTA) guideline.”
The PROSPERO protocol is available online (https://
www.crd.york.ac.uk/prospero/display_record.php?ID=
CRD42023478667).

Statistical analysis

Using the GRADE approach, certainty of evidence was
rated as high, moderate, low, or very low based on four
domains namely, risk of bias, indirectness, inconsis-
tency, and imprecision.” The QUADAS-2 tool was used
to assess risk of bias and indirectness. To evaluate
inconsistency, pre-specified analyses of covariates were
conducted to investigate potential sources of heteroge-
neity and downgraded when the inconsistency in the
accuracy estimates could not be explained. For impre-
cision, 95% confidence intervals (CI) of sensitivity and
specificity estimates were assessed and downgraded
where heterogeneity of the results could not be
explained. Publication bias was not formally evaluated
because there is no appropriate test with adequate sta-
tistical power to reliably assess this in the context of
diagnostic test accuracy systematic reviews.” A leave-
one-out meta-analysis approach was performed to
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understand the impact of each individual study on the
overall pooled effect estimate.

For included studies, either individual data or sum-
mary estimates of sample size, number of true positive,
true negative, false positive, and false negative results of
PCR in each study were extracted. The sensitivity,
specificity, diagnostic odds ratio (DOR, a measure of
overall diagnostic performance), and positive and
negative likelihood ratio (LR+, LR-) of PCR tests and the
95% CI were calculated, as were the positive predictive
values (PPV) and negative predictive values (NPV). The
main statistical approach consisted of a bivariate meta-
analysis of sensitivity and specificity using a multilevel
mixed-effects logistic regression approach for binomial
responses with an unstructured covariance matrix. An-
alyses were performed with Stata version 15.1 (Stata
version 15.1; StataCorp LLC, Lakeway Drive, Texas:
USA; https://www.stata.com/) using the commands
‘meqrlogit’ (Multilevel mixed-effects logistic regression
[QR decomposition]) and ‘metadta’.” Meta-regression
was undertaken to investigate differences across the
subgroups. Co-variates were pre-specified and included
specimen type (tissue, blood, FFPE specimens, BALF or
mixed, where a study pooled multiple specimen types),
PCR type (qPCR, conventional), and study type (case-
control, cohort). Additional co-variates of prevalence of
proven/probable mucormycosis according to reference
test (prevalence <5%, 5-<20%, 20-<50%, and >50%)
and patient cohort (COVID-19 only versus other) were
specified post-hoc. Corresponding covariates for sensi-
tivity and specificity were added to the model assuming
equal variances for the random effects of the logit sen-
sitivities and the logit specificities. P-values were ob-
tained from likelihood ratio tests and were considered
statistically significant if <0.05. Heterogeneity was eval-
uated by visual inspection of forest plots of sensitivity
and specificity of PCR by co-variates.

Ethics
This meta-analysis used publicly available, anonymised
data and did not require ethical approval.

Role of the funding source
There was no funding source.

Results
Of the 4855 unique references identified, 133 potentially
relevant articles were selected for full-text review. After
full-text review, 103 studies were excluded for various
reasons (Fig. 1, flow chart) and 30 studies published
between 2007 and 2024 met the inclusion criteria for the
systematic review and meta-analysis (Supplementary
Figure S2).7-¢

A total of 5920 PCR reactions using 5147 non-
duplicate specimens from 819 cases of EORTC/
MSGERC 2020 proven/probable mucormycosis and
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4266 cases that did not meet the criteria for proven/
probable mucormycosis were included. Studies were
from 11 different countries, mostly cohort (n = 24,
80.0%) and single centre in design (n = 24, 80.0%). The
reference standard was proven mucormycosis in 13
studies (43.3%), where all cases were confirmed by
culture, and proven/probable mucormycosis in 17
studies (56.7%), where the diagnosis was confirmed by
microscopy or culture. The reported prevalence of
mucormycosis in the cohort studies ranged from 0.4%
to 68.4%. Study characteristics are summarised in
Supplementary Table S1.

Haematological malignancy was the most common
underlying disease (n = 871, 17.1%), followed by
COVID-19 (n = 613, 12.1%), diabetes mellitus (n = 529,
10.4%), organ transplantation (n = 249, 4.9%), and solid
malignancy (n = 198, 3.9%). Underlying disease was not
specified for over half of the included patients (n = 2905,
57.1%). Specimens tested by PCR were BALF (n = 1997,
38.8%), blood (n = 1307, 25.4%), tissue (n =712, 13.8%),
FFPE specimens (n = 512, 9.9%), or mixed (n = 619,
12.0%). In studies of “mixed” specimens (n = 8),
insufficient data were provided to perform analysis
based on specimen type. There were variations in the
PCR formats used: qPCR was used in 21 studies
(n = 5004, 84.5%) and conventional PCR was used in 9
studies (n = 916, 15.4%). Details of the PCR assays used
are summarised in Supplementary Table S2.

A total of thirty-four 2 x 2 tables reporting true-
positive, false-positive, false-negative, and true-negative
cases were obtained from the 30 articles. QUADAS-2
assessment demonstrated that most included studies
were of overall good or acceptable quality. Several
studies were unclear in their reporting of patient selec-
tion and conduct of the index and reference test (i.e., use
of blinding). All seven case-control studies were classi-
fied as “high risk of selection bias” regarding patient
selection. Concerns regarding applicability were seldom
found (Supplementary Figures S2 and S3). The certainty
of the evidence varied from low in case-control studies
to moderate in cohort studies, moderate for both qPCR
and conventional PCR, moderate in studies evaluating
BALF and blood, and low in studies evaluating tissue
and FFPE specimens, for which there were compara-
tively fewer data (Supplementary Table S3).

Sensitivity and specificity of PCR according to spec-
imen type, PCR assay, and study design (Table 1).
Overall pooled sensitivity of PCR was 90.3% (95% CI
84.5-94.1%) and specificity was 95.0% (95% CI
91.9-96.9%). According to specimen type, sensitivity of
PCR varied significantly (p < 0.001), whereas specificity
was similar (p = 0.662). BALF offered the highest
sensitivity of 97.5% (95% CI 83.7-99.7%), specificity of
95.8% (95% CI 89.6-98.4%), diagnostic odds ratio
(DOR) of 915, LR+ of 23.5, and LR- of 0.03. Tissue
provided a sensitivity of 86.4% (95% CI 78.9-91.5%),
specificity of 90.6% (95% CI 78.1-96.3%), DOR of 70,
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Fig. 1: Study selection. Abbreviations: EORTC, European Organisation for Research and Treatment of Cancer; FN, false negative; FP, false
positive; PCR, polymerase chain reaction; TN, true negative; TP, true positive.

LR+ of 9.2, and LR- of 0.15. Blood provided reduced
sensitivity of 81.6% (95% CI 70.1-89.4%), specificity of
95.5% (95% CI 87.4-98.5%), DOR of 95, LR+ of 18.3,
and LR- of 0.19. A subgroup analysis of plasma and
serum was performed but showed no significant dif-
ference in sensitivity or specificity (p = 0.208 and 0.607,
respectively, Supplementary Figure S5). FFPE speci-
mens yielded the lowest sensitivity of 73.0% (95% CI
61.0-82.3%), highest specificity of 96.4% (CI 95%
87.5-99.0%), DOR of 72, LR+ of 20.2, and LR of 0.28.
Compared to tissue, the sensitivity of FFPE specimens
was lower (p = 0.034) but differences in specificity did
not reach statistical significance (p = 0.232). There were
no significant differences in sensitivity and specificity of
qPCR and conventional PCR (p = 0.957, 0.374, respec-
tively), with qPCR providing sensitivity of 90.4% (95%
Cl 83.2-94.7%) and specificity of 95.6% (95% CI
92.4-97.6%), compared to conventional PCR with

sensitivity of 90.2% (95% CI 79.3-95.7%) and specificity
of 93.0% (95% CI 83.8-97.1%).

Regarding study design, reported sensitivity of PCR
was higher in cohort studies (93.0%, 95% CI
88.1-96.0%) compared to case-control studies (78.8%,
95% CI 64.1-88.5%, p = 0.008), whereas specificity was
not significantly different (94.1%, 95% CI 90.1-96.6%
for cohort studies compared to 97.5%, 95% CI
92.1-99.2% for controls, p = 0.17). In a post-hoc anal-
ysis, sensitivity was significantly different according to
disease prevalence (p = 0.020), whereas specificity did
not change (0.426). The point estimate of specificity was
lower for COVID-19 populations (85.5%, 95% CI
67.2-94.5%) compared to populations with other con-
ditions (94.7%, 95% CI 91.4-96.8%), though this did not
reach statistical significance (p = 0.069). Sensitivity was
not significantly different according to population
(p = 0.689).
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Specificity (95% Cl)

DOR (95% CI) LR+ (95% Cl)

LR- (95% CI)

No. of No. of Sensitivity (95% Cl)
assays positive/
negative
specimens
Specimen type
Mixed 8 345/527 0.977 (0.944-0.990)
Tissue 8 328/504 0.864 (0.789-0.915)
Blood (overall) 6 118/1189 0.816 (0.701-0.894)
Serum 3 65/919 0.8753 (0.749-0.943)
Plasma 3 53/270 0.742 (0.563-0.865)
FFPE specimens 5 238/355 0.730 (0.610-0.823)
BALF 7 37/2279 0.975 (0.837-0.997)
PCR
gPCR 24 700/4184 0.904 (0.832-0.947)
Conventional 10 366/670 0.902 (0.793-0.957)
Study design
Case-control 9 283/518 0.788 (0.641-0.885)
study
Cohort study 25 783/4336 0.930 (0.881-0.960)
Prevalence
>50% 9 590/448 0.935 (0.862-0.971)
>20-50% 9 309/547 0.788 (0.647-0.883)
5-20% 6 102/640 0.919 (0.788-0.972)
<5% 10 65/3219 0.963 (0.866-0.990)
Population®
Other 26 625/2790 0.918 (0.852-0.956)
COVID-19 5 291/327 0.896 (0.737-0.964)

0.961 (0.882-0.988)
0.906 (0.781-0.963)
0.955 (0.874-0.985)
0.949 (0.671-0.994)
0.978 (0.766-0.998)
0.964 (0.875-0.990)
0.958 (0.896-0.984)

0.956 (0.924-0.976)
0.930 (0.838-0.971)

0.975 (0.921-0.992)

0.941 (0.901-0.966)

0.934 (0.830-0.976)
0.919 (0.821-0.966)
0.973 (0.917-0.992)
0.959 (0.912-0.981)
0.947 (0.914-0.968)
0.855 (0.672-0.945)

1021 (256-4064)  24.9 (8.0-7.7)
61 (22-168) 9.2 (3.8-22.1)
95 (29-308) 183 (6.4-52.6)

130 (8.5-1984)

126 (5.6-2834)
72 (19-272)

915 (100-8394)

(
(
17.1 (2.0-145.8)
33.3 (2.3-4731)
20.2 (5.7-71.8)
(

23.5 (9.1-60.5)

207 (91-472)
121 (37-400)

20.8 (11.8-36.6)
12.8 (5.4-30.5)
143 (36-574) 31.3 (9.6-101.6)

213 (95-477) 15.8 (9.3-27.1)

0.02 (0.01-0.06)
0.15 (0.10-0.23)
0.19 (0.11-0.32)
0.13 (0.06-0.30)
0.26 (0.14-0.50)
0.28 (0.19-0.41)
0.03 (0.00-0.19)

0.10 (0.06-0.18)
0.11 (0.05-0.23)

0.22 (0.12-0.39)

0.07 (0.04-0.13)

203 (65-634) 14.14 (5.3-37.5) 0.07 (0.03-0.15)
42 (17-107) 974 (4.4-216)  0.23 (0.14-0.39)
413 (102-1673) 343 (11.0-106.9) 0.08 (0.03-0.23)
601 (139-2605)  23.5 (10.9-50.8)  0.04 (0.01-0.15)

199 (88-451)
51 (12-224)

17.3 (10.6-28.2)
6.2 (2.5-15.3)

0.09 (0.05-0.16)
0.12 (0.04-0.33)

Pooled diagnostic performance with reference to EORTC/MSGERC definitions of proven/probable mucormycosis. Abbreviations: 95% Cl, 95% Confidence Interval; BAL,
broncho-alveolar lavage fluid; ClI, confidence interval; DOR, diagnostic odds ratio; FFPE, formalin-fixed paraffin-embedded; LR+, positive likelihood ratio; LR-, negative
likelihood ratio; No., number; PCR, polymerase chain reaction; qPCR, quantitative PCR. *Three studies were excluded from this analysis because they included a mixed
population and did not provide sufficient data to evaluate performance based on subgroups of patients with COVID-19.

Table 1: Pooled sensitivity, specificity, and diagnostic odds ratio of polymerase chain reaction (PCR) test according to specimen type, PCR, study

design, prevalence and population.

PPVs and NPVs were also calculated to understand
how diagnostic accuracy may change according to dis-
ease prevalence (Fig. 2). Forest plots according to spec-
imen type showed moderate variability of effect sizes
and related CIs, with sensitivity being more heteroge-
neous than specificity (Fig. 3). An overview of all sub-
group analyses performed is summarised in Fig. 4. The
covariates best explaining the heterogeneity of the
overall analysis were the type of specimens evaluated,
study design, and prevalence, while patient population
(COVID-19 versus other) and PCR type had less impact
on sensitivity and specificity = (Supplementary
Figures S5-S9). In our leave-one-out sensitivity anal-
ysis, there was minimal fluctuation in the effect esti-
mates when each study was excluded (Supplementary
Table S4).

Discussion

This meta-analysis presents a rigorous and compre-
hensive analysis of the comparative diagnostic perfor-
mance of both conventional and qPCR on four

www.thelancet.com Vol 81 March, 2025

different specimen types from 819 patients with
proven/probable mucormycosis according to EORTC/
MSGERC 2020 definitions and 4266 patients who did
not meet these criteria. In our analysis, COVID-19 was
reported as the second most common underlying dis-
ease, after haematological malignancy and surpassing
diabetes mellitus and organ transplantation, although
the presence of classical risk factors within the COVID-
19 cohort was not specified within the papers. This
highlights the changing epidemiology of mucormy-
cosis and the expanding population of susceptible pa-
tients since the COVID-19 pandemic. Across the
cohort studies, there was a very broad range of disease
prevalence due to varying pre-test probabilities of dis-
ease, with some studies consisting entirely of patients
with clinical and radiological evidence highly indicative
of mucormycosis and other studies screening high-risk
individuals with no specific clinical features
(Supplementary Table S1). There was a very high
prevalence of rhino-orbital-cerebral mucormycosis in
some studies which were performed during the
COVID-19 pandemic.
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Predictive values

40
Prevalence (%)

60 80

PPV mixed
PPV tissue
— — — PPV blood
- ——- PPV FFPE
PPV BALF

NPV mixed
NPV tissue
— — — NPV blood
— ——- NPV FFPE
NPV BALF

Fig. 2: Positive predictive values (PPVs) and negative predictive values (NPVs) presented as probability curves for quantitative poly-
merase chain reaction on each specimen type. Probability curves based on the predictions of the bivariate meta-analysis model. Positive and
negative predictive values of Mucorales PCR are highly dependent on pre-test probability as determined by the patient’s risk factors, clinical and
radiological features. Understanding the impact of the pre-test probability on the interpretation of any test, including PCR, is key. Abbreviations:
BALF, bronchoalveolar lavage fluid; FFPE, formalin-fixed paraffin-embedded; positive predictive values, PPV; negative predictive values, NPV.

The site of infection determines the appropriate
choice of specimen for the PCR test. Of all specimen
types, most data were available for PCR analysis of
BALF, which provides the highest sensitivity and high
specificity and is our recommended test for the diag-
nosis of pulmonary mucormycosis. In the presence of
consistent clinical signs, the LR+ and LR- for BALF are
sufficient to both include and exclude pulmonary
mucormycosis. For other types of mucormycosis, tissue
biopsy at the site of infection should be obtained
wherever possible. PCR on tissue provides high sensi-
tivity although specificity is reduced, possibly due to the
detection of surface contamination of the mucosal
membranes in the upper respiratory tract when testing
nasal cavity and sinus tissue.?'***** The point estimate
of specificity was reduced in COVID-19 populations,
which largely presented with rhino-orbital-cerebral
mucormycosis, though statistical significance was not
reached (p = 0.069) and data were limited and related to
an outbreak setting. Corroboration of PCR positivity
with histological or microscopic evidence of fungal ele-
ments within tissue is strongly recommended. Tissue
homogenisation, the presence of PCR inhibitors in
nasal secretions, and the use of different sections of
biopsy for histopathology, culture, and molecular testing
may also affect performance. Where available, the use of
fresh tissue for PCR is recommended rather than FFPE
tissue.” The specificity of FFPE and tissue specimens

were similar but the sensitivity of FFPE was compro-
mised, likely due to DNA degradation by formalin
treatment and leakage of cellular contents from the
fragile, pauci-septate hyphae during preparation/
sectioning.” Mucorales-specific mitochondrial DNA
appears to be more resistant to DNA degradation by
formalin and warrant further investigation.” The use of
thicker FFPE tissue specimens (50 pm) has been shown
to improve sensitivity.*

Although sampling closer to the site of fungal growth
offers higher sensitivity, tissue sampling is not always
feasible in critically ill patients (e.g., haematology pa-
tients with thrombocytopaenia) and bronchoscopy may
be delayed due patient’s condition or the need for
specialist equipment and expertise. PCR on blood
demonstrated good sensitivity and excellent specificity,
while providing a non-invasive, low-risk, and less tech-
nically demanding approach to sampling and is our
recommended test for screening high-risk patients.” In
our analysis, PCR on blood was used to diagnose a wide
range of mucormycosis presentations, including pul-
monary, rhino-orbital-cerebral, and disseminated infec-
tion, but it was not possible to evaluate diagnostic
performance for individual presentations due to a lack
of stratified data presented in the studies. As blood-
based PCR utilises a readily available specimen type, it
is suitable for screening high-risk individuals (e.g.,
critical burns, haematological malignancy), to enable
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No. of

positive / negative
Study specimen Sensitivity (95% Cl) Specificity (95% Cl)
Mixed
Hrncirova 2010 715 —— ¢ 1.00(0.59, 1.00) p 1.00 (0.48, 1.00)
Springer 2016b* 8/6 —— | 0.75(0.35,0.97) p 1.00 (0.54, 1.00)
Springer 2016b* 8/6 1.00 (0.63, 1.00) 1.00 (0.54, 1.00)
Khapuinamai 2022 16/9 —= 1.00(0.79, 1.00) —_— 0.67 (0.30, 0.93)
Badiee 2018 197144 ——e—| 0.89(0.67,0.99) - 1.00(0.97, 1.00)
Bigot 2022 71159 — ¢ 1.00(0.59, 1.00) -e| 0.97 (0.94, 0.99)
Pandey 2021 140/99 -8 0.99(0.95, 1.00) —e— | 0.92(0.85,0.96)
Pandey 2022 140/ 99 -4 0.99 (0.96, 1.00) — 0.84 (0.75, 0.90)
Summary | 0.98 (0.94, 0.99) <>| 0.96 (0.88, 0.99)
Tissue
Badiee 2013 7121 — & 0.86(0.42,1.00) —e— 0.95(0.76, 1.00)
Rickerts 2007 6/50 ——— ¢ 1.00(0.54, 1.00) —e| 0.98(0.89, 1.00)
Tran 2024 39/18 ——e— | 0.87(0.73,0.96) ——=— 0.94(0.73,1.00)
Badiee 2015 1197 1.00 (0.03, 1.00) — 0.69 (0.59, 0.78)
Soltani 2024* 48172 —_—— 0.65 (0.49, 0.78) —e-| 0.96 (0.88, 0.99)
Soltani 2024* 48/72 —e—| 0.92(0.80, 0.98) —e— | 0.90(0.81, 0.96)
Aboutalebian 2023 73187 —=e—| 0.93(0.85,0.98) — 0.84 (0.74,0.91)
Pandey 2023 106 / 87 — 0.85(0.77,0.91) — 0.71(0.61, 0.80)
Summary g 0.86 (0.79, 0.92) ——— | 0.91(0.78, 0.96)
Blood
Springer 2016a 5/30 ——— ¢ 1.00(0.48, 1.00) —_— 0.77 (0.58, 0.90)
Legrand 2016 10/65 — ¢ 1.00(0.69, 1.00) —¢ 1.00 (0.94, 1.00)
Seo 2021 21/59 —_— 0.57 (0.34, 0.78) — 0.76 (0.63, 0.86)
Senchyna 2021 2217146 —_— 0.73 (0.50, 0.89) —e| 0.98 (0.94, 1.00)
Millon 2022 40/ 205 —e— | 0.90(0.76,0.97) —e— | 0.91(0.86,0.95)
Imbert 2023 20/684 —_— 0.80 (0.56, 0.94) ¢ 0.99 (0.99, 1.00)
Summary _ 0.82(0.70, 0.89) <>| 0.96(0.87, 0.99)
FFPE
Jiang 2023* 2457 —_— 0.75 (0.53, 0.90) —e- 0.96 (0.88, 1.00)
Jiang 2023* 2457 —_—— 0.75 (0.53, 0.90) —eo—| 0.93(0.83,0.98)
Ellis 2024 31/53 —_— 0.77 (0.59, 0.90) B — 0.58 (0.44, 0.72)
Salehi 2016 33/69 —_— 0.67 (0.48, 0.82) —$ 1.00 (0.95, 1.00)
Jillwin 2021 126 /119 — 0.68 (0.59, 0.76) -9 1.00(0.97, 1.00)
Summary _ 0.73 (0.61, 0.82) <| 0.96(0.87, 0.99)
BALF
Lengerova 2014 4782 — £ 1.00(0.40,1.00) —e—| 0.94(0.86,0.98)
Chen 2024 2/148 1.00 (0.16, 1.00) —e-| 0.95(0.90, 0.98)
WehrleWieland 2018 2/ 165 1.00 (0.16, 1.00) —&| 0.96 (0.92, 0.99)
Guegan 2020* 10/309 —— ¢ 1.00(0.69, 1.00) -o | 0.93(0.89, 0.95)
Guegan 2020* 10/309 ——— e 0.90(0.55, 1.00) -o | 0.94(0.91,0.97)
Scherer 2018 5/332 ——— ¢ 1.00(0.48, 1.00) -e| 0.97 (0.95, 0.99)
Brousse 2024 41934 ——— ¢ 1.00(0.40, 1.00) o 0.98(0.97,0.99)
Summary ——){ 0.98(0.84, 1.00) <>| 0.96(0.90, 0.98)

0 5 1 0 5 1

Fig. 3: Forest plots for sensitivity and specificity of polymerase chain reaction by specimen type. Abbreviations: BALF, bronchoalveolar
lavage fluid; Cl, confidence interval; FFPE, formalin-fixed paraffin-embedded; No., number. *Studies Springer 2016b and Jiang 2023 reported
findings of two different assays.

early recognition of mucormycosis and monitoring of ~ contamination/colonisation and genuine infection and
treatment response.”'>***>°! For these uses, quantifica-  monitoring the burden of circulating Mucorales DNA as
tion of the fungal load is key to distinguishing between  a marker for treatment response.”

. Sensitivity (95% CI) Specificity (95% Cl)
No. o P
No.of  positive / negative .
assays specimen <0.001 P
Specimen type
Mixed 8 345/ 527 ~e| 0.98(0.94,0.99) —o-| 0.96 (0.88, 0.99) 0.662
Tissue 8 328 /504 —_— 0.86 (0.79, 0.92) —— | 0.91(0.78,0.96)
Blood 6 118/1,189 —_— 0.82(0.70, 0.89) —e-| 0.96(0.87,0.99)
FFPE 5 238 / 355 —_—— 0.73 (0.61, 0.82) —| 0.96(0.87, 0.99)
BALF 7 3712279 ——e| 0.98(0.84, 1.00) —| 0.96(0.90, 0.98)
0.957

PCR
qPCR 24 700/4,184 — 0.90 (0.83, 0.95) =+ 0.96(0.92,0.98) 0.374
Conventional 10 366 /670 — 0.90 (0.79, 0.96) —— | 0.93(0.84,0.97)
Study design
Case-control study 9 283 /518 —_—— 0.79 (0.64, 0.89) 0.008 —#| 0.97(0.92,0.99) 0.179
Cohort study 25 783/4,336 =& | 0.93(0.88,0.96) =+ | 0.94(0.90, 0.97)
Blood subtype

erum 3 65/919 — 0.88 (0.75, 0.94) 0.208 ———| 0.95(0.67,0.99) 0.607
Plasma 3 53/270 —— 0.74 (0.56, 0.87) = 0.98(0.77, 1.00)
Population
Other 26 625 /2,790 — 0.92 (0.85, 0.96) 0.689 =+ | 0.95(0.91,0.97) 0.069
COVID-19 5 291/327 =——— | 0.90(0.74, 0.96) —— 0.86 (0.67, 0.94)
Prevalence
250% 9 590/ 448 —- | 0.94(0.86,0.97) 0.020 ——e—| 0.93(0.83, 0.98) 0.426
20-<50% 9 309 /547 —— 0.79 (0.65, 0.88) —e— | 0.92(0.82,0.97)
5-<20% 6 102 /640 —— [ 0.92(0.79,0.97) —&( 0.97(0.92,0.99)
<6% 10 65/3,219 ——e-| 0.96(0.87,0.99) =+ 0.96(0.91,0.98)

I T I T
0 5 1 0 5 1

Fig. 4: Forest plots for pooled sensitivity and specificity of polymerase chain reaction according to specimen type, PCR type, study
design and prevalence. Abbreviations: BALF, bronchoalveolar lavage fluid; Cl, confidence interval; FFPE, formalin-fixed paraffin-embedded; No.,
number; PCR, polymerase chain reaction; qPCR, quantitative PCR. *P-values are from Likelihood-ratio test. Three studies were excluded from this
analysis because they included a mixed population.
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Our analysis yielded no statistically significant dif-
ferences in sensitivity or specificity when comparing
qPCR with conventional PCR. Only ten studies evalu-
ated conventional PCR assays, which limited the statis-
tical power to investigate differences according to
quantitative or conventional PCR. Where available,
qPCR should be used in place of conventional assays,
due to the key technical benefits of quantification of
fungal burden and reduced contamination risk.
Currently, there are only a few commercially available
assays for the detection of Mucorales in clinical samples.
Most studies in our analysis utilised various DNA
extraction kits and methods as well as in-house PCR
assays, with variations in the gene target, PCR chemis-
try, -platforms, -volume, and -protocols, which will affect
the concentration of fungal DNA and diagnostic yield.
For blood PCR, sensitivity was significantly reduced in
one study which utilised only 200 pL of plasma.” Pre-
vious studies have demonstrated improved sensitivity of
PCR by collection of large volume serum/plasma sam-
ples (>1 mL) and combining the cell pellet and super-
natant for BALF.'>*'***> Ag PCR is increasingly used as a
diagnostic tool for mucormycosis, further work is
needed to develop international standards for Mucorales
PCR.

Regarding study design, the point estimate of spec-
ificity for case-controls was higher than cohort studies,
possibly due to recall bias associated with the case-
control design, though data was limited to 9 studies,
and statistical significance was not reached (p = 0.179).
The pooled sensitivity of case-control studies was
reduced compared to cohort studies, but this appeared
to be driven by specimen type, with five of the nine case-
controls examining PCR on FFPE specimens. Similarly,
sensitivity varied significantly according to disease
prevalence, but this was also likely driven by specimen
type: four of the nine studies reporting a prevalence of
between 20 and 50% examined FFPE specimens.

These data do not consider the burden of fungal
disease as determined by an individual positive qPCR
test, where higher burdens are generally associated with
an increased likelihood of disease compared to coloni-
sation or contamination. Analysis of PPVs/NPVs in-
dicates that PCR on blood or BALF can be used as a
screening test in low-prevalence populations, where
negativity can confidently exclude mucormycosis
(Fig. 2). PCR positivity will likely require clinical inter-
pretation, partially dependent on the pre-test probability
of disease (based on clinical and radiological evidence),
the strength of the PCR signal (indicative of fungal
burden), and the specimen type. However, this multi-
component approach is commonplace in medical
mycology, where perfect diagnostic tests are rare and
combining multiple laboratory diagnostic tests with
clinical evidence typical of disease is common practice.
The development of antigen tests to complement mo-
lecular methods for the diagnosis of mucormycosis are

needed. Mixed infections, particularly with Aspergillus,
are common (reported in up to a third of patients) and
therefore Mucorales PCR should be performed in
combination with PCR and antigen tests for other
relevant pathogens.”

This review has several limitations. Firstly, fewer
data were available for FFPE and tissue specimens
which may have limited the power to assess their diag-
nostic performance and necessitated the pooling of
different types of tissue (nasal cavity/sinuses versus deep
sites) and is a possible source of heterogeneity. Sec-
ondly, the sensitivity of microscopy and culture as the
reference test is suboptimal which may have led to
misclassification of cases and generally compromised
specificity of PCR. Many of the studies reported false-
positive Mucorales PCR from patients where there was
a strong clinical suspicion of mucormycosis and positive
response to treatment, but negative microscopy.>****
The accuracy of microscopy and histology is highly
dependent on the expertise and experience of the
operator. The heterogeneity of sample collection tech-
niques within specimen types such as sample volume
and quality, and operator skill when performing bron-
choscopy or tissue biopsy could not be considered in the
analyses due to lack of information. Technical parame-
ters associated with optimal analytical performance have
recently been identified.” Our analysis identified sig-
nificant heterogeneity in the methodology of DNA
extraction and PCR which will have likely impacted
diagnostic yield. A small proportion of specimens
included in our analysis were not unique: four studies
evaluated multiple assays using the same specimens
and two studies evaluated multiple specimens from the
same patients. To provide a complete overview of the
literature, these specimens were included in our anal-
ysis though they are not independent. Finally, reporting
was variable across studies. Underlying disease was not
specified in over half of cases. It was not possible to
perform a stratified analysis according to underlying
disease (except for COVID-19), patient demographics or
medication use as the studies seldom presented suffi-
cient data for comparative analysis according to these
factors. Reporting of patient selection and conduct of the
index test was unclear and is a possible source of bias in
our analysis. The very high prevalence of disease
in some cohort studies and artificially high prevalence in
case-controls may be a source of selection bias. There is
a clear need for further studies evaluating the diagnostic
accuracy of standardised PCR methods against the
reference standard, with comparative performance ac-
cording to underlying disease, specimen type, and
timing of treatment initiation.

Nevertheless, we can conclude that the overall diag-
nostic performance of Mucorales PCR is high. Our
findings provide a framework for clinicians to interpret
Mucorales PCR on different specimens and PCR tech-
niques and support the instatement of PCR detection of
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free-DNA in blood, BALF, and tissue into future upda-
ted definitions of mucormycosis and diagnostic
guidelines.”**

Contributors

Study conception and design: M. L., F. H,, L. B, R.A. B, J. P. D,, P. L.
W., J. L., and M. Cr. Data curation and formal analysis: All authors.
Methodology: L. B., L. T., P. W., M. L., F. H, R.A. B, ]. P.D,, P. L. W.,
J. L., and M. Cr. Project administration: L. B., M. L., and F. H. Super-
vision: M. L, F. H., R.A. B, ]. P. D, P. L. W,, J. L, P. W,, and M. Cr.
Visualization: L. B., M. Cr., and L. T. Writing—original draft: L. B., and L.
T. Writing-review & editing: All authors. L. B., L. T., and M. Cr. verified
the underlying data.

Data sharing statement

Data in this systematic review with meta-analysis were extracted from
published and preprint studies available on the internet. Request for the
meta-analysis data can be made by contacting the corresponding author.

Declaration of interests

S. C.-A. A. has received united educational grants from F2G Ltd and
travel grants from Asia Fungal Working Group. K. v D has received
honoraria from Pfizer and participated on advisory boards for Pfizer and
Gilead. A. A. has received honoraria from Gilead. R. R-R. has received
honoraria from Pfizer, Mundipharma/NAPP, Scynexis, and Gilead. K. L.
has consulted for Mundipharma, received grants from TECOmedical,
received honoraria from Gilead, Pfizer, Mundipharma, and FUJIFILM
Wako chemicals Europe GmbH, received travel support from Gilead,
Pfizer, and AstraZeneca, and participated on advisory boards for Pfizer.
P. L. W. has performed diagnostic evaluations and received meeting
sponsorship from Associates of Cape Cod, Bruker, Dynamiker, and
Launch Diagnostics; speaker fees, expert advice fees, and meeting
sponsorship from Gilead; and speaker and expert advice fees from F2G.
J. P. D. has received personal fees from F2G, Gilead Sciences, and
Pfizer. ]. L. leads the European Aspergillus PCR Initiative (EAPCRI). P.
W. has received consultancy fees from Novartis Pharmaceuticals. M.L.
has received research grants from Gilead and Pfizer. All other authors
declare no conflicts of interest.

Acknowledgements
None.

Appendix A. Supplementary data
Supplementary data related to this article can be found at https://doi.
org/10.1016/j.eclinm.2025.103115.

References

1 Jeong W, Keighley C, Wolfe R, et al. The epidemiology and clinical
manifestations of mucormycosis: a systematic review and meta-
analysis of case reports. Clin Microbiol Infect. 2019;25(1):26-34.

2 Hoenigl M, Seidel D, Carvalho A, et al. The emergence of COVID-
19 associated mucormycosis: a review of cases from 18 countries.
Lancet Microbe. 2022;3(7):e543—e552.

3 Walsh TJ, Hospenthal DR, Petraitis V, Kontoyiannis DP. Necro-
tizing mucormycosis of wounds following combat injuries, natural
disasters, burns, and other trauma. J Fungi (Basel). 2019;5(3):57.

4 Dang ], Goel P, Choi KJ, et al. Mucormycosis following burn in-
juries: a systematic review. Burns. 2023;49(1):15-25.

5 Walsh TJ, Gamaletsou MN, McGinnis MR, Hayden RT,
Kontoyiannis DP. Early clinical and laboratory diagnosis of invasive
pulmonary, extrapulmonary, and disseminated mucormycosis
(zygomycosis). Clin Infect Dis. 2012;54(suppl_1):S55—S60.

6 Kung V, Chernock R, Burnham C-AD. Diagnostic accuracy of
fungal identification in histopathology and cytopathology speci-
mens. Eur | Clin Microbiol Infect Dis. 2018;37:157-165.

7  Thornton CR, Davies GE, Dougherty L. Development of a mono-
clonal antibody and a lateral-flow device for the rapid detection of a
Mucorales-specific biomarker. Front Cell Infect Microbiol. 2023;13:
1305662.

www.thelancet.com Vol 81 March, 2025

10

11

12

13
14

15

16

17

18

19

20

21

22

23

24

25

26

27

28

Koehler P, Mellinghoff SC, Lagrou K, et al. Development and
validation of the European QUALity (EQUAL) score for mucor-
mycosis management in haematology. | Antimicrob Chemother.
2019;74(6):1704-1712.

Donnelly JP, Chen SC, Kauffman CA, et al. Revision and update of
the consensus definitions of invasive fungal disease from the Eu-
ropean organization for research and treatment of cancer and the
mycoses study group education and research consortium. Clin
Infect Dis. 2020;71(6):1367-1376.

Cornely OA, Alastruey-Izquierdo A, Arenz D, et al. Global guideline
for the diagnosis and management of mucormycosis: an initiative
of the European confederation of medical mycology in cooperation
with the mycoses study group education and research consortium.
Lancet Infect Dis. 2019;19(12):e405—e421.

White PL, Alanio A, Brown L, et al. An overview of using fungal
DNA for the diagnosis of invasive mycoses. Expert Rev Mol Diagn.
2022;22(2):169-184.

Millon L, Herbrecht R, Grenouillet F, et al. Early diagnosis and
monitoring of mucormycosis by detection of circulating DNA in
serum: retrospective analysis of 44 cases collected through the
French Surveillance Network of Invasive Fungal Infections
(RESSIF). Clin Microbiol Infect. 2016;22(9):810.e1-810.e8.

Millon L, Scherer E, Rocchi S, Bellanger A-P. Molecular strategies
to diagnose mucormycosis. | Fungi (Basel). 2019;5(1):24.

Ouzzani M, Hammady H, Fedorowicz Z, Elmagarmid A. Rayyan—
a web and mobile app for systematic reviews. Syst Rev. 2016;5:1-10.
Bossuyt PM, Reitsma JB, Bruns DE, et al. STARD 2015: an updated
list of essential items for reporting diagnostic accuracy studies.
BM]. 2015;351:h5527.

Whiting PF, Rutjes AW, Westwood ME, et al. QUADAS-2: a revised
tool for the quality assessment of diagnostic accuracy studies. Ann
Intern Med. 2011;155(8):529-536.

Cohen JF, Deeks JJ, Hooft L, et al. Preferred reporting items for
journal and conference abstracts of systematic reviews and meta-
analyses of diagnostic test accuracy studies (PRISMA-DTA for
Abstracts): checklist, explanation, and elaboration. BMJ. 2021;372:
n265.

Schiinemann HJ, Mustafa RA, Brozek ], et al. GRADE guidelines:
21 part 2. Test accuracy: inconsistency, imprecision, publication
bias, and other domains for rating the certainty of evidence and
presenting it in evidence profiles and summary of findings tables.
J Clin Epidemiol. 2020;122:142-152.

McInnes MDF, Moher D, Thombs BD, et al. Preferred reporting
items for a systematic review and meta-analysis of diagnostic test
accuracy  studies: the PRISMA-DTA statement. JAMA.
2018;319(4):388-396.

Nyaga VN, Arbyn M. Metadta: a Stata command for meta-analysis
and meta-regression of diagnostic test accuracy data — a tutorial.
Arch Public Health. 2022;80(1):95.

Aboutalebian S, Erami M, Ahsaniarani AH, et al. Diagnosis of
mucormycosis using a simple duplex PCR assay: analysis of 160
clinical samples from COVID-19 patients. Med Mycol. 2023;61(9):
myad091.

Badiee P, Arastefar A, Jafarian H. Comparison of histopathological
analysis, culture and polymerase chain reaction assays to detect
mucormycosis in biopsy and blood specimens. Iran | Microbiol.
2013;5(4):406.

Badiee P, Choopanizadeh M, Khosravi A. Sequence base identifi-
cation of respiratory mucormycosis. Jundishapur ] Microbiol.
2018;11(3):e55026.

Badiee P, Gandomi B, Sabz G, Khodami B, Choopanizadeh M,
Jafarian H. Evaluation of nested PCR in diagnosis of fungal rhi-
nosinusitis. Iran J Microbiol. 2015;7(1):62.

Bigot ], Godmer A, Prudenté L, et al. Diagnosis of mucormycosis
using an intercalating dye-based quantitative PCR. Med Mycol.
2022;60(4):myac015.

Brousse X, Imbert S, Issa N, et al. Performance of Mucorales spp.
qPCR in bronchoalveolar lavage fluid for the diagnosis of pulmo-
nary mucormycosis. Med Mycol. 2024;62(2):myae006.

Guegan H, Iriart X, Bougnoux M-E, Berry A, Robert-Gangneux F,
Gangneux J-P. Evaluation of MucorGenius® mucorales PCR assay
for the diagnosis of pulmonary mucormycosis. | Infect.
2020;81(2):311-317.

Hrncirova K, Lengerova M, Kocmanova I, et al. Rapid detection and
identification of mucormycetes from culture and tissue samples by
use of high-resolution melt analysis. | Clin  Microbiol.
2010;48(9):3392-3394.

11


https://doi.org/10.1016/j.eclinm.2025.103115
https://doi.org/10.1016/j.eclinm.2025.103115
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref1
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref1
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref1
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref2
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref2
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref2
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref3
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref3
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref3
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref4
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref4
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref5
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref5
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref5
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref5
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref6
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref6
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref6
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref7
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref7
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref7
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref7
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref8
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref8
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref8
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref8
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref9
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref9
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref9
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref9
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref9
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref10
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref10
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref10
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref10
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref10
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref11
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref11
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref11
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref12
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref12
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref12
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref12
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref12
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref13
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref13
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref14
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref14
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref15
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref15
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref15
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref16
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref16
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref16
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref17
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref17
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref17
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref17
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref17
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref18
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref18
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref18
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref18
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref18
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref19
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref19
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref19
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref19
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref20
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref20
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref20
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref21
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref21
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref21
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref21
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref22
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref22
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref22
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref22
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref23
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref23
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref23
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref24
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref24
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref24
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref25
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref25
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref25
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref26
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref26
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref26
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref27
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref27
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref27
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref27
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref28
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref28
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref28
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref28
http://www.thelancet.com

Articles

12

29

30

31

32

33

34

35

36

37

38

39

40

41

Imbert S, Portejoie L, Pfister E, et al. A multiplex PCR and DNA-
sequencing workflow on serum for the diagnosis and species
identification for invasive aspergillosis and mucormycosis. | Clin
Microbiol. 2023;61(1):e01409-22.

Jiang X, Jiang Y, Ye F. Detection and identification of Mucorales
and Aspergillus in paraffin-embedded samples by real-time quan-
titative PCR. Front Cell Infect Microbiol. 2023;13:1082347.

Jillwin J, Rudramurthy SM, Singh S, et al. Molecular identification
of pathogenic fungi in formalin-fixed and paraffin-embedded tis-
sues. ] Med Microbiol. 2021;70(2):001282.

Khapuinamai A, Sharma S, Dave TV, Kapoor AG, Joseph J. Mo-
lecular diagnosis of rhino-orbital mucormycosis in a COVID-19
setting. Int Ophthalmol. 2023;43(6):1803-1810.

Legrand M, Gits-Muselli M, Boutin L, et al. Detection of circulating
Mucorales DNA in critically ill burn patients: preliminary report of
a screening strategy for early diagnosis and treatment. Clin Infect
Dis. 2016;63(10):1312-1317.

Lengerova M, Racil Z, Hrncirova K, et al. Rapid detection and
identification of mucormycetes in bronchoalveolar lavage samples
from immunocompromised patients with pulmonary infiltrates by
use of high-resolution melt analysis. J Clin  Microbiol.
2014;52(8):2824-2828.

Millon L, Caillot D, Berceanu A, et al. Evaluation of serum
Mucorales polymerase chain reaction (PCR) for the diagnosis of
mucormycoses: the MODIMUCOR prospective trial. Clin Infect Dis.
2022;75(5):777-785.

Pandey M, Sachdev ], Yadav RK, et al. Utility of in-house and
commercial PCR assay in diagnosis of Covid-19 associated
mucormycoss in an emergency setting in a tertiary care center.
J Med Microbiol. 2023;72(8):001745.

Pandey M, Xess I, Sachdev ], et al. Development of a sensitive and
specific novel qPCR assay for simultaneous detection and differ-
entiation of mucormycosis and aspergillosis by melting curve
analysis. Front Fungal Biol. 2022;2:800898.

Pandey M, Xess I, Singh G, et al. Conventional PCR as a reliable
method for diagnosing invasive mucormycosis in resource-limited
settings. | Med Microbiol. 2021;70(5):001370.

Rickerts V, Mousset S, Lambrecht E, et al. Comparison of histo-
pathological analysis, culture, and polymerase chain reaction assays
to detect invasive mold infections from biopsy specimens. Clin
Infect Dis. 2007;44(8):1078-1083.

Salehi E, Hedayati MT, Zoll ], et al. Discrimination of aspergillosis,
mucormycosis, fusariosis, and scedosporiosis in formalin-fixed
paraffin-embedded tissue specimens by use of multiple real-time
quantitative PCR assays. J Clin Microbiol. 2016;54(11):2798-2803.
Scherer E, Iriart X, Bellanger AP, et al. Quantitative PCR (qPCR)
detection of Mucorales DNA in bronchoalveolar lavage fluid to

42

43

45

46

47

48

49

50

51

52

53

54

diagnose pulmonary mucormycosis. J Clin Microbiol. 2018;56(8).
https://doi.org/10.1128/jcm.00289-18.

Senchyna F, Hogan CA, Murugesan K, et al. Clinical accuracy and
impact of plasma cell-free DNA fungal polymerase chain reaction
panel for noninvasive diagnosis of fungal infection. Clin Infect Dis.
2021;73(9):1677-1684.

Seo H, Kim JY, Son HJ, et al. Diagnostic performance of real-time
polymerase chain reaction assay on blood for invasive aspergillosis
and mucormycosis. Mycoses. 2021;64(12):1554-1562.

Springer |, Lackner M, Ensinger C, et al. Clinical evaluation of a
Mucorales-specific real-time PCR assay in tissue and serum sam-
ples. ] Med Microbiol. 2016;65(12):1414-1421.

Springer ], Goldenberger D, Schmidt F, et al. Development and
application of two independent real-time PCR assays to detect clini-
cally relevant Mucorales species. | Med Microbiol. 2016;65(3):227-234.
Wehrle-Wieland E, Affolter K, Goldenberger D, et al. Diagnosis of
invasive mold diseases in patients with hematological malignancies
using Aspergillus, Mucorales, and panfungal PCR in BAL. Transpl
Infect Dis. 2018;20(5):e12953.

Azeez AP, Radhakrishnan S, Kumar SK, Madhavan RK. Fungal
profile in non-invasive fungal sinusitis using PCR in post-Covid
scenario at a tertiary-care centre in India. Indian | Otolaryngol
Head Neck Surg. 2023;75(4):1-8.

Alanio A, Garcia-Hermoso D, Mercier-Delarue S, et al. Molecular
identification of Mucorales in human tissues: contribution of PCR
electrospray-ionization mass spectrometry. Clin Microbiol Infect.
2015;21(6):594.1.

Sparks R, Halliday CL, Green W, Chen SCA. Panfungal PCR on
formalin-fixed, paraffin-embedded tissue: to proceed or not pro-
ceed? Pathology. 2023;55(5):669-672.

Caramalho R, Madl L, Rosam K, et al. Evaluation of a novel mito-
chondrial pan-mucorales marker for the detection, identification,
quantification, and growth stage determination of mucormycetes.
J Fungi (Basel). 2019;5(4):98.

Bellanger A-P, Gbaguidi-Haore H, Berceanu A, et al. Use of the
Mucorales qPCR on blood to screen high-risk hematology patients
is associated with better survival. Med Mycol. 2024;62(4):myae030.
Rocchi S, Scherer E, Mengoli C, et al. Interlaboratory evaluation of
Mucorales PCR assays for testing serum specimens: a study by the
fungal PCR Initiative and the Modimucor study group. Med Mycol.
2021;59(2):126-138.

Ra SH, Kim JY, Song JS, et al. Aspergillosis coinfection in patients
with proven mucormycosis. Med Mycol. 2024;62(8).

Bassetti M, Giacobbe DR, Agvald-Ohman C, et al. Invasive fungal
diseases in adult patients in intensive care unit (FUNDICU): 2024
consensus  definitions from ESGCIP, EFISG, ESICM, ECMM,
MSGERC, ISAC, and ISHAM. Intensive Care Med. 2024;50(4):502-515.

www.thelancet.com Vol 81 March, 2025


http://refhub.elsevier.com/S2589-5370(25)00047-1/sref29
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref29
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref29
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref29
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref30
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref30
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref30
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref31
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref31
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref31
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref32
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref32
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref32
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref33
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref33
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref33
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref33
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref34
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref34
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref34
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref34
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref34
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref35
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref35
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref35
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref35
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref36
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref36
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref36
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref36
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref37
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref37
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref37
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref37
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref38
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref38
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref38
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref39
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref39
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref39
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref39
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref40
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref40
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref40
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref40
https://doi.org/10.1128/jcm.00289-18
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref42
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref42
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref42
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref42
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref43
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref43
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref43
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref44
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref44
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref44
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref45
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref45
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref45
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref46
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref46
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref46
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref46
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref47
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref47
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref47
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref47
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref48
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref48
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref48
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref48
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref49
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref49
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref49
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref50
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref50
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref50
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref50
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref51
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref51
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref51
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref52
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref52
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref52
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref52
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref53
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref53
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref54
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref54
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref54
http://refhub.elsevier.com/S2589-5370(25)00047-1/sref54
http://www.thelancet.com

	The diagnosis of mucormycosis by PCR in patients at risk: a systematic review and meta-analysis
	Introduction
	Methods
	Search strategy and selection criteria
	Statistical analysis
	Ethics
	Role of the funding source

	Results
	Discussion
	ContributorsStudy conception and design: M. L., F. H., L. B., R. A. B., J. P. D., P. L. W., J. L., and M. Cr. Data curation ...
	Data sharing statementData in this systematic review with meta-analysis were extracted from published and preprint studies  ...
	Declaration of interests
	Acknowledgements
	Appendix A. Supplementary data
	References


