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Background: It was crucial to use empirical antibiotics in febrile neutropenia (FN) patients. However, most patients still died from
infection due to poor efficacy. Metagenomic next-generation sequencing (mNGS) is a rapid microbiological diagnostic method. The
value of mNGS in patients with FN remains to be studied, especially after empiric antibiotic treatment.

Methods: We retrospectively analyzed the differences between mNGS and the traditional methods in 192 patients with hematological
malignancies who have received empiric antibiotic treatment. Samples were collected when patient had chills or half an hour before
peak body temperature. And we compared the differences between FN and non-FN patients, mainly including types of pathogens and
the diagnostic value of different pathogens.

Results: Despite receiving empirical treatment, the pathogen detection rate of mNGS was significantly higher than the traditional
method (80.21% vs 25.00%, P<0.001). And it has obvious advantages in detecting mixed pathogens infection (80.21% vs 4.17%,
P<0.001). Then, we found that mNGS saw more pathogens in the FN than in the non-FN group, especially fungus. 21/33 (63.63%) of
FN patients was diagnosed with fungal infections. The fungal detection rate in FN was significantly higher than non-FN group
(32.35% vs 12.22%, P=0.001). Besides, the sensitivity of mNGS was higher than the traditional methods in both FN and non-FN
group (P<0.001), but no significant difference in specificity (P>0.05). In the FN group, empiric antibiotic treatment of 46/102
(45.10%) patients did not treat all the pathogens detected by mNGS. After adjusting the antimicrobial regimen according to the results
of mNGS, the effective rate at 72 hours and 7 days was 22/46 (47.83%) and 24/102 (52.17%), respectively.

Conclusion: mNGS had a significant impact on the diagnosis of infection and the second-line antimicrobial therapy in FN. mNGS
plays a more important role in FN patients, especially in the diagnosis of fungal infections.

Purpose: Firstly, we compared the difference between mNGS and the traditional methods in the diagnosis of infection. Secondly, we
assessed the value of mNGS in FN patients by comparing it with non-FN patients, including types of pathogens and the diagnostic
value of different pathogens. In order to show that mNGS plays a more important role in FN.
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Background

FN, which is a common complication for more than 80% of patients with hematological malignancies, is caused by the
primary disease, high-dose radiotherapy and chemotherapy, immunotherapy, and transplantation.! It is considered
a medical emergency and prompts immediate medical attention for evaluating and administrating empiric broad spectrum
antibiotics.” The clinical symptoms and syndromes of FN patients are often not obvious, and most patients only have
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a fever. The pathogens and the site of infection are also not clear.” Besides, the infection-related mortality rate of FN is
relatively high, among which bloodstream infection is the most common reason (42%).> Therefore, the empiric antibiotic
treatment is needed as soon as possible, to reduce the infection-related mortality rate.” However, some patients still die
from infection due to the poor efficacy of empirical treatment. The use of unnecessary antibiotics not only leads the drug
resistance, but also may affect the therapeutic effect.* At present, clinicians still lack effective methods to help them
adjust antibiotics in time.

Conventional microbiological testing mainly includes microbial culture technology, polymerase chain reaction (PCR),
and immunology technology. But there are many problems, such as taking a long time, a lower positive rate, and limited
types of tests.” mNGS is a rapid microbial diagnosis method, which determines pathogenic by analyzing the DNA/RNA
content and abundance of microorganisms in clinical specimens. It can increase the sensitivity of pathogen detection,
shorten detection time, and detect multiple pathogenic at the same time.® In addition, mNGS also has advantages in
diagnosing rare pathogen infections.’

In recent years, numerous researches have shown that mNGS owned essential value in hematological patients with
FN. It could effectively improve the efficacy of pathogen detection and efficiently develop the precise treatment plan
after clarifying that the pathogens can reduce mortality and avoid antibiotic abuse.®

However, research on the use of mNGS in FN remains scarce, especially after empirical antibiotic treatment. This
article, which is uses a retrospective study, compares the difference between mNGS and the traditional methods in the
diagnostic value after empiric antibiotic treatment failure. Besides we also assess the value of mNGS in FN patients by
comparing some of their characteristics with non-FN patients, including types of pathogens and the diagnostic value of
different pathogens. In order to show that mNGS plays a more important role in FN.

Materials and Methods
Study Patients

We retrospectively analyzed 192 patients who have received empiric antibiotic treatment. They were diagnosed with
hematological malignancies in Tianjin First Central Hospital, Tianjin, China, between January 2019 and July 2021.
A total of 102 patients were FN, and the remaining 90 patients were non-FN who did not develop neutropenia but had a fever.

The included patients need to meet the following criteria (1) Diagnosed with hematological malignancy; (2) Single oral
temperature >38.3°C (axillary temperature >38.0°C), or oral temperature >38.0°C (axillary temperature >37.7°C for more
than 1 h?); (3) Poor efficacy of empirical antibiotics treatment (the peak fever drop less than 0.5°C or has no significant
change after receiving empirical treatment 72-96 hours); (4) Completed the traditional methods, such as culture and PCR
tests (including EBV, CMV, BK, HBYV, etc), and mNGS at the same time; (5) FN patients needed to meet: absolute neutrophil
count (ANC) in peripheral blood <0.5 x 10°/L.? (6) non-FN patients needed to meet: ANC>0.5 x 10°/L.

Sample Sequencing and Data Analysis

Using TIAN amp Micro DNA kit (DP316, Tiangen Biochemical Technology) kit and QIA amp Viral RNA Mini kit
(52906 Qiagen) kit to extract DNA and RNA. Using SuperScript II reverse Transcription Kit (18064—014, Invitrogen) kit
to reverse transcription of RNA into double-stranded complementary DNA (ds cDNA), which was ultrasonically broken
into 200-300bp fragments. The sequence of the linker was circularized into a single-stranded circular structure. The
circularized library was copied by a rolling circle to generate DNB nanospheres and loaded onto the sequencing chip.
Using the BGISEQ-100 gene sequencer for sequencing. In order to obtain high-quality sequencing data, we removed the
low-quality and short-read (<35bp) sequences. In addition, it was compared with the bacterial library, fungal library, and
virus library after removing the human-derived sequence. The comparative classification reference database could be
downloaded from the National Center for Biotechnology (ftp:/ftp.ncbi.nlm.nih.gov/genomes/).

Diagnostic Assessment for a Positive mNGS Result
Samples were collected when the patients had chills or half an hour before peak body temperature. And they were sent to
the GBI laboratory within 12h. If the result meet any of the following criteria, it was considered positive.” (1) bacterium
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or virus whose coverage rate scored 10-fold greater than that of any other microbes, (2) fungi whose coverage rate scored
5-fold higher than that of any other fungus, (3) >30% relative abundance at the genus level in bacterium, virus, or fungi.
If the detected pathogens were commonly reported infectious pathogens, they were considered causative agents. If the
detected pathogens were uncommonly reported pathogens, the mNGS results were interpreted according to the patients’
clinical features; otherwise, the detected reads were classified as nonpathogenic microbe sequences. In addition, we had
negative controls. The detection results of negative control products should not detect pathogens. If relevant pathogens
were detected, it indicate that there may be DNA pollution sources in the environment. Positive contained specific
microbic DNA.

Clinical Evaluation

We further evaluated the diagnostic performance of mNGS compared to clinical diagnosis, including positive predictive
value (PPV), negative predictive value (NPV), specificity and sensitivity. (Sensitivity=mNGS-positive/clinical diagnosed
infections. Specificity=mNGS-negative/clinical diagnosed non-infections. PPV= clinical diagnosed infections with
mNGS-positive/mNGS-positive. NPV= clinical diagnosed non-infections with mNGS-negative/ mNGS-negative.) The
consistency of mNGS and the traditional methods were also analyzed. If two methods detected the same pathogens, we
considered it was “completely match”. “Mismatch” referred to completely different pathogens and “partly match” meant
that the pathogens detected by two methods were only partially consistent. A mixed infection was defined as a non-single
pathogenic infection, such as bacteria + fungus/bacteria + viruses/fungus + viruses/bacteria + fungus + viruses. The
efficiency of an antibiotic was defined as patients’ peak temperature decreasing by 0.5°C, or there being no fever after
being exposed antibiotic 72 hours or 7 days. Finally, according to clinical manifestations, traditional laboratory results,
imaging examinations and microbiological evidences, patients were divided into the infected group, uninfected group and
uncertain group.

Statistical Analysis

Comparative analysis was conducted by Pearson y* test or the McNemar test for discrete variables where appropriate.
Normally distributed measurement data were represented by (X #s) and analyzed using r-test. Data analyses were
performed using SPSS 22.0 software. P values < 0.05 were considered significant.

Result

Patient Characteristics

The group included 192 enrolled subjects. 68.75% were male, and the median age was 42.88 years old (range, 10-75).
The most common diagnosis was acute lymphoblastic leukemia (ALL) in 53 (27.60%) and acute myeloid leukemia
(AML) in 53 (27.60%). Sixty-eight (35.42%) patients had received transplantation or Chimeric Antigen Receptor T-Cell
immunotherapy (CAR-T). Furthermore, according to clinical diagnosis, all patients were divided into the infected group
(145 cases, 75.52%), the non-infected group (22 cases, 11.46%), and the uncertain (24 cases,12.50%). Before mNGS, all
patients received empiric antibiotic treatment. Sixty-eight (35.42%) patients received anti-bacteria, anti-fungus and anti-
viruses simultaneously. Anti-fungal and anti-viral antibiotic were routinely used as prophylaxis to transplant patients.
According to the number of neutrophils, 102 cases were FN, and others were non-FN. There were no significant
differences in age, gender, previous treatment regimens, and empirical antibiotics between the two groups of patients
(P>0.05) (Table 1).

Pathogens Detected by mNGS

The mNGS detected 141 kinds of pathogens in 192 patients, by contrast, only 15 pathogens were detected by the
traditional methods. The most common pathogens detected by mNGS and the traditional methods were both bacteria
(Staphylococcus species was the most common). The most common virus was Human betaherpesvirus 5. Besides, there
was no statistical difference in bacterial, fungal and viral distribution between the two groups (P=0.887) (Figures 1
and 2).
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Table | Characteristics of Patients

Characteristics Total n (%) FN n (%) Non-FN n (%) P
Gender 192 102 90 0.440
Male 132 (68.75) 68 (66.67) 64 (71.11)

Female 60 (31.25) 34 (33.33) 26 (28.89)

Age (X £5) 42.88+18.42 42.37£19.00 43.39+17.07 0.082
Previous treatment 0.076
Chemotherapy 124 (64.58) 60 (58.82) 64 (71.11) 0.572
CAR-T 23 (11.98) 14 (13.73) 9 (10.00)
Transplantation 45 (23.44) 28 (27.45) 17 (18.89)

Empirical antibiotics

Anti- (bacteria + fungi + virus) 68 (35.42) 37 (36.27) 31 (34.44)

Anti- (bacteria + fungi) 44 (22.92) 24 (23.53) 20 (22.22)
Anti-(bacteria) 53 (27.60) 30 (29.41) 23 (25.56)

Anti- (bacteria + virus) 27 (14.06) 11 (10.78) 16 (17.78)

Sample 0.467
Blood 157 (81.77) 89 (87.25) 68 (64.44)

BALF Il (5.73) 4 (3.92) 7 (7.78)

Tissue 9 (4.69) 3 (294 6 (6.67)

Body fluid 8 (4.17) 3(2.94) 5 (5.56)

Pus 5 (2.60) 2 (1.96) 3(3.33)

Sputum 2 (1.04) | (0.98) I (L.1T)

Underlying diseases <0.001*
AML 53 (27.60) 34 (33.33) 19 21.11)

ALL 53 (27.60) 36 (35.29) 17 (18.89)

MDS 27 (14.06) 13 (12.75) 14 (15.56)

NHL 28 (14.58) 6 (5.88) 22 (24.44)

Others 31 (16.15) 13 (12.75) 18 (20.00)

Infection 0.616
Yes 145 (75.52) 75 (73.53) 70 (77.78)

No 22 (11.46) 12 (11.76) I (12.22)

Uncertain 24 (12.50) 15 (14.71) 9 (10.00)

Note: *P value < 0.05.

Abbreviations: FN, febrile neutropenia; non-FN, non-febrile neutropenia; BALF, bronchoalveolar lavage fluid, AML, Acute
myelocytic leukemia; ALL, Acute lymphocytic leukemia; MDS, Myelodysplastic syndromes; NHL, Non-Hodgkin’s Lymphoma;
CAR-T, Chimeric Antigen Receptor T-Cell Immunotherapy.

In addition, the proportion of mixed infection detected by mNGS was also significantly higher than the traditional
methods (39.61% vs 4.17%, P<0.001).

Detection Efficiency of mNGS
The positive rate of mNGS was significantly higher than that of the traditional methods, despite all patients receiving
empiric antibiotic therapy (80.21% vs 25%, P<0.001). And the detection rate of bacteria, fungus and viruses were both
significantly higher than traditional methods (P<0.001), too. According to our data, the mNGS positive rate seems less
affected by prior antibiotic usage (Table 2).

The consistency between mNGS and traditional methods was also analyzed. The result of mNGS and traditional
methods were both positive in 48 (25%) cases, of which 31/48 (64.58%) were partly matched, 10/48 (20.83%) were fully
matched, and 7/48 (14.58%) were mismatched (Figure 3).

Comparison of Pathogens Detected by mNGS in FN and Non-FN Groups
More pathogen species were detected in the FN group than the non-FN group. And the bacterial, fungal and viral distribution
were statistically different between the two groups (P=0.021). More fungus were detected in the FN group (Table 2).
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Figure | Distribution of pathogenic detected by mNGS in FN patients.

The most common bacterium and virus were similar (Staphylococcus species and Human betaherpesvirus 5), but the
most common fungus was different. Aspergillus was the most common fungi in the FN group, but the most common
fungi in the non-FN group was Preumocystis jirovecii.

Differences in Detection Efficiency by mNGS
The mNGS positive rate was no statistically different between FN and non-FN groups (83.33% vs 76.67%, P < 0.001).
When analyzing the detection rate of various pathogens, we found that only the detection rate of fungus was significantly
higher than the non-FN group (32.35% vs 12.22%, P=0.001) (Table 2).

Furthermore, regardless of the FN or non-FN group, the sensitivity of mNGS was significantly higher than traditional
methods (P< 0.001). However, there was no statistical difference in specificity. The PPV and NPV of mNGS were
92.86% and 43.75%, respectively (Table 3).

The Effect on the Adjustment of Antibiotics According to mNGS in FN Patients
All enrolled patients were previously treated with empiric antibiotics, but the symptoms were not relieved after 72-96
hours. In the FN group, empiric antibiotic treatment of 46/102 (45.10%) patients did not treat all the pathogens detected
by mNGS. After adjusting the antimicrobial regimen according to the results of mNGS, the effective rate at 72 hours and
7 days was 22/46 (47.83%) and 24/102 (52.17%), respectively.

As we all know, unnecessary antibiotics could lead to drug resistance.* Futhermore, mNGS may allow doctors to
reduce unnecessary antibiotics applications. As we observed, 5 patients discontinued inappropriate antibiotics and did not
cause a bad clinical prognosis (Table 4). Our data partly shows that mNGS will help clinicians adjust the use of
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Figure 2 Distribution of pathogenic detected by mNGS in non-FN patients.

antibiotics if empiric antibiotics have poor effectiveness after 72-96 hours. In addition, those samples were collected and
the results typically came back within 24 hours, which could help clinicians adjust antibiotics in time.

Diagnostic Value of mNGS in FN Patients with Fungal Infection
mNGS could detect fungus in 33 patients with FN. Aspergillus was the most common, followed by Candida. Four cases
were positive by culture or pathology, among which 3 cases fully matched with mNGS test results and 1 case partly

Table 2 Detection Efficiency of mNGS and Comparison in FN and Non-FN Groups

Total n (%) P FN (102) n (%) | Non-FN (90) n (%) P’
mNGS Traditional Method

Positive rate (Total) 154 (80.21) 48 (25.00) <0.001* 85 (83.33) 69 (76.67) 0.247
Detection rate of the Bacteria 93 (48.44) 18 (9.38) <0.001* 48 (47.06) 45 (50.00) 0.684
Detection rate of the Fungus 44 (22.92) 8 (4.17) <0.001* 33 (32.35) I (12.22) 0.001*
Detection rate of the Virus 81 (42.19) 24 (12.50) <0.001* 43 (42.16) 38 (42.22) 0.993
Mixed pathogens® 0.440
Yes 6l (39.61) 2 (4.17) <0.001* 36 (45.00) 25 (27.78)

No 93 (60.39) 46 (95.83) 49 (48.04) 44

Pathogen species 141 15 83 58

Bacteria 72 (51.06) 8(53.33) 36 (43.37) 36 (62.07) 0.021*
Fungus 33 (23.40) 4 (26.67) 0.887 26 (31.33) 7 (12.07)

Virus 36 (25.53) 3 (20.00) 21 (25.30) 15 (25.86)

Notes: *P value < 0.05. *Whether mNGS is statistically different between FN group and non-FN group. ®Mixed infection was defined as a non-single pathogen infection, such
as bacteria + fungi/bacteria + virus/fungi + virus/bacteria + fungi + virus.
Abbreviations: FN, febrile neutropenia; non-FN, non-febrile neutropenia; mNGS, Metagenomic next generation sequencing.
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Figure 3 The difference between mNGS and traditional method.
Notes: Analyzed the consistency between mNGS and traditional method. The result of mMNGS and traditional methods were both positive in 48 (25%) cases, of which 31/48
(64.58%) were partly matched, 10/48 (20.83%) were fully matched, and 7/48 (14.58%) were mismatched.

matched. Only 2 cases were G positive and 4 cases in GM. 21/33 (63.63%) cases was diagnosed with fungal infections,
of which pulmonary fungal infections were the most common. 10/21 patients adjusted the use of anti-fungal drugs
according to mNGS and infection was effectively controlled (Table 5).

Discussion

FN is a common lethal complication for patients with hematological malignancies. The empiric antibiotic treatment is
crucial to reducing the patient’s fatality rate. However, there were still some patients who received failed therapy. These
patients often lack reliable methods to identify the type of pathogens quickly and accurately. Conventional detection
methods (PCR, culture, etc.) have many deficiencies, such as taking a long time, a lower positive rate, and limited
detection of pathogens. They may be affected by empiric antibiotics. Therefore, we try to find some new ways to provide
reliable methods for using second-line antibiotics.

In recent years, mNGS has moved from scientific application to clinical practice and is changing how diseases are
diagnosed and treated. Therefore, we compared the differences between mNGS and the traditional methods in 192
patients with hematological malignancies. Previous studies have shown that early mNGS can effectively improve the
efficacy of pathogen detection, for FN children with hematological diseases.® We further evaluated the value of mNGS in

Table 3 Diagnostic Efficiency of Culture and mNGS Compared to Clinical Diagnosis

FN (%) Non-FN (%)
Traditional Method | mMNGS P Traditional Method | mNGS P
Sensitivity 29.33 88.00 <0.001* 37.14 81.42 <0.001*
Specificity 100.00 58.33 0.063 100.00 63.64 0.125
PPV 100.00 92.96 100.00 93.44
NPV 18.46 56.25 20.00 35.00

Note: *P value < 0.05.
Abbreviations: FN, febrile neutropenia; non-FN, non-febrile neutropenia; mNGS, Metagenomic next generation sequencing;
PPV, positive predictive value; NPV, negative predictive value.
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Table 4 The mNGS Results That Led Discontinued Inappropriate Antibiotics

Sample Grouping mNGS Result Antibiotic Adjustment

No.

9 Infection Staphylococcus Stoped Cancidas, added
Daptomycin

10 Infection Klebsiella oxytoca, Entero-bacter kobei Stoped Daptomycin, added
tigecycline

34 Infection Hortaea werneckii Stoped tigecycline, added

Amphotericin B

38 Infection Human betaher-pesvirus 5 and Human polyom- Stoped voriconazole
avirus |

40 Infection | Human betaher-pesvirus 5 and Human polyom- | Stoped Minocycline, Imipenem
avirus |

Abbreviation: mMNGS, Metagenomic next generation sequencing.

FN patients by comparing the characteristics of them with non-FN patients, including types of pathogens and the
diagnostic value of different pathogens. In order to show that mNGS plays a more important role in FN.

First of all, the results showed that the positive rate and sensitivity of mNGS were significantly higher than the
traditional methods after empirical treatment, and there was no statistical difference in specificity. Hongxia Duan’s team
also found that the sensitivity of mNGS was significantly higher than that of the culture method (67.4% vs 23.6%, P <
0.001).° In comparison, the specificity of mNGS was not significantly different from the culture methods (68.8% vs
81.3%, P=0.41). It is worth noting that the mNGS positive rate seems less likely to be affected by previous antimicrobial
use,'® and the results seems similar to the patients who did not use empiric therapy in earlier reports.'? But some studies
have shown that if patients received effective antimicrobial treatment for more than 4 days, the detection rate of mNGS
would then decrease to a great extent.'> However, mNGS also has some limitations, such as human background,
background bacterial contamination, and no uniform standards for detailed experimental procedures. Therefore, further
research is still required.

Secondly, the team of Parize P confirmed that mNGS has obvious advantages in detecting mixed pathogen infections
in 2017."" And we also found that mNGS could detect bacteria, fungus and viruses simultaneously. mNGS can see about
90% of the pathogens detected by traditional methods. And 25% of the patients’ mNGS results were entirely consistent
with traditional methods.

FN patients are prone to fungal infections because of their weakened immune function. Due to a lack of reliable evidence,
the fungus is rarely identified as the cause of early fever in FN. A research showed that the incidence of fungal infection
would be was about 60% if neutropenia persisted for 3 weeks.'* However, methods for identifying fungal infections are
limited and often lead to missed diagnoses. Our results confirmed that mNGS could detect more pathogens in the FN group,
and the fungal detection rate was significantly higher than in the non-FN group (32.35% vs 12.22%, P=0.021). As study has
demonstrated that mNGS of lung tissue and bronchoalveolar lavage fluid could help diagnose fungal infection in lungs."
Thus, mNGS plays a more important role in FN patients, especially in the diagnosis of fungal infections.

Finally, early and rapid results of mNGS can provide clinical clues to the next step in diagnosis and treatment,
especially in avoiding the overuse of antibiotics. In our result, 45.1% of all patients adjusted antibiotics according to
mNGS. 52.17% of patients’ symptoms were effectively controlled. mNGS may provide evidence for adjustment of
adjusting second-line antibiotics therapies for FN patients.

In our research, 5 patients discontinued inappropriate antibiotics and did not adversely affect the clinical outcomes,
which could reduce the incidence of drug-resistant bacterial infections. Besides, the results of mNGS are reported very
quickly, allowing clinicians to adjust antibiotics rapidly and effectively. Currently, the optimal duration of empirical
treatment is unclear. Previous studies have shown that empirical antibiotic can be discontinued after 72h of apyrexia.'® If

the antibiotic was stopped under the guidance of mNGS, it may be safer.
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Table 5 Diagnostic Value of mNGS in Fungal Infection in Patients with FN

No. | Agel Underlying Culture/ mNGS* G GM Final Clinical Diagnosis
Sex Disease Pathology

| 54/M AML Negative Candida Negative | Negative Pulmonary fungal infection

2 49/M AML Negative Aspergillus Negative | Positive Pulmonary fungal infection

3 14/F ALL Negative Candida Negative | Negative Exclude

4 54/M DLBCL Negative Archangium Negative | Negative Exclude

5 75/F MDS Negative Aspergillus Negative | Negative Pulmonary fungal infection

6 37/M HAL MUCOR Mucor Positive | Negative Pulmonary fungal infection

7 38/M MPN Negative Aspergillus Negative | Negative Exclude

8 18/F ALL Negative Aspergillus Negative | Negative Exclude

9 58/M AML Negative Mucor Negative | Negative Pulmonary fungal infection

10 43/M ALL Mucor Mucor Negative | Negative Pulmonary fungal infection

Il 43/M ALL Negative Mucor Negative | Negative Pulmonary fungal infection

12 74/M AML Negative Candida Negative | Negative Pulmonary fungal infection

13 36/M ALL Negative Aspergillus Negative | Negative Exclude

14 42/F MDS Negative Mucor Negative | Negative Fungal infections of the central
nervous system

15 39/M AML Negative Exophiala Negative | Negative Pulmonary fungal infection

16 14/F ALL Negative Mucor Negative | Negative Fungal infections of the central
nervous system

17 73/M ALL Candida Candida, and Negative | Positive Fungal infections of the central

Aspergillus nervous system

18 26/F AML Negative Coprinus sp. Negative | Negative Exclude

19 49/F AML Negative Aspergillus Negative | Positive Pulmonary fungal infection

20 64/M ALL Negative Mucor Negative | Negative Pulmonary fungal infection

21 19/F ALL Negative Aspergillus Negative | Negative Exclude

22 64/M ALL Negative Aspergillus Negative | Negative Pulmonary fungal infection

23 49/F AML Negative Aspergillus Negative | Negative Pulmonary fungal infection

24 54/F MDS Negative Candida Negative | Negative Exclude

25 26/F ALL Negative Coprinus sp. Negative | Negative Exclude

26 59/F AML Negative Mucor Negative | Negative Pulmonary fungal infection

27 73/M MDS Negative Mucor Negative | Negative Pulmonary fungal infection

28 5I1/F AML Candida Candida Negative | Negative Fungemia

29 48/M IRP Negative Mucor Pneumocystis Positive | Negative Pulmonary fungal infection

jirovecii

30 49/F MDS Negative Aspergillus Negative | Negative Exclude

31 I15/M DLBCL Negative Corynespora Negative | Negative Exclude

32 48/M ALL Negative Aspergillus Negative | Negative Exclude

33 64/M ALL Negative Aspergillus Negative | Negative Pulmonary fungal infection

Note: *Only show fungal results in mNGS.

Abbreviations: mMNGS, Metagenomic next generation sequencing; G,1,3-B-D glucan test; GM, Galactomannan; AML, acute myelocytic leukemia; ALL, acute lymphoblastic
leukemia; DLBCL, diffuse large B cell lymphoma; MDS, myelodysplastic syndromes; HAL, hybrid acute leukemia; MPN, myeloproliferative neoplasm; IRP, immune related
pancytopenia.

In short, mNGS can detect multiple pathogens simultaneously and had a significant impact on therapy in which
the second-line antibiotic therapy of FN. mNGS examination for FN patients at early stage or empirical antibiotic failure
can help doctors to identify pathogens. mNGS plays a more important role in FN patients, especially in the diagnosis of
fungal infections.

Abbreviations

FN, febrile neutropenia; mNGS, Metagenomic next generation sequencing; CMV, Human betaherpesvirus 5; BK, Human
polyomavirus 1; HBV, Hepatitis B; EBV, Human gammaherpesvirus 4; PCR, polymerase chain reaction; PPV, positive
predictive value; NPV, negative predictive value; ALL, acute lymphoblastic leukemia; AML, acute myeloid leukemia.
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