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Aim: Immune checkpoint inhibitors (ICIs) have updated the treatment landscape for
patients with advanced malignancies, while their clinical prospect was hindered by severe
immune-related adverse events (irAEs). The aim of this study was to research the
association between gut microbiome diversity and the occurrence of ICI-induced irAEs.

Patients and Method:We prospectively obtained the baseline fecal samples and clinical
data from patients treated with anti-PD-1 inhibitors as monotherapy or in combination with
chemotherapy or antiangiogenesis regardless of treatment lines. The 16S rRNA V3-V4
sequencing was used to test the gene amplicons of fecal samples. The development of
irAEs was evaluated andmonitored from the beginning of therapy based on CTCAE V5.01.

Results: A total of 150 patients were included in the study and followed up for at least 6
months. A total of 90 (60%) patients developed at least one type of adverse effect, among
which mild irAEs (grades 1–2) occurred in 65 patients (72.22%) and severe irAEs (grades
3–5) in 25 patients (27.78%). Patients with severe irAEs showed a visible higher
abundance of Streptococcus, Paecalibacterium, and Stenotrophomonas, and patients
with mild irAEs had a higher abundance of Faecalibacterium and unidentified_
Lachnospiraceae. With the aid of a classification model constructed with 5 microbial
biomarkers, patients without irAEs were successfully distinguished from those with severe
irAEs (AUC value was 0.66).

Conclusion: Certain intestinal bacteria can effectively distinguish patients without irAEs
from patients with severe irAEs and provide evidence of gut microbiota as an informative
source for developing predictive biomarkers to predict the occurrence of irAEs.

Keywords: gut microbiome, PD-1, PD-L1, immune-related adverse effects, interindividual difference
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INTRODUCTION

In recent decades, immunosuppressive therapy has dramatically
prompted a paradigm shift in therapy of cancer diseases (1, 2).
Immune checkpo in t inh ib i t o r s ( ICI s ) , in c lud ing
antiprogrammed death 1 (anti-PD-1), antiprogrammed death 1
ligand (anti-PD-L1) and cytotoxic T-lymphocyte-associated
protein 4 (CTLA-4) inhibitors, have been approved as first-line
treatment strategy for a variety of advanced cancers, such as
melanoma, gastric cancer, and hematological malignancies (3).
ICIs play antitumor effect through boosting the body’s natural
defense against carcinoma cells. The high-speed development of
immune checkpoint therapies was owing to their inspiring
clinical efficacy in numbers of tumors (4, 5). It has been widely
evidenced that several host factors, including the expression level
of PD-L1, tumor mutational burden (TMB), microsatellite
instability (MSI), and gut microbiome diversity, can be used to
predict the treatment outcomes of ICI treatment (6, 7).

As only part of patients can benefit from ICI monotherapy,
ICIs plus chemotherapy, or antiangiogenesis has been approved
as successful first-line therapy for several malignant tumors
regardless of the expression level of PD-L1 in tumor tissues
(8–10). However, the treatment benefits associated with ICIs
come at the cost of immune-related toxicities (known as irAEs),
which are distinctly different from chemotherapy-related
toxicities, and been regarded as the off-target effects of an
excessively activated immune system (11). The increased
efficacy of combination therapy is accompanied by a rising
incidence of irAEs, especially severe or life-threatening irAEs
(8, 12, 13).

Considering that serious irAEs are one of the main reasons
for patients withdrawing treatment or death, the detailed
molecular mechanism underlying the selectivity of irAEs
during anti-PD-1/PD-L1 treatment is urgently needed (14).
Numerous studies have evidenced that irAEs had good
prognostic value in different cancers and could be used as
valuable biomarkers in clinical setting (15–17). Several factors
associated with the antitumor efficiency of ICIs, including TMB,
the neutrophil-to-lymphocyte ratio (NLR) and platelet-
tolymphocyte ratio (PLR) levels, have also been evidenced as
independent risk factors related to the occurrence of irAEs (18,
19). Moreover, a large number of preclinical and clinical studies
evidenced that the antitumor effects of ICIs depended on gut
microbiome via innate and adaptive immunity, and microbiome
modulation by microbiota transplantation experiments could
improve therapeutic responses of ICIs (20–22). Moreover, a
recent study found that in patients with advanced nonsmall-
cell lung cancer (NSCLC) and treated with anti-PD-1/PD-L1
antibodies as a first-line or treatment-refractory therapy, and
there is a difference in gut microbiome between patients having
low- and high-grade irAEs (23). Collectively, we speculate that
the mechanism of irAEs may partly be consistent with the
pharmacology effects of these drugs depending on the
gut microbiome.

Currently, a total of 8 PD-1/PD-L1 inhibitors have been used
in China for antitumor treatment (6 were anti-PD-1 and 2 were
PD-L1 inhibitors), and anti-PD-l was one of the most commonly
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used ICIs in China. This study intended to analyze the gut
microbiome data from patients undergoing anti-PD-1 inhibitor
therapy who suffered from irAEs and those who did not and to
explore the possible relationship between gut microbiota and the
occurrence of irAEs. Moreover, we also aim to point out the
potential difference in microbiota composition among various
types of irAEs. On this basis, the study will attempt to identify
suitable microbial biomarkers from gut microbiota to construct a
severe irAE classification model in addition to developing a
simple and noninvasive technique to predict severe irAEs
before taking anti-PD-1 inhibitors.
METHOD

Study Population
A unicentric and prospective observational study was conducted
to elucidate the effect of gut microbiota on severe irAE
interindividual differences in the Chinese population. We
collected the fecal samples from patients who acquired anti-
PD-1 inhibitor (nivolumab or pembrolizumab) therapies
between October 2018 and March 2021 in the Department of
Oncology, Second Xiangya Hospital, Central South University
(Changsha, China). All of them received anti-PD-1 as
monotherapy or in combination with chemotherapy or
antiangiogenesis (bevacizumab or anlotinib) regardless of
treatment lines. The anti-PD-1 was administered intravenously
every 3 weeks at a dose of 5 or 10 mg/kg. This study was
approved by the Ethics Committee of Second Xiangya Hospital
at Central South University, and all procedures were carried out
under the Declaration of Helsinki. The study was registered with
the Chinese Clinical Trials Registry (ChiCTR2100045873).

All participating patients were given informed consent to this
study. Patients were included according to the following criteria:
(1) clinical symptoms, physical signs, imaging examination, and
histologically or cytologically consistent with the diagnostic
criteria for tumors; (2) treatment with anti-PD-1 inhibitor
monotherapy or combination therapy at recommended dose;
(3) no use of antibiotics or microbial ecological agents for at least
4 weeks before anti-PD-1 therapy; (4) no serious autoimmune
diseases; (5) normal routine examination result of the stool
before anti-PD-1 therapy.

Patient Follow-Up and Definition of irAEs
The detailed demographics, medical history, and comorbidities
were further collected by a review of electronic medical records,
including age, sexual, smoking and drinking history, primary
tumor sites, histological types, Eastern Cooperative Oncology
Group (ECOG) performance status (PS), the expression level of
PD-1, treatment strategies, comorbidities, and irAEs data of the
last follow-up. The use of antibiotics, especially broad-spectrum
antibiotics was also recorded. The follow-up lasted for at least 6
months by regular clinic visits conducted by an oncologist (Dr.
Fang Ma) and a pharmacist (Pharm. Wenhui Liu) regularly.

The occurrence of irAEs was trailed and monitored from
therapy start and only patients whose onset was before January
December 2021 | Volume 12 | Article 756872
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2021 were included in the irAEs group in this study. Cases with
irAEs were reviewed by at least two oncologists and one clinical
pharmacist specializing in antitumor. Chemotherapy-associated
adverse effects, including hepatotoxicity, nephrotoxicity,
hematotoxicity, and so on, were excluded for patients taking
combination treatment. Only irAEs certainly or probably related
to anti-PD-1 therapy were recorded, and their severity was
assessed according to the National Cancer Institute Common
Terminology Criteria for Adverse Events (CTCAE V5.0). IrAEs
for patients taking anti-PD-1 inhibitor plus chemotherapy were
evaluated by two oncologists independently and categorized by
CTCAE V5.01. Severe irAEs (grades 3–4) were further confirmed
if they could be cured by immunosuppression with
corticosteroids or other immunosuppressant agents such as
infliximab (24).

Fecal DNA Extraction and 16S Sequencing
Using the commercial sampling kit containing guanidine solution,
we prospectively collected fecal samples before patients had anti-
PD-1 inhibitors therapy and stored the samples at −80°C until
analysis. Bacterial DNAwas extracted at Novogene Bioinformatics
Technology Co., Ltd. (Cambridge, UK) using TIANGEN kit
(catalog number: DP328) according to the manufacturer’s
recommendations. The quality of isolated DNA was confirmed
by agarose gel electrophoresis. DNA library was prepared using
the PrepX ILM 32i DNA library kit (Wangfergen Biosystems,
Fremont, CA, USA). V3 and V4 regions of 16S ribosomal RNA
(rRNA) gene were amplified using the following primers: MI-16S-
F (TACGGRAGGCAGCAG) and MI-16S-R (AGGGTATCT
AATCCT). Sequencing was performed on the Illumina MiSeq
platform (Illumina, San Diego, CA, USA).

16S sequencing data were analyzed using Software
Quantitative Insights into Microbial Ecology. Operational
taxonomic unit (OTU) counts per sample were generated and
grouped by different taxonomic levels (phylum, class, order,
family, genus, and species). The diversity of gut microbiome
was assessed by alpha diversity and beta diversity. Indexes
including Shannon and Inverse Simpson were calculated based
on OTU counts. The difference in alpha diversity between groups
was statistically analyzed by the Mann-Whitney U test (p < 0.05).
Principal coordinate analysis (PCoA) plots using unweighted
UniFrac distance were created to visualize the variation between
different groups. Linear discriminant analysis effect size (LEfSe)
analysis was used to identify the characteristic genera in different
groups, and a score of log linear discriminant analysis (LDA)
>2.0 or an odds ratio with p < 0.05 was considered to indicate a
differential signature that was better discriminated between
groups. The support vector machine (SVM) algorithm and
receiver operator characteristic (ROC) curve calculation were
performed by the RandomForest and ROCR packages in R
(version 3.2.1), respectively, based on the species abundance in
gut microbiome. The recursive feature elimination method was
used to rank the importance of all bacteria and to draw the ROC
curve. Finally, five-fold cross-validation with 1,000 iterations was
used to evaluate the performance of these models.
Frontiers in Immunology | www.frontiersin.org 3
Statistical Analyses
The clinical results were expressed as mean and standard deviation
for continuous variables and frequency and percentage for
categorical variables. The t-test (for continuous variables) and c2

test (for categorical variables) were used to analyze the
characteristic clinical difference between different groups. The R
statistical Language (version 3.2.1) and GraphPad Prism (v6.0e)
software packages were used to analyze the difference of intestinal
microbiome profiling between groups. A nonparametric test was
applied to determine the differences in the relative abundance of
OTU counts and alpha diversity indexes between groups. The
cutoff for the Shannon index was calculated based on receiver
operating characteristic curves. The microbiota diversity was
estimated by the Shannon index. Differences were considered to
be statistically significant when p < 0.05.
RESULTS

Clinical Characteristics of the Enrolled
Patients
A total of 150 patients were included in the study and followed-
up for at least 6 months. Patients in this study ranged in age
between 17 and 79 years, and mean age was 57.53 ± 10.0 years.
The cohort was predominantly male (85.33%). Most patients
(57.3%) had a previous smoking history, and part of the patients
(28.7%) had a prior drinking history. A total of 102 patients had
(68%) been diagnosed with NSCLC; in addition, 7 (6.86%) had
nasopharyngeal carcinoma, 5 (4.9%) had melanoma, 5 (4.9%)
had esophagus cancer, and 31 (20.67%) with other cancer types.
The majority of patients (92.67%) were diagnosed with advanced
stage (stages III to IV) tumors, with patients (97.33%) having an
ECOG PS of ≥1.

Seventy-eight (52%) patients had received at least one round
of chemotherapy or radiotherapy before anti-PD-1 treatment
was taken. A total of 132 (88%) patients were treated with anti-
PD-1 (nivolumab or pembrolizumab) plus chemotherapy
(mainly platinum-based chemotherapy, 73.48%), and 18 (12%)
of patients received anti-PD-1 monotherapy. In total, 90 patients
(60%) developed one or more irAEs; 72 (48%) patients stopped
taking anti-PD-1 inhibitor therapy because of disease
progression (62.5%), adverse events (29.2%) or financial
burden (8.3%). The clinical characteristics of enrolled patients
are summarized in Table 1.

IrAE Development in Patients Followed Up
The median follow-up for this cohort was 8.4 months
[interquartile range, 7.2–9.5 months]. The most common irAEs
associated with anti-PD-1 inhibitor use are pruritus and/or rash,
and thyroid dysfunction, as shown in Figure 1A. Ninety (60%)
patients developed at least one type of adverse effect, among which
68 (72.22%) patients had mild irAEs (grades 1–2) and only 25
(27.78%) patients suffered from severe irAE (grades 3–5). Among
them, most patients had one to two types of irAEs and only 5
patients suffered 4 to 6 kinds of irAEs, as shown in Figure 1B.
December 2021 | Volume 12 | Article 756872
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Specific Gut Microbial Signature in
Patients With irAEs
Patients have been divided into three groups, as shown in
Table 2, and the clinical backgrounds were roughly similar
among groups (Table 2). A total of 28 patients received
antibiotics therapy during follow-up, while the ratio of
antibiotics usage had no statistical discrepancy between groups.
The rarefaction curves of different groups showed that the
number of sequences could represent the microbial diversity of
each community (Supplementary Figure S1). PCoA test showed
that patients were divided into different clusters (Figure 2A),
although there was no significant difference in a-diversity among
groups (Supplementary Figure S2). The Bryan-Curtis
intragroup distance of the no irAE (N-irAE) group was smaller
than both the mild irAEs and severe irAEs groups (p < 0.001, by
Frontiers in Immunology | www.frontiersin.org 4
Mann-Whitney U test, Figure 2B). These results suggest that
patients without irAEs have a distinctly different gut microbial
community from those with mild and severe irAEs.

Difference in the Gut Microbiome Between
Patients With irAEs
In detail, patients without irAEs or with mild irAEs showed a
similar abundance of the top 10 abundant bacteria in the phylum
level, which differed from patients with severe irAEs (Figure 2C).
The abundance of Proteobacteria, for example, was higher in
severe-irAEs group compared with N-irAEs or mild-irAEs
groups (p = 0.032, Mann-Whitney U test, Figure 2D). Patients
with severe irAEs showed a visible abundance of Streptococcus,
Paecalibacterium, and Stenotrophomonas at the genus level,
while patients with grades 0–2 irAEs had a higher abundance
TABLE 1 | Characteristics of enrolled patients.

Characteristics Patient count (N = 150), N (%)

Age
mean±SD 57.53±10.0
Sex
Male 128 (85.33%)
Female 22 (14.67%)
BMI, mean±SD 22.12±3.92
Smoke habit 85 (56.67%)
Drink habit 44(29.33%)
Disease stage
I-II 11 (7.33%)
III-IV 139 (92.67%)
Cancer type
Non-small-cell lung cancer 102 (68%)
squamous carcinoma 54 (52.94%)
adenomatous carcinoma 48 (47.06%)
Nasopharyngeal carcinoma 7 (6.86%)
Malignant melanoma 5 (4.9%)
Esophagus cancer 5 (4.9%)
Other types 31 (20.67%)
ECOG PS score before treatment
0 4 (2.67%)
1 129 (86%)
≥2 17 (11.33%)
Patients with PD-L1 expression level 91 (60.67%)
<1% 33 (36.26%)
1%-49% 29 (31.87%)
≥50% 29 (31.87%)
Treatment naïve patients 73 (48.67%)
Therapeutic regimen
anti-PD-1plus chemotherapy 128 (85.33%)
Platinum based chemotherapy 97 (75.78%)
Taxol 11(8.58%)
Anti-angiogenic 4 (3.12%)
Others 16 (12.5)
anti-PD-1 monotherapy 22 (14.67%)
irAEs 90 (60%)
irAEs (grade 3-4) 25 (27.78%)
irAEs (grade 1-2) 65 (72.22%)
Non-irAEs 60 (40%)
Drug discontinuance 72 (48%)
Because of AEs 14 (29.2%)
Because of disease progression 45 (62.5%)
Because of financial reasons 13 (8.3%)
December 20
BMI, body mass index; ECOG PS score, Eastern Cooperative, Oncology Group performance status; AE, adverse effect.
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of Faecalibacterium and unidentified_ Lachnospiraceae at the
genus level (Figure 2E). These results suggested that patients
with severe irAEs had an intestinal microbial community
significantly different from those without or with mild irAE.

To identify specific microbial biomarkers that can be used to
classify patients with or without irAEs, the differential genera
between groups were further investigated by LEfSe analysis with
the threshold value of LDA 2.0. The abundance of bacteria taxa
with significant difference among groups are shown in Figure 2F.
A total of 22 differential markers had significantly different
abundance between patients in N-irAEs and mild irAEs
groups: 8 enriched in mild irAEs group including Nocardiaceae
and Pseudomonadaceae, and 14 enriched in N-irAEs group
including Balneolales (Supplementary Figures S3A, B).
Furthermore, 40 differential markers showed significant
different abundance between N-irAEs and severe irAEs groups,
35 enriched in severe irAEs group including Spirosomaceae,
Thermoanaerobacteracea, Anaplasmataceae, and Vibrionales
and 5 enriched in N-irAEs group including Pseudomonadales
(Supplementary Figures S3C, D).

Difference in the Gut Microbiome Between
Patients With Each irAE Subtypes
Based on the diverse mechanism of each kind of irAEs, we next
compared the microbial compositions in adverse effect subtypes
(pruritus, rash, thyroid dysfunction, and diarrhea) separately.
For pruritus, the observed species number of intestinal bacteria
Frontiers in Immunology | www.frontiersin.org 5
showed no s ign ificant d i ff e r ence be tween groups
(Supplementary Figure S4A). Still unweighted UniFrac
analysis revealed that a significant difference in intestinal gut
bacteria composition between N-irAEs group and the pruritus
group (p = 0.024, Supplementary Figure S4B). Both PCoA plot
and the abundance of top 10 bacteria in the genus level did not
have a noticeable difference between groups (Supplementary
Figures S4C, D). LEfSe analysis indicated that a total of 31
differential bacteria markers showed a significant difference
between N-irAEs and pruritus groups, with 16 markers
enriched in the pruritus group and 6 enriched in N-irAEs
group (Supplementary Figure S4E).

For rash, there is no significant difference in a-diversity and
b-diversity between patients with rash and those without irAEs
(Supplementary Figures S5A–D). LEfSe analysis showed a
substantial difference between N-irAEs and rash groups in a
total of 31 differential bacteria markers, and 26 enriched in
patients with rash and 5 enriched in the N-irAEs group
(Supplementary Figure S5E).

For thyroid dysfunction, the observed species numbers of
intestinal bacteria had no significant difference between groups
(Supplementary Figure S6A), while unweighted UniFrac analysis
showed that intestinal gut bacteria composition was significantly
different between groups (p = 1.98E−17, Supplementary Figure
S6B). Further PCoA plots showed a visible separation of bacterial
taxa composition between patients without irAEs and those with
thyroid dysfunction (Supplementary Figure S6C). The
A

B

FIGURE 1 | Overview of the occurred irAEs during follow-up. (A) Numbers of patients of each type irAE. (B) Numbers of occurred irAEs during follow-up time.
December 2021 | Volume 12 | Article 756872
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abundance of top 10 bacterial in the genus level varied between
groups (Supplementary Figure S6D): the N-irAEs group had a
higher abundance of Bacteroides and Lactobacillus, while
Paecalibacterium was enriched in the thyroid dysfunction group.
LEfSe analysis identified 5 differential bacteria markers showing a
significant difference between N-irAEs and thyroid dysfunction
group: the g-Ralstonia and k-Bacteria were enriched in patients
with thyroid dysfunction, and the N-irAEs group was rich in
o_Micrococcales, g_Granulicatella, and f_Carnobacteriaceae
(Supplementary Figure S6E).

For diarrhea, 10 patients were having mild diarrhea and 3
patients had severe diarrhea. In terms of the observed species
number of intestinal bacteria, there was no significant difference
among groups (Supplementary Figure S7A), while unweighted
UniFrac analysis showed that intestinal gut bacteria composition
were significantly different among groups (p < 0.001,
Supplementary Figure S7B). Patients with severe diarrhea
showed a higher level of Stenotrophomonas and Streptococcus
compared with patients without irAEs or with mild diarrhea
(Supplementary Figure S7C), while the abundance of
Faecalibacterium and Bacteroides was higher in patients
without irAEs or with mild diarrhea. Furthermore, LEfSe
analysis showed a range of bacteria taxa showed obvious
differences among groups (Supplementary Figure S7D).

Classification Models of Severe and Mild
irAEs Based on SVM Algorithm
Collectively, previous results indicate that intestinal bacterial
structure was associated with the occurrence of irAEs, especially
severe irAEs. As many researchers emphasized that a crucial aspect
in the future development of ICI therapies is to improve the
understanding of events leading to irAEs, we further aimed to
develop a classification model by machine learning method to
evaluate the usability of gut microbiome as prognostic biomarkers
for severe irAEs. To construct this model based on the SVM
Frontiers in Immunology | www.frontiersin.org 6
algorithm, we firstly find the optimal combination of microbial
biomarkers to optimize the efficiency of severe irAEs identification.
We performed SVM test based on different bacterial features at the
species level, and found these five microbial biomarkers
(Act inomyces_graeveni tz i i , Dorea_formic igenerans ,
Bacteroides_ovatus, Bacteroides_finegoldii, Lachnospiraceae
bacterium 1_1_57FAA) had the best prediction ability
(Supplementary Figures S8A, B). The AUC value of the
combination of these bacterial features was 65.85% (95% CI:
52.4%–79.29%) in the train set (Figure 3A) and as high as 0.73
(95% CI: 0.43–1) in the test set (Supplementary Figure S8C). Of
these five microbial biomarkers, the Actinomyces_graevenitzii and
Bacteroides_finegoldii contribute most to the model (Figure 3B).

We constructed classification models to predict the microbial
condition of patients with mild irAEs based on the same process.
We found that a classification model with five microbial
biomarkers had the best prediction ability (Supplementary
Figures S9A, B). The AUC value of combining these bacterial
features was as high as 66% (95% CI: 55.16%–76.83%), as shown
in Supplementary Figures S9C, D.
DISCUSSION AND CONCLUSION

In this prospective study, we reported a comprehensive analysis
of the gut microbiomes of patients receiving anti-PD-L1-based
treatment. We observed that the gut microbiome composition
was significantly different among patients without irAEs or with
mild/severe irAEs. In addition, we further found different gut
microbiome compositions in various types of irAEs. Finally, we
constructed a classification model with 5 microbial biomarkers,
which could successfully distinguish patients without irAEs from
those with severe irAEs.

The occurrence of irAEs is positively correlated with the
clinical response of ICIs. Hence, we speculate that there is an
TABLE 2 | Univariate analysis for irAEs in patients with different clinical factors.

Variable N-irAEs group(N = 58) Mild irAEs group (N = 67) Sever irAEs group (N = 25) P1 P2 P3

Age, year 57.71±9.56 57.18±10.34 58.16±10.23 0.91 0.79 0.84
BMI, 22.27±3.22 22.70±2.78 22.13±2.77 0.60 0.41 0.86
Sexual (man / female) 49/9 60/7 20/5 0.46 0.35 0.75
Smoking habit (yes / no) 32/26 42/26 10/15 0.17 0.12 0.24
Drink habit (yes / no) 17/41 20/47 6/19 0.85 0.64 0.79
Cancer type (Lung cancer) 34 50 19 0.11 0.48 0.14
Disease stage (I-III / IV) 26/32 29/28 9/16 0.28 0.19 0.48
PD-L1 level
<1% 13 9 10
1%-49% 8 15 6
≥50% 15 14 0
Treatment strategy (yes / no)
Treatment naïve 31/27 29/36 13/12 0.59 1.0 1.0
Monotherapy 7/51 13/54 2/23 0.29 0.53 0.72
ICIs plus platinum based chemotherapy 37/21 42/25 18/7 0.70 0.18 0.61
ICIs plus taxol (yes / no) 2/56 6/61 3/22 0.29 0.39 0.16
Antibiotics usage (yes / no) 7/51 13/54 8/17 0.10 0.088 0.058
December 2021 | V
olume 12
 | Article 7
N-irAEs group, patients without irAEs; mild irAEs group, patients occurred grade 1 or 2 levels irAEs; severe irAEs group, patients occurred grade 3 to 5 level irAEs; P1, N-irAEs vs. mild irAEs
vs severe irAEs; P2, (N-irAEs plus mild irAEs) vs severe; P3, N-irAEs vs severe irAEs;treatment naïve, patients who didn’t take any anti-cancer treatment before treated with anti-PD-1
inhibitors.
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A

C D

E F

B

FIGURE 2 | Gut microbiome composition for all patients stratified by irAEs. (A) PCoA test was used to measure the shift in intestinal bacterial composition profile among
groups. (B) Bacterial community dissimilarities among groups. Bray-Curtis distances were independently calculated for N-irAEs vs. mild irAEs. Statistical significance was
determined by the Mann-Whitney U test. **p < 0.001. (C) Phylogenetic composition of the top 10 bacterial taxa at the phylum level, ordered by the most abundance taxa
across the cohort. (D) Relative abundance of Proteobacteria in the phylum level. Statistical differences were assessed by Wilcoxon test. (E) Phylogenetic composition of
common bacterial taxa at the genus level, ordered by the most abundance taxa across the cohort. (F) Differential abundance analysis using LEfSe stratified according to
the occurrence of irAEs. Note that all findings reported on LEfSe are statistically significant. LDA, linear discriminant analysis.
Frontiers in Immunology | www.frontiersin.org December 2021 | Volume 12 | Article 7568727

https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


Liu et al. Identification of irAE-Associated Bacterial Taxa
intersection between the mechanisms of irAEs and treatment
response. In accordance with our hypothesis, we found that the
relative abundance of bacteria taxa showed significant difference
among groups. We first observed that the relative abundance of
Faecalibacterium genus tended to be more enriched in patients
without irAEs or with mild irAEs. Faecalibacterium genus was a
Gram-positive bacterium of the Ruminococcaceae family and
within the Clostridia class of the Firmicutes phylum.
Faecalibacterium prausnitzii (F. prausnitzii), the only known
species of the Faecalibacterium genus, had been widely proved to
be positively associated with good treatment response of ICIs and
CD8+ T-cell infiltration within the tumor microenvironment
(20, 25). The abundance of F. prausnitzii was likely to be
associated with better treatment response and a lower risk of
severe irAEs. However, there was also evidence that patients with
Frontiers in Immunology | www.frontiersin.org 8
metastatic melanoma who had a good response to ICIs had
enrichment of this bacterium in baseline stool and higher
incidence of immune-related colitis (26).

In our cohort, several bacteria taxa (Streptococcus,
Paecalibacterium, and Stenotrophomonas) enriched in patients
with severe irAEs were also reported in other anti-PD-L1-
associated clinical studies of different cancer types. A
metagenomics study, for example, found an elevated
abundance of Streptococcus in melanoma patients who
responded to ICIs (22). However, one recently published
research with a small sample size showed a negative
correlation between the abundance of Streptococcus genus and
treatment response in patients with unresectable metastatic
melanoma treated with ICIs (27). Numbers of factors including
the study design, sample size, sample collection, treatment
regimen, regional differences, and data analysis method might
further complicate the interpretability of finding on microbiome
compositions among different studies.

The frequency and predominance of irAEs vary among ICIs
targeting CTLA-4 and anti-PD-1/PD-L1 (e.g., anti-CLTA-4
inhibitor is linked to a higher rate of colitis whereas anti-PD-1
has a higher rate of pneumonitis) (28). Higher abundance of
Bacteroidetes in the phylum level was widely evidenced in
patients who did not develop ICI colitis (29). Similarly, our
research also showed that patients with grades 0–2 diarrhea
showed significantly higher Bacteroides and Faecalibacterium
than patients who developed severe diarrhea associated with
anti-PD-1 treatment. Based on these, we can speculate a
crossover in the pathogenesis between anti-CTLA4-induced
colitis and anti-PD-1-induced diarrhea.

Exposure to antibiotic therapy adversely influenced outcomes
of ICI therapy through modulation of intestinal microbiota.
Numbers of clinical studies had indicated that prior antibiotic
treatments were associated with worse treatment response and
OS in patients treated with ICIs (30), as well as greater incidence
of moderate to severe irAEs (31). As the timing of antibiotic
exposure was crucial in determining degree of its impact on the
ICIs response, we collected patients who did not receive
antibiotics 4 weeks before anti-PD-L1 treatment in this study.
Pinato et al. found that concurrently received antibiotics were
not associated with response to ICI therapy or survival in
patients with cancer. We failed to evidence the association
between coadministration of antibiotics and the occurrence of
irAEs, as the ratio of antibiotics usage showed no significant
difference between groups. Further studies should be designed to
explore the influence of concurrent antibiotic uses on the toxicity
of ICIs.

An essential aspect of studying the gut microbiome and its
relationship with the human host is to derive biomarkers for
diagnostic or prognostic prediction. Differential bacteria taxa
between groups can help identify relevant microbial species as
potential biomarkers. It is very encouraging to see that our model
achieves desirable performance in this cohort, indicating that the
gut microbiome systematically affects host immune function,
and it may serve as a repertoire for novel biomarkers of severe
irAEs. The wider intervals indicate uncertainty of the predictive
A

B

FIGURE 3 | Classification model of severe irAEs based on intestinal microbes.
(A) The ROC curve of SVM classification models using the species abundance
in the train set. (B) The mean decrease accuracy of each enrolled bacteria taxa
in the SVM classification model.
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model in this study, which may be due to the high intersample
variability. Another possible reason may be the lack of irAE-
associated clinical features. Future enlargement of the study
cohort is expected to improve the prediction accuracy further.

A previous study showed that polymorphisms in human
leukocyte antigen (HLA) genes were associated with irAEs in
patients under immune checkpoint therapy (32). There was also
evidence that major histocompatibility complex (MHC)
polymorphisms differentially influence antibody-mediated
selection on the microbiota in mice model (33). Multiple
mechanisms, including regulation of the cytotoxic activity,
humoral responses and inflammatory reaction have been
proposed to be involved in irAEs (34). However, little evidence
has been disclosed about the mechanisms of irAEs, such aHs
whether those immune cells mainly responsible for irAEs are also
participating in the potentiating of the antitumor immune
response. Recently, Alexandre and colleagues proposed an
interesting and thought-provoking viewpoint that the
symptoms of irAEs were very similar to a chronic graft-versus-
host-disease (GVHD) reaction induced in the context of
allogeneic bone marrow transplantation (35). Low-dose ICIs
could induce a prolonged auto-GVHD, which would improve
the antitumor efficacy of the patients’ own lymphocytes for a
broad spectrum of malignancies (36, 37). It is challenging to
explain the internal interaction of irAEs and the more
complicated question is the different pathophysiological
mechanisms under various types of irAEs.

Our study has several limitations. Firstly, we did not collect
the fecal samples from patients at the time point when irAEs
have occurred, then we could not correlate the change of gut
microbiota composition with the disease course of irAEs.
Secondly, we could not correlate the gut microbiota
composition with patients’ dietary history. Neither did we find
any clinical features associated with the occurrence of irAEs,
which might be due to a low sample size of our study. We
planned to research the effects of patients’ dietary habits and
concomitant medication on the occurrence of irAEs in the next
step. Thirdly, 16S rRNA sequencing might be underpowered to
illustrate the whole gut microbiota signature. Metagenomics
sequencing is likely to be a more profound gut microbiota
profi l ing technique in finding more irAE-correlated
biomarkers. Further studies are needed to find biomarkers or
models that can predict patients with good therapeutical effects
as well as reduce the risk of irAEs. A thorough understanding of
irAEs will help clinicians to manage these events more effectively
and enable assessments of the safety of treatment resumption
after irAE resolution.
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8. Gandhi L, Rodrıǵuez-Abreu D, Gadgeel S, Esteban E, Felip E, De Angelis F,
et al. Pembrolizumab Plus Chemotherapy in Metastatic Non-Small-Cell Lung
Cancer. N Engl J Med (2018) 378:2078–92. doi: 10.1056/NEJMoa1801005

9. Paz-Ares L, Luft A, Vicente D, Tafreshi A, Gümüs ̧ M, Mazières J, et al.
Pembrolizumab Plus Chemotherapy for Squamous Non-Small-Cell Lung
Cancer. N Engl J Med (2018) 379:2040–51. doi: 10.1056/NEJMoa1810865

10. Finn RS, Qin S, Ikeda M, Galle PR, Ducreux M, Kim TY, et al. Atezolizumab
Plus Bevacizumab in Unresectable Hepatocellular Carcinoma. N Engl J Med
(2020) 382:1894–905. doi: 10.1056/NEJMoa1915745

11. Martins F, Sofiya L, Sykiotis GP, Lamine F, Maillard M, Fraga M, et al.
Adverse Effects of Immune-Checkpoint Inhibitors: Epidemiology,
Management and Surveillance. Nat Rev Clin Oncol (2019) 16:563–80.
doi: 10.1038/s41571-019-0218-0

12. Horn L, Mansfield AS, Szczęsna A, Havel L, Krzakowski M, Hochmair MJ,
et al. First-Line Atezolizumab Plus Chemotherapy in Extensive-Stage
Small-Cell Lung Cancer. N Engl J Med (2018) 379:2220–9. doi: 10.1056/
NEJMoa1809064

13. Moslehi JJ, Salem JE, Sosman JA, Lebrun-Vignes B, Johnson DB. Increased
Reporting of Fatal Immune Checkpoint Inhibitor-Associated Myocarditis.
Lancet (2018) 391:933. doi: 10.1016/s0140-6736(18)30533-6

14. Michot JM, Bigenwald C, Champiat S, Collins M, Carbonnel F, Postel-Vinay
S, et al. Immune-Related Adverse Events With Immune Checkpoint Blockade:
A Comprehensive Review. Eur J Cancer (2016) 54:139–48. doi: 10.1016/
j.ejca.2015.11.016

15. Das S, Johnson DB. Immune-Related Adverse Events and Anti-Tumor
Efficacy of Immune Checkpoint Inhibitors. J Immunother Cancer (2019)
7:306. doi: 10.1186/s40425-019-0805-8

16. Buder-Bakhaya K, Hassel JC. Biomarkers for Clinical Benefit of Immune
Checkpoint Inhibitor Treatment-A Review From the Melanoma Perspective
and Beyond. Front Immunol (2018) 9:1474. doi: 10.3389/fimmu.2018.01474

17. Park R, Lopes L, Saeed A. Anti-PD-1/L1-Associated Immune-Related Adverse
Events as Harbinger of Favorable Clinical Outcome: Systematic Review and
Meta-Analysis. Clin Transl Oncol (2021) 23:100–9. doi: 10.1007/s12094-020-
02397-5

18. Liu W, Liu Y, Ma F, Sun B, Wang Y, Luo J, et al. Peripheral Blood Markers
Associated With Immune-Related Adverse Effects in Patients Who Had
Advanced Non-Small Cell Lung Cancer Treated With PD-1 Inhibitors.
Cancer Manag Res (2021) 13:765–71. doi: 10.2147/cmar.s293200

19. Bomze D, Hasan Ali O, Bate A, Flatz L. Association Between Immune-Related
Adverse Events During Anti-PD-1 Therapy and Tumor Mutational Burden.
JAMA Oncol (2019) 5:1633–5. doi: 10.1001/jamaoncol.2019.3221

20. Gopalakrishnan V, Spencer CN, Nezi L, Reuben A, AndrewsMC, Karpinets TV,
et al. Gut Microbiome Modulates Response to Anti-PD-1 Immunotherapy in
Melanoma Patients. Science (2018) 359:97–103. doi: 10.1126/science.aan4236

21. Yi M, Yu S, Qin S, Liu Q, Xu H, Zhao W, et al. Gut Microbiome Modulates
Efficacy of Immune Checkpoint Inhibitors. J Hematol Oncol (2018) 11:47.
doi: 10.1186/s13045-018-0592-6

22. Frankel AE, Coughlin LA, Kim J, Froehlich TW, Xie Y, Frenkel EP, et al.
Metagenomic Shotgun Sequencing and Unbiased Metabolomic Profiling
Identify Specific Human Gut Microbiota and Metabolites Associated With
Immune Checkpoint Therapy Efficacy in Melanoma Patients. Neoplasia
(2017) 19:848–55. doi: 10.1016/j.neo.2017.08.004

23. Hakozaki T, Richard C, Elkrief A, Hosomi Y, Benlaïfaoui M, Mimpen I, et al.
The Gut Microbiome Associates With Immune Checkpoint Inhibition
Outcomes in Patients With Advanced Non-Small Cell Lung Cancer. Cancer
Immunol Res (2020) 8:1243–50. doi: 10.1158/2326-6066.cir-20-0196
Frontiers in Immunology | www.frontiersin.org 10
24. Friedman CF, Proverbs-Singh TA, Postow MA. Treatment of the Immune-
Related Adverse Effects of Immune Checkpoint Inhibitors: A Review. JAMA
Oncol (2016) 2:1346–53. doi: 10.1001/jamaoncol.2016.1051

25. Routy B, Gopalakrishnan V, Daillère R, Zitvogel L, Wargo JA, Kroemer G. The
Gut Microbiota Influences Anticancer Immunosurveillance and General
Health. Nat Rev Clin Oncol (2018) 15:382–96. doi: 10.1038/s41571-018-0006-2

26. Chaput N, Lepage P, Coutzac C, Soularue E, Le Roux K, Monot C, et al.
Baseline Gut Microbiota Predicts Clinical Response and Colitis in Metastatic
Melanoma Patients Treated With Ipilimumab. Ann Oncol (2017) 28:1368–79.
doi: 10.1093/annonc/mdx108

27. Wind TT, Gacesa R, Vich Vila A, de Haan JJ, Jalving M, Weersma RK, et al.
Gut Microbial Species and Metabolic Pathways Associated With Response to
Treatment With Immune Checkpoint Inhibitors in Metastatic Melanoma.
Melanoma Res (2020) 30:235–46. doi: 10.1097/cmr.0000000000000656

28. El Osta B, Hu F, Sadek R, Chintalapally R, Tang SC. Not All Immune-
Checkpoint Inhibitors are Created Equal: Meta-Analysis and Systematic
Review of Immune-Related Adverse Events in Cancer Trials. Crit Rev Oncol
Hematol (2017) 119:1–12. doi: 10.1016/j.critrevonc.2017.09.002

29. Dubin K, Callahan MK, Ren B, Khanin R, Viale A, Ling L, et al. Intestinal
Microbiome Analyses Identify Melanoma Patients at Risk for Checkpoint-
Blockade-Induced Colitis. Nat Commun (2016) 7:10391. doi: 10.1038/
ncomms10391

30. Pinato DJ, Howlett S, Ottaviani D, Urus H, Patel A, Mineo T, et al. Association
of Prior Antibiotic Treatment With Survival and Response to Immune
Checkpoint Inhibitor Therapy in Patients With Cancer. JAMA Oncol (2019)
5:1774–8. doi: 10.1001/jamaoncol.2019.2785

31. Mohiuddin JJ, Chu B, Facciabene A, Poirier K, Wang X, Doucette A, et al.
Association of Antibiotic Exposure With Survival and Toxicity in Patients
With Melanoma Receiving Immunotherapy. J Natl Cancer Inst (2021) 113
(2):62–170. doi: 10.1093/jnci/djaa057

32. Hasan Ali O, Berner F, Bomze D, Fassler M, Diem S, Cozzio A, et al. Human
Leukocyte Antigen Variation Is AssociatedWith Adverse Events of Checkpoint
Inhibitors. Eur J Cancer (2019) 107:8–14. doi: 10.1016/j.ejca.2018.11.009

33. Kubinak JL, Stephens WZ, Soto R, Petersen C, Chiaro T, Gogokhia L, et al.
MHC Variation Sculpts Individualized Microbial Communities That Control
Susceptibility to Enteric Infection. Nat Commun (2015) 6:8642. doi: 10.1038/
ncomms9642

34. Postow MA, Sidlow R, Hellmann MD. Immune-Related Adverse Events
Associated With Immune Checkpoint Blockade. N Engl J Med (2018)
378:158–68. doi: 10.1056/NEJMra1703481

35. Corthay A, Bakacs T, Thangavelu G, Anderson CC. Tackling Cancer Cell
Dormancy: Insights From Immune Models, and Transplantation. Semin Cancer
Biol (2021) S1044-579X(21)00025-0. doi: 10.1016/j.semcancer.2021.02.002

36. Bakacs T,Moss RW, Kleef R, SzaszMA, Anderson CC. Exploiting Autoimmunity
Unleashed by Low-Dose Immune Checkpoint Blockade to Treat Advanced
Cancer. Scand J Immunol (2019) 90:e12821. doi: 10.1111/sji.12821

37. Kleef R, Nagy R, Baierl A, Bacher V, Bojar H, McKee DL, et al. Low-Dose
Ipilimumab Plus Nivolumab CombinedWith IL-2 and Hyperthermia in Cancer
Patients With Advanced Disease: Exploratory Findings of a Case Series of 131
Stage IV Cancers - a Retrospective Study of a Single Institution. Cancer Immunol
Immunother (2021) 70:1393–403. doi: 10.1007/s00262-020-02751-0

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2021 Liu, Ma, Sun, Liu, Tang, Luo, Chen and Luo. This is an open-access
article distributed under the terms of the Creative Commons Attribution License
(CC BY). The use, distribution or reproduction in other forums is permitted, provided
the original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.
December 2021 | Volume 12 | Article 756872

https://doi.org/10.2147/cmar.s249393
https://doi.org/10.1186/s40169-019-0225-x
https://doi.org/10.1186/s40169-019-0225-x
https://doi.org/10.1126/science.aaa1348
https://doi.org/10.1056/NEJMoa1801005
https://doi.org/10.1056/NEJMoa1810865
https://doi.org/10.1056/NEJMoa1915745
https://doi.org/10.1038/s41571-019-0218-0
https://doi.org/10.1056/NEJMoa1809064
https://doi.org/10.1056/NEJMoa1809064
https://doi.org/10.1016/s0140-6736(18)30533-6
https://doi.org/10.1016/j.ejca.2015.11.016
https://doi.org/10.1016/j.ejca.2015.11.016
https://doi.org/10.1186/s40425-019-0805-8
https://doi.org/10.3389/fimmu.2018.01474
https://doi.org/10.1007/s12094-020-02397-5
https://doi.org/10.1007/s12094-020-02397-5
https://doi.org/10.2147/cmar.s293200
https://doi.org/10.1001/jamaoncol.2019.3221
https://doi.org/10.1126/science.aan4236
https://doi.org/10.1186/s13045-018-0592-6
https://doi.org/10.1016/j.neo.2017.08.004
https://doi.org/10.1158/2326-6066.cir-20-0196
https://doi.org/10.1001/jamaoncol.2016.1051
https://doi.org/10.1038/s41571-018-0006-2
https://doi.org/10.1093/annonc/mdx108
https://doi.org/10.1097/cmr.0000000000000656
https://doi.org/10.1016/j.critrevonc.2017.09.002
https://doi.org/10.1038/ncomms10391
https://doi.org/10.1038/ncomms10391
https://doi.org/10.1001/jamaoncol.2019.2785
https://doi.org/10.1093/jnci/djaa057
https://doi.org/10.1016/j.ejca.2018.11.009
https://doi.org/10.1038/ncomms9642
https://doi.org/10.1038/ncomms9642
https://doi.org/10.1056/NEJMra1703481
https://doi.org/10.1016/j.semcancer.2021.02.002
https://doi.org/10.1111/sji.12821
https://doi.org/10.1007/s00262-020-02751-0
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Intestinal Microbiome Associated With Immune-Related Adverse Events for Patients Treated With Anti-PD-1 Inhibitors, a Real-World Study
	Introduction
	Method
	Study Population
	Patient Follow-Up and Definition of irAEs
	Fecal DNA Extraction and 16S Sequencing
	Statistical Analyses

	Results
	Clinical Characteristics of the Enrolled Patients
	IrAE Development in Patients Followed Up
	Specific Gut Microbial Signature in Patients With irAEs
	Difference in the Gut Microbiome Between Patients With irAEs
	Difference in the Gut Microbiome Between Patients With Each irAE Subtypes
	Classification Models of Severe and Mild irAEs Based on SVM Algorithm

	Discussion and Conclusion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages false
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages false
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages false
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


