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Kinetics of Severity Biomarkers
and Immunological Features of
Methylprednisolone Therapy for
Severe COVID-19 Patients

Qinghong Fan ", Kai Deng ", Huang Huang'?, Ruiying He, Xizi Deng’, Yun Lan’,
Yizhou Tan', Weilie Chen’, Yaping Wang’, Xilong Deng'”, Fengyu Hu'* and Feng Li"?*

7 Guangzhou Eighth People’s Hospital, Guangzhou Medical University, Guangzhou, China, 2 Guangzhou Laboratory,
Bio-Island, Guangzhou, China

In contrast to dexamethasone, the clinical efficacy of methylprednisolone (MP) remains
controversial, and a systems biology study on its mechanism is lacking. In this study, a total
of 38 severe COVID-19 patients were included. The demographics, clinical characteristics,
and severity biomarkers including C-reactive protein (CRP), d-dimer, albumin, and Krebs
von den Lungen 6 of patients receiving MP (n=26, 40 mg or 80 mg daily for 3-5 days) and
supportive therapy (n=12) were compared. Longitudinal measurements of 92 cytokines in
MP group from admission to over six months after discharge were performed by multiplex
Proximity Extension Assay. The results showed that demographics, baseline clinical
characteristics were similar in MP and non-MP groups. No death occurred and the
hospital stays between the two groups were similar. Kinetics studies showed that MP
was not better than supportive therapy at improving the four severity biomarkers. Cytokines
in MP group were characterized by five clusters according to their baseline levels and
responses to MP. The immunological feature of severe COVID-19 could be defined by the
“core signature” cytokines in cluster 2: MCP-3, IL-6, IFN-y, and CXCL10, which strongly
correlated with each other and CRP, and are involved in cytokine release storm. The “core
signature” cytokines were significantly upregulated at baseline and remained markedly
elevated after MP treatment. Our work showed a short course of MP therapy could not
rapidly improve the immune disorders among severe COVID-19 patients or clinical
outcomes, also confirmed “core signature” cytokines, as severity biomarkers similar to
CRP, could be applied to evaluate clinical treatment effect.

Keywords: methylprednisolone, severe COVID-19, C-reactive protein, cytokine release storm, “core
signature” cytokines

INTRODUCTION

The coronavirus disease 2019 (COVID-19), which is caused by highly contagious severe acute
respiratory syndrome coronavirus 2 (SARS-CoV-2), has caused over 200 million infections and 4.2
million deaths as of August 11, 2021 (1). A national-wide survey including 72,314 confirmed
COVID-19 cases in mainland China showed that 19% of patients developed severe or critical
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disease, and the mortality rate in the critically ill was extremely
high (49%) (2). Similarly, the mortality rates among severe and
critical patients in the US ranged from 50% to 65% (3-5). Thus,
prevention of disease progression and rescue of deteriorating
patients play critical roles in COVID-19 treatment.

Severe COVID-19 patients frequently develop acute
respiratory distress syndrome (ARDS), with extra clinical
manifestations including thromboembolic complications,
dysfunctions of central or peripheral nervous system, and
elevations of C-reactive protein (CRP) and IL-6 (6). Ravaging
SARS-CoV-2 infection typically results in overactivation of
innate and adaptive immune responses, the term “cytokine
release storm (CRS)”, which could be caused by various fatal
infections, complications of malignant tumors, and autoimmune
diseases, and characterized by elevations of various inflammatory
cytokines, e.g. IL-6, IL-10, IL-8, and CXCL10 (7-13). In CRS, all
the cytokines reflecting activated type 1 antiviral cellular immune
response (IFN-y), type 2 anti-helminths cellular immune
response (IL-5, IL-13), and type 3 antifungal cellular (IL-17,
IL-22) were elevated (12). Therefore, restoring immune
balance and suppressing markedly elevated inflammatory
cytokines are critical for curing severe COVID-19 patients and
lowering mortality.

By now at least four therapeutics for severe COVID-19
have been recommended by National Institutes of Health
(NIH): Remdesivir (direct-acting antiviral), dexamethasone
(long-acting corticosteroid), tocilizumab (IL-6 receptor
blocker), and baricitinib (Janus kinase 1 and 2 inhibitor)
(14). Notably, the last three therapeutics aim to mitigate the
immune response and prevent a hyperinflammatory state,
which is involved in CRS. In contrast to dexamethasone,
whose benefit had been confirmed in “RECOVERY” clinical
trial (15), evidence to support the use of other corticosteroids
such as methylprednisolone (MP) was not so robust, and
contradictory results emerged (16). Ramiro et al. reported
that high-dose MP combined with tocilizumab facilitated the
recovery of COVID-19 patients with CRS, and significantly
reduced the mortality rate (17), and another study showed a
prolonged MP administration was associated with lower
mortality in severe COVID-19 patients (18). In contrast, a
meta-analysis conducted by World Health Organization
suggested MP was not significantly associated with lower
mortality in critically ill patients (19), and a phase II clinical
trial reported a short course of MP could not reduce the
mortality in hospitalized COVID-19 patients (20). Despite
these discrepancies, a comprehensive and longitudinal
evaluation of the kinetics of inflammatory cytokines among
COVID-19 patients who received MP is still lacking, which could
provide a valuable tool to understand the role of MP in curing
severe COVID-19 and also fill the knowledge gaps on the
immunological features of this population. In this retrospective
study, we performed a systematic assessment of MP effect by use of
a set of well-studied COVID-19 severity biomarkers including
CRP, d-dimer, albumin (Alb), and Krebs von den Lungen 6
(KL-6) (21), as well as a broad spectrum of inflammatory
cytokines from admission to over six months after discharge.

MATERIALS AND METHODS
Study Population

Guangzhou Eighth People’s Hospital was the treatment center
for COVID-19 in Guangzhou, and local patients would be firstly
enrolled here according to prevention policy. This retrospective
study was approved by Guangzhou Eighth People’s Hospital
Ethics Committee (No. 202001134), and written informed
consent was obtained from patients. COVID-19 severity was
evaluated according to Diagnosis and Treatment Protocol for
Novel Coronavirus Pneumonia (Eighth edition, General Office of
National Health Commission, China), and “severe patients” here
refers to both severe and critically ill patients meeting any of the
following: (1) shortness of breath, respiratory rate>30 times/min;
(2) in the resting state, during inhalation, the oxygen saturation
is <93%; (3) arterial partial pressure of oxygen (PaO2)/inhaled
oxygen concentration (Fi02)<300mmHg (1mmHg=0.133kPa);
(4) The clinical symptoms are progressively worsening, and lung
imaging shows that within 24 to 48 hours the lesion has
progressed significantly >50%. In total, 38 severe COVID-19
patients hospitalized at Guangzhou Eighth People’s Hospital
from January 20, 2020, to March 13, 2020, were included,
representing most local severe COVID-19 patients in 2020
(88.4%, 38/43), 5 severe patients were not included because
they were transferred and treated elsewhere. Among the severe
COVID-19 patients, 26 of them received sodium succinate MP
(40 mg or 80 mg) once daily for 3-5 days, and the other 12
patients received supportive therapy without MP treatment.
Demographic, clinical characteristics, and laboratory findings
were collected from electronic medical charts. Healthy control
(n=9) consisted of 3 males and 6 females, and the median age was
41 years.

Sample Collection and Plasma

Cytokine Measurement

The time points of sample collection include before, during, and
after MP treatment during hospitalization, and over six months
after discharge. The samples of nine healthy individuals, who had
a median age of 41 years (interquartile range [IQR]: 35-44 years),
were also included as a control. Anticoagulated peripheral blood
was collected from COVID-19 patients and plasma was
separated by centrifugation at 3000 rpm for 6 min at room
temperature, aliquoted, and stored at —80°C until use. Plasma
samples were inactivated with 1% Triton X-100 in phosphate-
buffered saline (v/v) incubation at room temperature for 2 hours.
A total of 92 inflammation-related cytokines were measured
using Olink® inflammation panel of multiplex Proximity
Extension Assay (PEA) according to the manufacturer’s
instructions (www.olink.com, Table S1). Briefly, the target
cytokine was recognized by two paired oligonucleotide-
conjugated antibodies, and the templates, that the paired
oligonucleotide sequences, were amplified by quantitative real-
time PCR. Data analysis was performed with normalized protein
expression (NPX), which was generated on a Log2 scale where a
larger number represented a higher level of target cytokine in the
sample. The data were pre-processed by Olink™~ using NPX
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Manager software. The complete list of cytokines and their
abbreviations are shown in Table S1.

Statistics Analysis

Continuous variables were expressed as median (IQR) or mean *
SEM. Categorical variables were summarized as the counts and
percentages in each category. Student’s t-test tests or Mann-
Whitney tests were applied to continuous variables as appropriate.
Pearson’s rank correlation was used to explore the correlations
between different parameters, p<0.05 was considered statistically
significant. Statistical analysis was performed with IBM SPSS
Statistics 25. Graphic representations were performed with
GraphPad Prism 8 software. Full-spectrum heatmap of 92
inflammatory cytokines and the graphical representation of
correlations were performed with “pheatmap” and “corrplot”
packages of R studio, respectively.

RESULTS

Baseline Characteristics of Severe
COVID-19 Patients

Guangzhou Eighth People’s Hospital has been the only
designated treatment center to manage COVID-19 patients
since the epidemic began. A total of 43 severe COVID-19
patients were enrolled in 2020 and 5 of them were transferred
elsewhere shortly after admission, and the remaining 38 severe
COVID-19 patients were treated here till discharge and therefore
included in our study. Among them, 26 were treated with 40 mg
or 80 mg MP per day within several days of admission (median
[IQR]= 1[1-3] days) for 3-5 days, and 12 severe patients only
received supportive therapy and were defined as “non-MP
group”. The median ages of MP and non-MP groups were 58.0
and 59.5 years, respectively (p=0.698, Table 1). The gender
distribution and comorbidity proportion of the two groups
were similar (p=1.000). Upon admission, 92.3% (24/26) of
patients in MP group and 100% (12/12) of patients in non-MP
group received oxygen support (p=1.000). Besides, the

TABLE 1 | Demographics and baseline characteristics of severe COVID-19 patients.

Characteristic MP treated (n=26) Non-MP treated (n=12) p value
age, years 58.0 (560.8-66.0) 59.5 (52.0-63.0) 0.698
male 16 (61.5%) 8 (66.7%) 1.000
oxygen support 24 (92.3%) 12 (100%) 1.000
anticoagulant 7 (26.9%) 4 (33.3%) 0.984
comorbidity, >1 22 (84.6%) 10 (83.3%) 1.000
CRP, mg/L 39.8 (19.7-75.5) 34.7 (25.5-47.4) 0.545
d-dimer, pg/L 1670 (1105-2220) 1860 (1645-3460) 0.149
Alb, g/L 34.8 (31.9-38.2) 35.4 (33.5-37.1) 0.782
KL-6, U/mL 420.9 (245.8-749.6) 407.8 (306.8-457.1) 1.000

Continuous variables were expressed as medians (interquartile). Categorical variables
were summarized as the counts and percentages in each category. Student’s t test and
Mann-Whitney U test were applied to continuous variables as appropriate, and j° test
was used for categorical variables. CRP, C-reactive protein; Alb, albumin; KL-6, Krebs von
den Lungen 6. The upper limit is 10 mg/L for CRP, and 1000 ug/L for d-dimer; the lower
limit of Alb is 40 g/L.

proportions of patients receiving anticoagulant therapy in MP
and non-MP groups were similar (p=0.984). The well-studied
COVID-19 severity biomarkers, serum CRP (22, 23) and
d-dimer (24, 25), were elevated in MP and non-MP groups on
admission (CRP>10 mg/L, d-dimer>1000 pg/L), and albumin
(26, 27) was decreased (Alb<40 g/L). The three biomarkers on
admission were not significantly different between MP and non-
MP groups (p>0.05, Table 1). Recently we and other groups
identified serum KL-6 as a novel biomarker of COVID-19
severity (21, 28), here we also determined the KL-6 level of
severe patients on admission and found it was similar in MP and
non-MP groups (420.9 vs 407.8 U/mL, p=1.000). In all, the
demographics, baseline clinical characteristics, and severity
biomarkers were not significantly different between MP and
non-MP groups.

Clinical Outcome and Kinetics of COVID-
19 Severity Biomarkers

There was no death among severe COVID-19 patients during the
study period, and 13 patients (50.0%) in MP group and 9 (75.0%)
in non-MP group were transferred to ICU (p=0.147), and 11
(42.3%) in MP and 6 (50.0%) in non-MP groups received
mechanical ventilation (p=0.658). The average hospital stays in
MP and non-MP groups were 26.2 days and 22.2 days,
respectively (p=0.160). Given that no death occurred in the
cohorts, we used COVID-19 severity biomarkers including
CRP, d-dimer, Alb, and KL-6 as alternatives to mortality to
evaluate the clinical efficacy of MP. The CRP level in MP group
was markedly elevated at baseline (median=39.8 mg/L,
Figure 1A left panel), and significantly decreased after MP
treatment (approximately 1 week after admission, median=17.0
mg/L, p=0.003), and then progressively declined over time till
discharge (Figure 1A right panel). For patients in non-MP
group, the median level of CRP significantly decreased from
34.7 mg/L at baseline to 19.1 mg/L at 1 week after admission
(p=0.014), and continuously decreased to 3.0 mg/L at 2 weeks
after admission (p=0.008). Since the hospital stays were similar
between MP and non-MP groups, we compared CRP in the two
groups at the same time points, and found their CRP levels at
baseline, 1 week, and 3 weeks after admission were not
significantly different; in contrast, CRP at 2 weeks after
admission was lower in non-MP group than that in MP group
(median [IQR]: 3.0 [3.0-3.0] vs 3.0 [3.0-23.5] mg/L, p=0.030,
Figure 1A right panel). The level of d-dimer in MP
group significantly increased after MP treatment (1w vs
bassline=2950 vs 1670 pg/L[median], p=0.016) and remained
elevated before discharge; d-dimer in non-MP group was also
elevated at baseline and did not vary significantly during
hospitalization (Figure 1B). Alb in MP group was decreased at
baseline (<40 g/L) and started to increase at 2 weeks after
admission (2w vs 3w=33.5 vs 37.1 g/L [median], p<0.001),
while Alb in non-MP group increased as early as 1 week after
admission (Figure 1C). KL-6 continuously and significantly
increased in MP and non-MP groups within 2 weeks and 1
week after admission, respectively (Figure 1D). Despite the
differences in kinetics, the levels of d-dimer, Alb, and KL-6
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were not significantly different at the same time points between
MP and non-MP groups. Given that the demographics and
baseline variables were similar between MP and non-MP
groups, these data suggested MP administration for severe
COVID-19 was not better than supportive therapy at
improving clinical outcome and severity biomarkers.

Longitudinal Changes in Inflammatory
Cytokines in MP Group

One of the distinctive features of severe COVID-19 is the
excessive elevation of multiple cytokines such as IL-6, IL-10,
and IFN-y (29-35). Upon admission, the severe patients
displayed a marked elevation in acute-phase reactants including
CRP and d-dimer, and hypoalbuminemia (Table 1 and Figure 1),
suggesting ongoing immunological abnormalities (34). Since MP
did not show greater benefit among severe COVID-19 patients
compared with supportive therapy, we conducted a longitudinal
analysis of immune inflammatory indexes in MP group from
admission to over six months after discharge by simultaneously
evaluating 92 immune inflammation-related pathway cytokines
using the PEA method, aiming to explore the immunological
features of this population, as well as the effect of MP on
inflammatory cytokines. We observed a marked elevation of
various cytokines including pro-inflammatory cytokines (IL-6,
IL-8, and IFN-y), immunostimulatory chemokines (CXCL10,
CXCL11, and CX3CL1), an inflammatory chemokine MCP-3,
and a pro-inflammatory mediator Oncostatin M (OSM) in MP
group at baseline compared to healthy control (Figure 2).
Most of the cytokines, such as IL-6, IFN-y, and CXCL10, were
linked to CRS (34). In contrast, cytokines CD6 and Delta
and Notch-like epidermal growth factor-related receptor
(DNER) were significantly decreased at baseline (p=0.021 and
p=0.007, respectively).

To evaluate the effect of MP on inflammatory cytokines in an
unbiased manner, we performed an unsupervised clustering
analysis that included all the MP patients and healthy control
and all the time points using 92 cytokines, and five main clusters
emerged, as shown in Figure 2 and Table S2. Cluster 1
comprised CXCL5, MCP-4, FGF-19, IL-12B, CD6, SCF,
TWEAK, FGF-21, CD244, TRANCE, CST-5, DNER, TNEFB,
ST1A1, uPA, CCL28, AXIN1, and FIt3L, and was characterized
by reduced cytokine levels at baseline, and among them, the
levels of CD6 and DNER were significantly lower than healthy
control (Figure 3). For most of the cytokines in cluster 1, no
significant difference was observed between before and after MP
treatment, except that CST-5 increased (p=0.02), the level of
which was slightly lower than healthy control at baseline.
Besides, four cytokines including CXCL5, CD6, TWEAK, and
SCF, were significantly lower than healthy control after MP
treatment (p=0.009, p=0.025, p=0.008, and p=0.001,
respectively). TRANCE and FIt3L were significantly lower than
healthy control during treatment (p=0.002, p=0.042,
respectively). These data indicated MP was not effective in
rapidly restoring the downregulated cytokines among severe
COVID-19 patients. As expected, the level of all the cytokines
in cluster 1 reverted to normal over 6 months after discharge.

Except for the reduced cluster 1 cytokines, the expression of
the other 4 clusters was increased or no difterence compared with
the healthy control. Cluster 2 was driven by a set of inflammatory
markers closely related to CRS. Among them IL-6, CXCLI10,
CXCL11, and MCP-3 were markedly elevated at baseline, during,
and after MP treatment; besides, the differences in all the
cytokines between the two time points, before and after MP
treatment, were not significant (Figure 4B), suggesting MP was
not effective in improving these inflammatory markers
associated with CRS. Cytokines in cluster 3 such as IL-7 and
IL-10RA were similar to healthy control at baseline and did not
vary significantly during hospitalization (Table S2). Similarly,
cytokines in cluster 4 were mildly elevated at baseline and
displayed no significant change during hospitalization except
EN-RAGE, which is a biomarker of pulmonary injury and
associated with the pathogenesis of sepsis-induced ARDS (36),
was significantly elevated after MP treatment compared to
healthy control (p=0.007, Figure 4C). Cluster 5 contained
MCP-2, LAP TGF-B1, TNFSF14, CCL4, CCL3, CCL19, TNF,
CX3CL1, PD-L1, VEGE-A, OSM, CXCL9, CCL23, IL-8, and IL-
18R1 (Figure 4A). Among them, IL-8, CX3CL1, and OSM were
significantly elevated at baseline, and the latter two remained
markedly elevated after MP treatment (p=0.009 and p=0.008,
respectively). Besides, the other five cytokines, CCL3, CCL23,
VEGE-A, IL-18R1, and the inhibitory immune checkpoint PD-
L1, were mildly elevated at baseline and significantly elevated
during or after MP treatment. MCP-2 was significantly decreased
after MP treatment compared with baseline (p=0.011), but the
levels of MCP-2 at the two time points were not significantly
different from healthy control.

Strong Correlations Between CRP and
“Core Signature” Cytokines

To gain insights into the key immunological features of the
severe patients treated with MP, we also correlated the
measurements of CRP, d-dimer, Alb, KL-6 and inflammatory
cytokines across all sample collection during hospitalization.
Except for CRP, there were no significant correlations between
D-dimer, Alb, KL-6, and inflammatory cytokines (data not
shown). By analyzing the correlation between CRP and
inflammatory cytokines, a core signature of this population
was primarily defined by four cytokines in cluster 2, which
strongly and positively correlated with each other and CRP:
MCP-3, IL-6, IFN-y, and CXCL10 (Figure 5A, B). All these
cytokines were linked to CRS and COVID-19 prognosis (34, 37).
Another cytokine in cluster 2, CXCL11, strongly correlated with
CXCL10 (r=0.710, p<0.001) and moderately correlated with CRP
(r=0.400, p=0.010), IL-6 (r=0.430, p=0.005), IFN-y (r=0.570,
p<0.001), and MCP-3 (r=0.520, p<0.001), as shown in
Figure 5A. Besides, other cytokines including IL-8, IL-18R1,
VEGE-A, MCP-2, CCL3, CCL23, and OSM in cluster 5, IL-18
and CSF-1 in cluster 4, and TRANCE in cluster 1 moderately
correlated with CRP, as shown in Figure S1. Notably, MP
showed poor efficiency in improving CRP and these “core
signature” cytokines (Figures 1A, 4B).
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DISCUSSION

Our longitudinal analyses of severe COVID-19 patients treated
with MP revealed the key temporal characteristics of severity
biomarkers as well as immune response in this population. We
found that a short course of MP was not superior to supportive
therapy for severe COVID-19 in improving clinical outcomes

and severity biomarkers. Although the severity biomarker, CRP,
was markedly decreased after MP treatment, CRP in non-MP
group displayed similar kinetics (Figure 1A). Besides, no
significant difference in the other three severity biomarkers,
d-dimer, Alb, and KL-6 between MP and non-MP groups was
observed at the same time points during hospitalization
(Figures 1B-D). Recently it was reported that prolonged MP
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treatment was effective in reducing CRP compared to supportive
therapy, but this benefit seemed to be restricted to within 7 days
after admission in their cohort, and at a later stage the levels of
CRP were similar between the two groups (18). Reduced

mortality has also been reported to be associated with
prolonged or high-dose MP regimen (17, 18, 38). Notably, the
dosage and duration of MP administration in the literature are
highly heterogeneous and might have affected the observed
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outcome, e.g., a recent clinical trial conducted in Brazil did not
find an improvement in mortality with a short course of MP (20).
Consistent with this finding, we here showed that a short course
of MP could not improve the clinical outcome of severe COVID-
19 patients. The regimen of MP in our study was 40 mg or 80 mg
daily for 3-5 days. Thus, the results should be interpreted with
caution for other regimens of MP. Previous studies have
suggested age is an independent risk factor for severe COVID-
19 (25). In our cohort, the severe patients enrolled in an unbiased
manner indeed represented an older population (Table 1).

The markedly elevated inflammatory cytokines at baseline
indicate aberrant immune response among severe COVID-19
patients, and a variety of them such as IL-6 are involved in CRS
(Figures 2, 4B) (12, 34, 39), which correlates with pulmonary
damage, multi-organ injury, and death (40). It was proposed that
CRS in COVID-19 was distinct from those associated with sepsis
and chimeric antigen receptor T cells, with a prolonged elevation of
cytokines over weeks and absence of coordination between them
(41). Here, we found a broad spectrum of the cytokines in cluster 2
and 5 were aberrantly elevated at baseline and remained
upregulated even after MP treatment (Figures 4A, B), likely
adding novel evidence to the theory. Besides, we also identified
the cytokines in cluster 1, e.g., CD6 was significantly downregulated
at baseline (Figures 2, 3). Recent studies showed that CD6 is a co-
inhibitory molecule that inhibits T-cell response (42, 43). Thus, a
downregulated CD6 at baseline is probably associated with
overactivation of T cell response among severe COVID-19 patients.

The “core signature” cytokines, including MCP-3, IL-6, IFN-v,
and CXCLI10 in cluster 2, characterized by a strong correlation
with CRP and each other, were significantly elevated on admission
(Figure 2 and 4B). These indicated that “core signature” cytokines

T
8 9 10 11 12 13 14

T T T J
0 5 10 15

IFN-y(NPX)

FIGURE 5 | Strong correlations between CRP and “core signature” cytokines. (A) Correlation heatmap. The size of circle represents the absolute value of correlation
coefficient, correlation heatmap was performed with “corrplot” packages of R studio. (B) Cytokines strongly correlated with CRP and each other.

as severity biomarkers similar to CRP could be applied to evaluate
treatment efficacy. However, we found MP had a limited effect on
them as all the “core signature” cytokines remained markedly
elevated after MP treatment (Figure 4B). Recently it was reported
that compared to prednisone and MP, dexamethasone had the
highest reduction effect on IL-6, potentially supporting the result
of “RECOVERY” trial and our findings (15, 41). IL-8 and OSM in
cluster 5 correlate with COVID-19 severity and are considered as
predictors for prognosis (39, 44). In MP group, both of them were
markedly elevated at baseline and after MP treatment (Figure 4A).
Besides, we also observed an increased PD-L1 after MP treatment,
which might be associated with CRS and CD8+ T-cell exhaustion
(45). These data suggested that a short course of MP is not capable
to reverse immune dysregulation among severe COVID-19
patients. As mentioned above, some studies also reported lower
mortality associated with prolonged or high-dose MP
administration (18, 38), it would be interesting to evaluate the
effect of these MP regimens on inflammatory cytokines.

It is worth noting that coagulation abnormalities and
pulmonary damages among severe COVID-19 patients,
presenting as elevated serum d-dimer and KL-6, continued
before discharge, when the median of CRP levels was in the
normal range (Figures 1B, D). These unusual abnormalities may
link to post-discharge complications that were reported recently
and warrant further research (46). On the other hand, all the
aberrant cytokines are restored after discharge more than six
months by analysis of 92 cytokines, these data may suggest that
immune system had a good prognosis.

There has been a variety of studies regarding the immunological
features of COVID-19 (9, 12, 39), but a temporal analysis of patients
receiving MP, whose clinical efficacy remains controversial, is still
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lacking. Thus, our longitudinal study on this population by use of
systems biology approach would be a deep expansion. Our study
period covers hospitalization and over six months after discharge,
rendering a complete picture of the clinical course and cytokine
characteristics of COVID-19 patients treated with MP. The
limitations of our study include that it is a retrospective,
observational study, and the sample size is not large due to a
small number of infected COVID-19 cases in Guangzhou
although a majority of the local severe patients (88.4%, 38/43)
had been included. Indeed, during the study period (by March 13,
2020), the cumulative number of COVID-19 cases in Guangzhou
was only 347 according to Guangzhou Municipal Health
Commission Report (47). Unfortunately, by now a large,
multicenter, randomized trial on clinical efficacy of MP is
still lacking.

Taken together, our study evaluated the efficacy of a short course
MP among severe COVID-19 patients by use of a variety of well-
studied biomarkers and also revealed the “core signature” cytokines,
the hallmark of severe COVID-19, as well as the dynamic changes of
the immunological features of the population. This would
undoubtedly broaden our understanding of the pathogenesis of
COVID-19 and provide scientific evidence for future treatment of
the highly contagious disease.

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included in
the article/Supplementary Material. Further inquiries can be
directed to the corresponding authors.

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by The Ethics Committee of Guangzhou Eighth People’s

REFERENCES

1. Available at: https://covid19.who.int/ (Accessed August 2, 2021).

2. Wu Z, McGoogan JM. Characteristics of and Important Lessons From the
Coronavirus Disease 2019 (COVID-19) Outbreak in China: Summary of a
Report of 72314 Cases From the Chinese Center for Disease Control and
Prevention. JAMA (2020) 323(13):1239-42. doi: 10.1001/jama.2020.2648

3. Myers LC, Parodi SM, Escobar GJ, Liu VX. Characteristics of Hospitalized
Adults With COVID-19 in an Integrated Health Care System in California.
JAMA (2020) 323(21):2195-8. doi: 10.1001/jama.2020.7202

4. Bhatraju PK, Ghassemieh BJ, Nichols M, Kim R, Jerome KR, Nalla AK, et al.
Covid-19 in Critically Ill Patients in the Seattle Region - Case Series. N Engl |
Med (2020) 382(21):2012-22. doi: 10.1056/NEJM0a2004500

5. Arentz M, Yim E, Klaff L, Lokhandwala S, Riedo FX, Chong M, et al.
Characteristics and Outcomes of 21 Critically Ill Patients With COVID-19
in Washington State. JAMA (2020) 323(16):1612-4. doi: 10.1001/
jama.2020.4326

6. Berlin DA, Gulick RM, Martinez FJ. Severe Covid-19. N Engl ] Med (2020)
383(25):2451-60. doi: 10.1056/NEJMcp2009575

7. Mehta P, McAuley DF, Brown M, Sanchez E, Tattersall RS, Manson JJ, et al.
COVID-19: Consider Cytokine Storm Syndromes and Immunosuppression.
Lancet (2020) 395(10229):1033-4. doi: 10.1016/S0140-6736(20)30628-0

Hospital, Guangzhou Medical University (No. 202001134). The
patients/participants provided their written informed consent to
participate in this study.

AUTHOR CONTRIBUTIONS

FL, FH, and XLD designed the study. HH collected clinical data.
QF and KD performed the experiments. QF performed
bioinformatics analyses. QF and KD wrote the manuscript.
RH, XZD, YL, YT, WC, and YW collected samples. All authors
contributed to the article and approved the submitted version.

FUNDING

This work was supported by Guangdong Provincial Department
of Science and Technology Fund (No. 2020B1111330002, and
2021A1111110001), Emergency Key Program of Guangzhou
Laboratory (EKPG21-29 and EKPG21-31).

ACKNOWLEDGMENTS

We thank all the members of the COVID-19 follow-up group for
their indirect contributions to this study. We thank all the
physicians and nurses who cared for these patients and
collected the samples in the isolation ward. We also thank
Guangzhou Biological Island Laboratory to provide the test kit.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fimmu.2022.
758946/full#supplementary-material

oo

. Siddiqi HK, Mehra MR. COVID-19 Illness in Native and Immunosuppressed
States: A Clinical-Therapeutic Staging Proposal. ] Heart Lung Transplant
(2020) 39(5):405-7. doi: 10.1016/j.healun.2020.03.012

9. Moore JB, June CH. Cytokine Release Syndrome in Severe COVID-19. Science

(2020) 368(6490):473-4. doi: 10.1126/science.abb8925

Henderson LA, Canna SW, Schulert GS, Volpi S, Lee PY, Kernan KF, et al. On

the Alert for Cytokine Storm: Immunopathology in COVID-19. Arthritis

Rheumatol (2020) 72(7):1059-63. doi: 10.1002/art.41285

Janka GE. Familial and Acquired Hemophagocytic Lymphohistiocytosis. Eur J

Pediatr (2007) 166(2):95-109. doi: 10.1007/s00431-006-0258-1

Lucas C, Wong P, Klein J, Castro TBR, Silva ], Sundaram M, et al.

Longitudinal Analyses Reveal Immunological Misfiring in Severe COVID-

19. Nature (2020) 584(7821):463-9. doi: 10.1038/s41586-020-2588-y

Zhang X, Tan Y, Ling Y, Lu G, Liu F, Yi Z, et al. Viral and Host Factors Related

to the Clinical Outcome of COVID-19. Nature (2020) 583(7816):437-40.

doi: 10.1038/s41586-020-2355-0

NIH COVID-19 Treatment Guidelines. Available at: https://www.

covid19treatmentguidelines.nih.gov/management/clinical-management/

hospitalized-adults-therapeutic-management/ (Accessed August 3, 2021).

Group RC, Horby P, Lim WS, Emberson JR, Matham M, Bell JL, et al.

Dexamethasone in Hospitalized Patients With Covid-19 - Preliminary Report.

N Engl ] Med (2020) 384(8):693-704. doi: 10.1056/NEJMo0a2021436

10.

11.

12.

13.

14.

15.

Frontiers in Immunology | www.frontiersin.org

March 2022 | Volume 13 | Article 758946


https://www.frontiersin.org/articles/10.3389/fimmu.2022.758946/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2022.758946/full#supplementary-material
https://covid19.who.int/
https://doi.org/10.1001/jama.2020.2648
https://doi.org/10.1001/jama.2020.7202
https://doi.org/10.1056/NEJMoa2004500
https://doi.org/10.1001/jama.2020.4326
https://doi.org/10.1001/jama.2020.4326
https://doi.org/10.1056/NEJMcp2009575
https://doi.org/10.1016/S0140-6736(20)30628-0
https://doi.org/10.1016/j.healun.2020.03.012
https://doi.org/10.1126/science.abb8925
https://doi.org/10.1002/art.41285
https://doi.org/10.1007/s00431-006-0258-1
https://doi.org/10.1038/s41586-020-2588-y
https://doi.org/10.1038/s41586-020-2355-0
https://www.covid19treatmentguidelines.nih.gov/management/clinical-management/hospitalized-adults&ndash;therapeutic-management/
https://www.covid19treatmentguidelines.nih.gov/management/clinical-management/hospitalized-adults&ndash;therapeutic-management/
https://www.covid19treatmentguidelines.nih.gov/management/clinical-management/hospitalized-adults&ndash;therapeutic-management/
https://doi.org/10.1056/NEJMoa2021436
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Fan et al.

Methylprednisolone Therapy for Severe COVID-19

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

NIH COVID-19 Treatment Guidelines. Available at: https://www.
covid19treatmentguidelines.nih.gov/therapies/immunomodulators/
corticosteroids/ (Accessed August 3, 2021).

Ramiro S, Mostard RLM, Magro-Checa C, van Dongen CMP, Dormans T,
Buijs ], et al. Historically Controlled Comparison of Glucocorticoids With or
Without Tocilizumab Versus Supportive Care Only in Patients With COVID-
19-Associated Cytokine Storm Syndrome: Results of the CHIC Study. Ann
Rheum Dis (2020) 79(9):1143-51. doi: 10.1136/annrheumdis-2020-218479
Salton F, Confalonieri P, Meduri GU, Santus P, Harari S, Scala R, et al.
Prolonged Low-Dose Methylprednisolone in Patients With Severe COVID-19
Pneumonia. Open Forum Infect Dis (2020) 7(10):0faa421. doi: 10.1093/ofid/
ofaa421

Group WHOREAfC-TW, Sterne JAC, Murthy S, Diaz JV, Slutsky AS, Villar J,
et al. Association Between Administration of Systemic Corticosteroids and
Mortality Among Critically Ill Patients With COVID-19: A Meta-Analysis.
JAMA (2020) 324(13):1330-41. doi: 10.1001/jama.2020.17023

Jeronimo CMP, Farias MEL, Val FFA, Sampaio VS, Alexandre MAA, Melo
GC, et al. Methylprednisolone as Adjunctive Therapy for Patients
Hospitalized With Coronavirus Disease 2019 (COVID-19; Metcovid): A
Randomized, Double-Blind, Phase IIb, Placebo-Controlled Trial. Clin Infect
Dis (2021) 72(9):e373-e81. doi: 10.1093/cid/ciaal177

Deng K, Fan Q, Yang Y, Deng X, He R, Tan Y, et al. Prognostic Roles of KL-6
in Disease Severity and Lung Injury in COVID-19 Patients: A Longitudinal
Retrospective Analysis. ] Med Virol (2021) 93(4):2505-12. doi: 10.1002/
jmv.26793

Rod JE, Oviedo-Trespalacios O, Cortes-Ramirez J. A Brief-Review of the Risk
Factors for Covid-19 Severity. Rev Saude Publica (2020) 54:60. doi: 10.11606/
s1518-8787.2020054002481

Giamarellos-Bourboulis EJ, Netea MG, Rovina N, Akinosoglou K,
Antoniadou A, Antonakos N, et al. Complex Immune Dysregulation in
COVID-19 Patients With Severe Respiratory Failure. Cell Host Microbe
(2020) 27(6):992-1000.¢3. doi: 10.1016/j.chom.2020.04.009

Zhou F, Yu T, Du R, Fan G, Liu Y, Liu Z, et al. Clinical Course and Risk
Factors for Mortality of Adult Inpatients With COVID-19 in Wuhan, China:
A Retrospective Cohort Study. Lancet (2020) 395(10229):1054-62.
doi: 10.1016/S0140-6736(20)30566-3

Wu C, Chen X, Cai Y, Xia J, Zhou X, Xu S, et al. Risk Factors Associated With
Acute Respiratory Distress Syndrome and Death in Patients With
Coronavirus Disease 2019 Pneumonia in Wuhan, China. JAMA Intern Med
(2020) 180(7):934-43. doi: 10.1001/jamainternmed.2020.0994

Huang J, Cheng A, Kumar R, Fang Y, Chen G, Zhu Y, et al. Hypoalbuminemia
Predicts the Outcome of COVID-19 Independent of Age and Co-Morbidity.
J Med Virol (2020) 92(10):2152-8. doi: 10.1002/jmv.26003

de la Rica R, Borges M, Aranda M, Del Castillo A, Socias A, Payeras A, et al.
Low Albumin Levels Are Associated With Poorer Outcomes in a Case Series
of COVID-19 Patients in Spain: A Retrospective Cohort Study.
Microorganisms (2020) 8(8):1106. doi: 10.3390/microorganisms8081106
d’Alessandro M, Cameli P, Refini RM, Bergantini L, Alonzi V, Lanzarone N,
et al. Serum KL-6 Concentrations as a Novel Biomarker of Severe COVID-19.
J Med Virol (2020) 92(10):2216-20. doi: 10.1002/jmv.26087

Xie B, Zhang J, Li Y, Yuan S, Shang Y. COVID-19: Imbalanced Immune
Responses and Potential Immunotherapies. Front Immunol (2021) 11:607583.
doi: 10.3389/fimmu.2020.607583

Leitzke M, Stefanovic D, Meyer JJ, Schimpf S, Schonknecht P. Autonomic
Balance Determines the Severity of COVID-19 Courses. Bioelectron Med
(2020) 6(1):22. doi: 10.1186/s42234-020-00058-0

Yang Y, Shen C, Li ], Yuan J, Wei ], Huang F, et al. Plasma IP-10 and MCP-3
Levels are Highly Associated With Disease Severity and Predict the
Progression of COVID-19. J Allergy Clin Immunol (2020) 146(1):119-27.e4.
doi: 10.1016/j.jaci.2020.04.027

Haljasmagi L, Salumets A, Rumm AP, Jurgenson M, Krassohhina E, Remm A,
et al. Longitudinal Proteomic Profiling Reveals Increased Early Inflammation
and Sustained Apoptosis Proteins in Severe COVID-19. Sci Rep (2020) 10
(1):20533. doi: 10.1038/s41598-020-77525-w

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

Yang L, Xie X, Tu Z, Fu ], Xu D, Zhou Y. The Signal Pathways and Treatment
of Cytokine Storm in COVID-19. Signal Transduct Target Ther (2021) 6
(1):255. doi: 10.1038/s41392-021-00679-0

Fajgenbaum DC, June CH. Cytokine Storm. N Engl | Med (2020) 383
(23):2255-73. doi: 10.1056/NEJMra2026131

LuL, Zhang H, Dauphars DJ, He YW. A Potential Role of Interleukin 10 in COVID-
19 Pathogenesis. Trends Immunol (2021) 42(1):3-5. doi: 10.1016/;.it.2020.10.012
Zhang Z,Han N, Shen Y. S100A 12 Promotes Inflammation and Cell Apoptosis in
Sepsis-Induced ARDS via Activation of NLRP3 in Fl Ammasome Signaling. Mol
Immunol (2020) 122:38-48. doi: 10.1016/j.molimm.2020.03.022

Chen L, Wang G, Tan J, Cao Y, Long X, Luo H, et al. Scoring Cytokine Storm
by the Levels of MCP-3 and IL-8 Accurately Distinguished COVID-19
Patients With High Mortality. Signal Transduct Target Ther (2020) 5
(1):292. doi: 10.1038/541392-020-00433-y

Conticini E, Franchi F, Bennett D, Valente S, Mazzei MA, Bargagli E, et al.
High Dosage of Methylprednisolone as a Rescue, Second-Line Treatment in
COVID-19 Patients Who Failed to Respond to Tocilizumab. Ann Rheum Dis
(2020) 0:1-2. doi: 10.1136/annrheumdis-2020-218761

Arunachalam PS, Wimmers F, Mok CKP, Perera R, Scott M, Hagan T, et al.
Systems Biological Assessment of Immunity to Mild Versus Severe COVID-
19 Infection in Humans. Science (2020) 369(6508):1210-20. doi: 10.1126/
science.abc6261

Ragab D, Salah Eldin H, Taeimah M, Khattab R, Salem R. The COVID-19
Cytokine Storm; What We Know So Far. Front Immunol (2020) 11:1446.
doi: 10.3389/immu.2020.01446

Del Valle DM, Kim-Schulze S, Huang HH, Beckmann ND, Nirenberg S, Wang B,
et al. An Inflammatory Cytokine Signature Predicts COVID-19 Severity and
Survival. Nat Med (2020) 26(10):1636-43. doi: 10.1038/s41591-020-1051-9
LiY, Singer NG, Whitbred J, Bowen MA, Fox DA, Lin F. CD6 as a Potential
Target for Treating Multiple Sclerosis. Proc Natl Acad Sci USA (2017) 114
(10):2687-92. doi: 10.1073/pnas.1615253114

Orta-Mascaro M, Consuegra-Fernandez M, Carreras E, Roncagalli R,
Carreras-Sureda A, Alvarez P, et al. CD6 Modulates Thymocyte Selection
and Peripheral T Cell Homeostasis. ] Exp Med (2016) 213(8):1387-97.
doi: 10.1084/jem.20151785

LiL, LiJ, Gao M, Fan H, Wang Y, Xu X, et al. Interleukin-8 as a Biomarker for
Disease Prognosis of Coronavirus Disease-2019 Patients. Front Immunol
(2020) 11:602395. doi: 10.3389/fimmu.2020.602395

Chen J, Vitetta L. Increased PD-L1 Expression May Be Associated With the
Cytokine Storm and CD8+ T-Cell Exhaustion in Severe COVID-19. J Infect
Dis (2021) 223(9):1659-60. doi: 10.1093/infdis/jiab061

Huang C, Huang L, Wang Y, Li X, Ren L, Gu X, et al. 6-Month Consequences
of COVID-19 in Patients Discharged From Hospital: A Cohort Study. Lancet
(2021) 397(10270):220-32. doi: 10.1016/S0140-6736(20)32656-8

Available at: http://www.gz.gov.cn/xw/jrgz/content/post_5731274.html
(Accessed February 8, 2022).

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 © 2022 Fan, Deng, Huang, He, Deng, Lan, Tan, Chen, Wang, Deng, Hu
and Li. 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.

Frontiers in Immunology | www.frontiersin.org

March 2022 | Volume 13 | Article 758946


https://www.covid19treatmentguidelines.nih.gov/therapies/immunomodulators/corticosteroids/
https://www.covid19treatmentguidelines.nih.gov/therapies/immunomodulators/corticosteroids/
https://www.covid19treatmentguidelines.nih.gov/therapies/immunomodulators/corticosteroids/
https://doi.org/10.1136/annrheumdis-2020-218479
https://doi.org/10.1093/ofid/ofaa421
https://doi.org/10.1093/ofid/ofaa421
https://doi.org/10.1001/jama.2020.17023
https://doi.org/10.1093/cid/ciaa1177
https://doi.org/10.1002/jmv.26793
https://doi.org/10.1002/jmv.26793
https://doi.org/10.11606/s1518-8787.2020054002481
https://doi.org/10.11606/s1518-8787.2020054002481
https://doi.org/10.1016/j.chom.2020.04.009
https://doi.org/10.1016/S0140-6736(20)30566-3
https://doi.org/10.1001/jamainternmed.2020.0994
https://doi.org/10.1002/jmv.26003
https://doi.org/10.3390/microorganisms8081106
https://doi.org/10.1002/jmv.26087
https://doi.org/10.3389/fimmu.2020.607583
https://doi.org/10.1186/s42234-020-00058-0
https://doi.org/10.1016/j.jaci.2020.04.027
https://doi.org/10.1038/s41598-020-77525-w
https://doi.org/10.1038/s41392-021-00679-0
https://doi.org/10.1056/NEJMra2026131
https://doi.org/10.1016/j.it.2020.10.012
https://doi.org/10.1016/j.molimm.2020.03.022
https://doi.org/10.1038/s41392-020-00433-y
https://doi.org/10.1136/annrheumdis-2020-218761
https://doi.org/10.1126/science.abc6261
https://doi.org/10.1126/science.abc6261
https://doi.org/10.3389/fimmu.2020.01446
https://doi.org/10.1038/s41591-020-1051-9
https://doi.org/10.1073/pnas.1615253114
https://doi.org/10.1084/jem.20151785
https://doi.org/10.3389/fimmu.2020.602395
https://doi.org/10.1093/infdis/jiab061
https://doi.org/10.1016/S0140-6736(20)32656-8
http://www.gz.gov.cn/xw/jrgz/content/post_5731274.html
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

	Kinetics of Severity Biomarkers and Immunological Features of Methylprednisolone Therapy for Severe COVID-19 Patients
	Introduction
	Materials and Methods
	Study Population
	Sample Collection and Plasma Cytokine Measurement
	Statistics Analysis

	Results
	Baseline Characteristics of Severe COVID-19 Patients
	Clinical Outcome and Kinetics of COVID-19 Severity Biomarkers
	Longitudinal Changes in Inflammatory Cytokines in MP Group
	Strong Correlations Between CRP and “Core Signature” Cytokines

	Discussion
	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 true
  /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 true
  /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 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /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


