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Abstract

Background: At the beginning of the pandemic, COVID-19
convalescent plasma (CCP) containing anti-SARS-CoV-2
antibodies was suggested as a source of therapy. In the last
3 years, many trials have demonstrated the limited useful-
ness of CCP therapy. This led us to the hypothesis that CCP
could contain other elements, along with the desired
neutralizing antibodies, which could potentially prevent it
from having a therapeutic effect, among them cytokines,
chemokines, growth factors, clotting factors, and autoanti-
bodies. Methods: In total, 39 cytokines were analyzed in the
plasma of 190 blood donors, and further research focused
on the levels of 23 different cytokines in CCP (sCD40L,
eotaxin, FGF-2, FLT-3L, ractalkine, GRO-q, IFNa2, IL-1(3, IL-
1RA, IL-5, IL-6, IL-8, IL-12, IL-13, IL-15, IL-17E, IP-10, MCP-1,
MIP-1b, PDGF-AA, TGFa, TNFa, and TRAIL). Anti-SARS-CoV-2
antibodies and neutralizing antibodies were detected
in CCP. Results: We found no significant differences be-
tween CCP taken within a maximum of 180 days from the
onset of the first COVID-19 symptoms and the controls. We
also made a comparison of the cytokine levels between the
low neutralizing antibodies (<160) group and the high
neutralizing antibodies (>160) group and found there were
no differences between the groups. Our research also

showed no correlation either to levels of anti-SARS-CoV-2
IgG Ab or to the levels of neutralizing antibodies. There were
also no significant changes in cytokine levels based on the
period after the start of COVID-19 symptoms. Conclusions:
No elements which could potentially be responsible for
preventing CCP from having a therapeutic effect were

found. © 2023 The Author(s).
Published by S. Karger AG, Basel

Introduction

Due to the lack of therapies and the absence of specific
antiviral medicines, COVID-19 convalescent plasma
(CCP)-containing anti-SARS-CoV-2 antibodies (Abs)
were suggested as a source of treatment at the beginning
of the pandemic [1]. In the course of COVID-19 infec-
tion, various classes of anti-SARS-CoV-2 Abs are gen-
erated, and in the majority of infected patients, anti-
SARS-CoV-2 IgG seropositivity lasts for at least 6 months
after infection [2, 3]. The titer of anti-SARS-CoV-2 Abs,
specifically the neutralizing Abs (NAbs), is the most
critical selection criteria for CCP. The established rec-
ommendation for the titer of NAbs was >160 [4], which
according to our calculations, corresponds to 3,509.0
[2,181.0-7,180.0] (n = 224) AU/mL IgG determined with
the Abbott quantitative SARS-CoV-2 Ab test. When CCP
is administered to patients with COVID-19, it would be
expected that viral neutralization would occur, along with
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areduction of viral load and possible antibody-dependent
cellular cytotoxicity and phagocytosis [1]. Therefore,
NAbs should prevent the COVID-19 patient from de-
veloping a state of systemic hyperinflammation, known as
a “cytokine storm,” driven by cytokines IL-1p, IL-2, IL-6,
IL-17A, IL-8, TNFa, and CCL2, that can, over a period of
time, cause lung damage such as fibrosis and decreased
lung function [5, 6].

In the last 3 years, millions of CCP units were collected
worldwide and became available to be used in prospective
clinical studies. Unfortunately, the results reported on the
effects of CCP therapy were contradictory. Many studies
reported beneficial effects with no serious side effects [5,
7-18], yet many others reported the limited usefulness of
CCP therapy [19-25]. The latter studies showed that good
therapeutic results apply only in: (a) mildly affected
patients, (b) when CCP is administered in an appropriate
dose, and (c) when it is applied within the initial
72 h before the viral load is too high or the immune
system starts producing its own Abs.

Several authors have suggested that the first studies of
CCP on similar viruses were unreliable because they were
not uniform and did not meet scientific requirements,
such as appropriate randomization and equal antibody
titers, nor did they take into consideration the double-
blind principle, the importance of regional differences,
uniformity of patient choice, etc. (National Institutes of
Health, 2020). Additionally, CCP could contain, besides
the desired NAbs, many other factors which could have
an impact on its therapeutic effect; among these could be
remnants of excessive acute inflammatory and immune
reactions and other systemic effects induced by COVID-
19, which appear to be related to the pathophysiology of
the disease [26].

This led us to hypothesize that other donor-derived
components, including cytokines, chemokines, growth
factors, clotting factors, and autoantibodies, might be
present in final CCP products as these are not routinely
controlled. One group of these are cytokines, which are
otherwise important for coordinating antimicrobial ef-
fector cells and supplying regulatory signals that direct,
magnify, and resolve the immune response. The balanced
release of various cytokines is important for maintaining
normal immune homeostasis in COVID-19 infection.
Several authors reported an increase in the concentration
of IL-1p, IL-2, IL-2R, IL-3, IL-4, IL-6, IL-7, IL-8, IL-10,
IL-12p40,1L-13,1L-15,1L-17,IL-27,1L-21, IL-22, M-CSF,
G-CSF, GM-CSF, IP-10, IFN-y, CXCL10, MCP-1, MIP 1-
a, MIP-1a, TNFa, HGF, VEGF, MPO [26-28] in patients
with a severe form of COVID-19 disease. As CCP donors
have usually recovered from a mild to moderate COVID-
19 illness, our research focused on identifying the dif-
ferences in pro-inflammatory and anti-inflammatory
cytokine content in CCP and plasma from non-
convalescent donors. We analyzed 190 samples for 39

Cytokine and Anti-SARS-CoV-2 Antibody
Levels in CCP Donors

cytokines and compared them between the CCP and
control groups. We also compared the cytokine levels
between groups with low NAbs (<160) and high NT levels
(>160) and the cytokine levels at different periods after
the start of COVID-19 symptoms. Correlations between
cytokine levels and SARS-CoV-2 IgG Ab or NT levels
were also determined, as well as correlations between the
analyzed cytokines, chemokines, and growth factors.

Methods and Materials

Convalescent and Healthy Control Plasma Donors

Samples were provided as part of the EU Emergency Support
Instrument (ESI) for collecting CCP and building capacity in
plasma collection within EU Member States, European Com-
mission, Directorate-General for Health and Food Safety, Health
Systems, Medical Products and Innovation (September 01,
2020-August 31, 2021). In total, plasma samples from 190 blood
donors were included in our study (105 CCP donors and 85 non-
convalescent control donors). Plasma donors had to be 18 to 65
years old and weigh over 50 kg. They had to be well and generally
fit, with no signs of any medical conditions which would endanger
their health; they had to have suitable veins and a normal pulse.
They had to be nonreactive for transmissible viruses, including
hepatitis B and C, HIV, and syphilis. 68% of CCP donors were
first-time donors, while the control group represented mostly
repeated donors. Among convalescent donors, two were also
vaccinated. When collecting CCP or control plasma, standard
eligibility criteria for volunteer blood donors were used. Demo-
graphic information of donors is provided in Table 1. CCP donors
had a history of polymerase chain reaction-confirmed SARS-CoV-
2 infection with a median of 108 days before the day of donation.
All plasma samples were collected between June 2020 and August
2021 with the apheresis procedure (SMART CONNECT PLAS-
MACELL-C6R2278 Fresenius Kabi). Samples for biomarker an-
alyses were obtained from the tubes connected to the infusion bags
and immediately stored at —80°C until analysis, having undergone
only a single freeze-thaw event.

SARS-CoV-2 Antibody Testing

Abbott SARS-CoV-2 IgG II Quant (Abbott Ireland), a second-
generation chemiluminescent microparticle immunoassay for the
quantitative determination of IgG Abs to the receptor-binding
domain of the S1 subunit of the SARS-CoV-2 spike protein was
performed in all 105 CCP donors. All tests were performed ac-
cording to the manufacturer’s instructions.

A standard live SARS-CoV-2 microneutralization assay was
used for NAD testing. The assay readout was the cytopathic effect,
where the assay cut-off titer was <1:20. Assay results below the
lower limit of quantitation were set to 0.5 times the lower limit of
quantitation. The neutralization tests were performed on 69 CCP
donors by the Institute of Microbiology and Immunology, Faculty
of Medicine, University of Ljubljana.

Detection of Cytokine Levels in Plasma Specimens

Plasma samples were freshly thawed, and each sample was
analyzed for a panel of 39 cytokines by Luminex bead-based
multiplex assay using the MILLIPLEX® MAP Human
Cytokine/Chemokine Magnetic Panel II (#HCYP2MAG-62K;
Merck EMD Millipore, Billerica, MA, USA) with analytes IL-33,
IL-21, and TRAIL and Human Cytokine/Chemokine/Growth
Factor Magnetic Panel A (#HCYTA-60K; Merck EMD Millipore,
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Table 1. Demographic features of CCP donors and non-convalescent control donors

Controls COVID-19 p value

Demographic parameters

Gender: female 10 (11.8%) (N = 85) 12 (11.4%) (N = 105) 1.00

Age, years 40.0 [35.0-45.0] (N = 85) 46.0 [35.0-53.0] (N = 105) <0.001
Blood groups

Blood group 0 25 (29.4%) (N = 85) 40 (38.1%) (N = 105) 0.22

Blood group A 36 (42.4%) (N = 85) 5 (33.3%) (N = 105) 0.23

Blood group B 13 (15.3%) (N = 85) 19 (18.1%) (N = 105) 0.70

Blood group AB 11 (12.9%) (N = 85) 11 (10.5%) (N = 105) 0.65
Serological testing

Abbott quantitative SARS-CoV-2 Ab test, AU/mL / 824 [492-1,781]1 (N =105) /

Neutralization test (titer) / 82 [73-93] (N = 69) /
COVID-19 features

Days after the start of COVID-19 symptoms / 108 [73-132] (N = 91) /

Group A: 0-60 days after the start of COVID-19 symptoms / 16 (18.4%) (N = 87) /

Group B: 60-120 days after the start of COVID-19 symptoms / 38 (43.7%) (N = 87) /

Group C: 120-180 days after the start of COVID-19 symptoms / 33 (37.9%) (N = 87) /

COVID-19 symptoms duration, days / 11.0£1.0 (N = 47) /

All data were not available for every plasma donor. The N represents the total number of samples for which the data were

available for a particular parameter.

Billerica, MA, USA) with analytes sCD40L, EGF, eotaxin, FGF-2,
FLT-3L, fractalkine, G-CSF, GM-CSF, GRO-a, [FNa2, IFNy, IL-
la, IL-1B, IL-1RA, IL-2, IL-3, IL-4, IL-5, IL-6, IL-7, IL-8, IL-10, IL-
12, IL-13, IL-15, IL-17A, IL-17E, IP-10, MCP-1, MIP-1a, MIP-1B,
PDGF-AA, PDGF-AB/BB, TGFa, TNFa, and VEGF-A. The
plasma samples were diluted, and the assay was performed using
the manufacturer’s protocol. Standard curves for each cytokine
were generated using the premixed lyophilized standards provided
in the kit. Each sample was run in duplicate, and an average of the
duplicates was used as the measured concentration. Both assays
were run on the Luminex 200 detection instrument operated with
xPONENT Software V4.2 (Luminex Corp., Austin, TX, USA).

Statistical Analysis

The dataset contained measurements for multiple cytokines
from plasma samples of 190 individuals. We excluded the mea-
surements where the relative error of technical replicated exceeded
30%. First, we compared the number of samples with detectable
cytokine levels (measurements above the threshold) in each
group. Afterwards, we compared cytokine levels for cytokines
where more than 80% of samples in the control group had
measurements above the detection threshold.

Data are presented as the mean and standard error of the mean
for normally distributed data, the median and interquartile range
for nonparametric data, the count and the percentage for binary
data, and as a geometric mean with a 95% confidence interval for
neutralization test titer values. Statistical comparison between the
two groups was performed using a Student’s ¢ test for normally
distributed data, a Mann-Whitney U test for nonparametric data,
and Fisher’s exact test for binary data.

The heatmaps of correlated cytokines were generated by
standard scaling of cytokine measurements, followed by calcu-
lating correlations between them. Cytokines were then hierar-
chically clustered using the Ward variance minimization algo-
rithm. The analysis was performed using Python 3.8, NumPy 1.19,
Pandas 1.1, SciPy 1.7, SciKit Learn 0.23, and Statsmodels 0.12.
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Results

Study Participant Characteristics

The analysis was conducted on the data of 105 CCP
donors and 85 non-convalescent control donors. The
basic demographic features of all participants are
presented in Table 1. More than 88% of the plasma
donors from both groups were males. The median age
of all plasma donors was 43 (from 20 to 62 years old),
CCP donors were slightly older (46 years) than control
donors (40 years). The CCP donors exhibited blood
groups zero (38%), A (33%), B (18%), and AB (11%),
and the control donors had blood groups zero (29%), A
(36%), B (13%), and AB (11%). All CCP donors had
previously tested polymerase chain reaction-positive
for SARS-CoV-2 infection; among this group, the
median period from the end of infection symptoms
and plasma collection was 108 days, with the shortest
time from recovery being 31 days. A majority of the
donors had mild to moderate COVID-19 disease. A
SARS-CoV-2 IgG antibody test was performed for all
CCP donors. The neutralization antibody test was
performed for 69 CCP donors (66%).

Cytokine, Chemokine, and Growth Factor

Concentrations in CCP Donors and Non-Convalescent

Control Plasma Donors

Multiplex Luminex analysis evaluated two panels
containing 39 cytokines, chemokines, and growth factors.
We excluded 16 cytokines (EGG, G-CSF, GM-CSF, IFNy,
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Fig. 1. Cytokine comparison CCP versus control. Comparison of cytokine, chemokine, and growth factor levels
between COVID-19 convalescent plasma (CCP) donors (N = 105) and non-convalescent control plasma donors
(N =85). CCP was collected from 0 to 180 days after the start of COVID-19 symptoms. All samples were analyzed

in duplicates by Luminex technology.

IL-1a, IL-2, IL-33, IL-3, IL-4, IL-7, IL-10, IL-17A, IL-21,
MIP-1a, PDGF-AB/BB, and VEGEF-A) from the analysis
as less than 80% of measurements in the control group
were above the detection threshold. The analysis of cy-
tokine levels of sCD40L, eotaxin, FGF-2, FLT-3L, frac-
talkine, GRO-a, IFNa2, IL-1f, IL-1RA, IL-5, IL-6, IL-8,
IL-12, IL-13, IL-15, IL-17E, IP-10, MCP-1, MIP-1b,
PDGF-AA, TGFa, TNFa, and TRAIL in plasma samples

Cytokine and Anti-SARS-CoV-2 Antibody
Levels in CCP Donors

showed no statistically significant differences between the
CCP and controls. The cytokine, chemokines, and growth
factors concentration analysis results, p values, and the
number of tested plasma samples for each cytokine are
presented in online supplementary Table S1 (for all
online suppl. material, see https://doi.org/10.1159/
000531942). For most analytes, there were no signifi-
cant differences between the CCP and non-convalescent
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controls (Fig. 1). We did, however, notice differences for
some cytokines. Slight differences between the groups
were seen for the pro-inflammatory cytokine IL-12,
which was higher in the CCP group than in the control
group (p = 0.13). Higher concentrations were also de-
tected in the CCP group for MCP-1 (p = 0.14), IL-1ra (p =
0.17), TRAIL (p = 0.06), FLT-3L (p = 0.24), and IL-6 (p =
0.27) (online suppl. Table S1). Even if we did not exclude
samples that were below the threshold, we did not get
statistically significant differences between the two groups
(data not shown).

Changes in Plasma Cytokine, Chemokine, and Growth

Factor Concentrations in CCP Donors and

Non-Convalescent Control Plasma Donors Over Time

To check for any time-dependent differences in
cytokine, chemokine, and growth factor concentra-
tions, we divided the CCP donors into three groups
based on the period of time after the start of COVID-19
symptoms (A: 0-60 days, B: 60-120 days, and C:
120-180 days) (Table 1). We found that the mean
concentration of a single cytokine, chemokine, or
growth factor did not depend on the time that had
passed since the first COVID-19 symptoms, and this
applied to all 23 analyzed cytokines (Fig. 2). Cytokine
levels were compared separately between CCP and non-
convalescent control plasma for individual groups (A,
B, or C). There were no statistically significant differ-
ences for any of the cytokines after comparing the
results between the CCP and control plasma groups.
Individual concentration data are shown in online
supplementary Table S2.

Correlations between Cytokines, Chemokines, and

Growth Factors

The heatmap analysis of cytokines, chemokines, and
growth factors showed a similar profile among the CCP
and non-convalescent donors (Fig. 3). The correlation
between cytokines, chemokines, and growth factors
showed that IL-6, TGFa, IL-5, IL-15, IFNa2, IL-1ra,
sCD40L, TNFa, and fractalkine correlated highly posi-
tively with each other. Many other cytokines were also
positively correlated, and a dendrogram branch in the
heatmap shows their association. We observed this in
both donor groups.

Comparison of Plasma Cytokine, Chemokine, and

Growth Factor Concentrations to SARS-CoV-2 IgG

Antibody and NAb Titers in CCP Donors

We evaluated the correlation between cytokine levels
in the COVID-19 group and SARS-CoV-2 Ig antibody
levels and SARS-CoV-2 NAbD titers. CCP donors had IgG
Ab levels between 13 and 28,000 (AU/mL) and NAD titers
between 10 and 1,280. There was no statistically signif-
icant correlation between any cytokine and IgG Ab levels
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(online suppl. Fig. S1) and no significant correlation
between any cytokine and NAb titers (online suppl. Fig.
§2). Similarly, there were no statistically significant dif-
ferences between cytokine levels of the low NADb titer
(<160) and high NAb titer (>160) groups (online suppl.
Fig. S3).

Discussion

During the pandemic, our blood transfusion centre
collected more than 4,000 CCP units and made them
available as a possible source of therapy for COVID-19
patients. We optimized the process of selecting CCP
donors, showing that Abbott quantitative SARS-CoV-2
IgG results can serve as a helpful tool for collecting
plasma units with clinically relevant NAb titers (in
publication). We also showed no difference in the
quantity of SARS-CoV-2 IgG Abs and NAbs between
donors of different blood groups [29]. As various studies
on the effectiveness of CCP in treating COVID-19 pa-
tients showed contrasting results, other constituents
could negatively affect its therapeutic value (among which
could be cytokines, chemokines, growth factors, and
clotting factors). We were interested in seeing what other
components, besides the SARS-CoV-2 Abs, differ in CCP
units when compared to non-convalescent plasma units.

We analyzed the levels of 39 different cytokines,
chemokines, and growth factors in CCP and non-
convalescent plasma. Many analytes were below the
detectable range and these were excluded from further
statistical analyses. The following cytokines were included
in the study: sCD40L, eotaxin, FGF-2, FLT-3L, fractal-
kine, GRO-a, IFNa2, IL-1pB, IL-1RA, IL-5, IL-6, IL-8, IL-
12, IL-13, IL-15, IL-17E, IP-10, MCP-1, MIP-1b, PDGF-
AA, TGFa, TNFa, and TRAIL. Although there was a
trend showing CCP donors having slightly higher values
for IL-12, IL-1ra, MCP-1, and TRAIL, there were no
statistically significant differences between CCP and
control plasma. Reports about the cytokines and che-
mokines in CCP units are scarce and show differing
results. Bonny et al. [30] reported that the distribution
level of plasma IFN-y, IL-10, IL-15, IL-21, and MCP-1
was significantly higher in CCP donors compared to the
controls, whereas the distribution of IL-1ra, IL-8, IL-16,
and VEGF-A levels were significantly lower. On the
contrary, Acosta-Ampudia et al. and Héhnel et al. [28, 31]
showed IL-8 was higher in CCP donors, while Fanning
et al. [32] found elevated levels of IFNa2, IL-6, PCT, and
CRP in at least 20% of CCP donors. In the scoping review
of Esmaeilli et al. [33], the results on the effects of CCP
therapy on the inflammatory markers were shown to be
conflicting. IL-6 (most frequently evaluated), TNF, IL-1,
IL-2, IL-4, IL-5, IL-6, IL-8, IL-10, IL-12p70, IL-17, and
IFNy levels revealed controversial results after CCP
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Fig. 2. Cytokine level changes in CCP over time. Cytokine, chemokine, and growth factor levels in COVID-19
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symptoms (0-60 days [18.4% CCP donors], 60-120 days [43.7% CCP donors], and 120-180 days [37.9% CCP
donors]). All plasma samples were analyzed in duplicates by Luminex technology.

therapy. There is a lack of research evaluating the in-
fluence of CP therapy on inflammatory cytokines and this
topic needs further evaluation.

Our CCP donors were representatives of a healthy
population, with a median age of 46.0 [35.0-53.0] years,
who had recovered from mild to moderate COVID-19
disease; only two donors had been hospitalized. Unfor-
tunately, our data for the symptoms of convalescents was

Cytokine and Anti-SARS-CoV-2 Antibody
Levels in CCP Donors

insufficient to analyze whether cytokine levels are higher
when the disease is more severe. It has been shown
previously that the median levels of IL-6, IL-8, TNFa, IL-
12/1L23p40, and MDC were significantly higher among
CCP donors who were hospitalized versus nonhospital-
ized, and median levels for eotaxin were lower among
those hospitalized versus nonhospitalized [30]. There
have been no reports showing how cytokine profiles
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change over time after infection. As we did not have
multiple samples of individual CCP donors at different
time points, we divided the CCP donors into three groups
based on the period of time after the beginning of CO-
VID-19 symptoms. This approach did not show any
significant results either. However, it did show a trend of
falling levels of IFNa2 and TNFa with time after COVID-
19 symptoms had appeared.

It is challenging to evaluate “normal” versus “abnor-
mal” cytokine levels. Only a few studies have been
conducted to investigate cytokine levels in healthy sub-
jects, and a limited number of variables have been ex-
plored when considering healthy subjects’ cytokine
profiles. Cytokines vary significantly among individuals,
and their release and subsequent effects can differ based
on activating signals, specific cell targets, and physio-
logical factors, including stress, fitness level, and feeding
state. Most studies do not use pre-established cut-offs for
cytokine reference values but rather consider healthy
subjects’ mean cytokine levels in a defined population set
to be “normal.” Levels are only considered abnormal if
they differ from that population’s mean [34].

If we compare the data of samples from CCP donors
who we know were hospitalized, and therefore had a more
severe form of the disease, with the average values of
cytokines in CCP, we can see that the concentration of
pro-inflammatory cytokines (TGFa, sCD40L, IL-17e,
FLT-3L, FGF-2, IL-1ra), and others is elevated in the
samples from severely affected patients. In our study,
some donors from the control group had higher levels of
cytokines (sCD40L, fractalkine, IF-1a, TGFa, TNFa, IL-
12, MIP-1a), even though they did not have COVID-19.
Elevated levels could be due to other infectious diseases;
however, to exclude SARS-CoV-2, it would be reasonable
to check for SARS-CoV-2 Abs in their serum as they may
have had asymptomatic COVID-19. Unfortunately, we
were unable to perform these tests post-festum.

The correlation analysis between cytokines, chemo-
kines, and growth factors in CCP donors in our research
showed that the levels of IL-6, IL-5, IL-15, TGFa, IFNa2,
IL-1ra, sCD40L, TNFaq, and fractalkine correlated highly
positively with each other. IL-6 was especially highly
positively correlated to TNFa, IL-15, IFNa2, II-1ra,
TGFa, IL-5, and sCD40L in the CCP group. In patients
with severe disease, many immune responses are in
overdrive, and this hyper-inflammatory response is
characterized by high levels of IL-1a, IL-1p, IL-6, IL-7, IL-
8, IL-10, IL-17A, IL-18, TNF, IP-10, GM-CSF, G-CSF,
MCP-1, and IFNa [31, 35-37]. Among these cytokines,
IL-6 is one of the key factors associated with lethal
complications in COVID-19 patients. Together with IL-
10, it directly blocks the expansion of lymphoid pro-
genitors, causing lymphopenia, induces Th17 and Th22
differentiation, and favors inflammation [31]. Our results
do not indicate that pro-inflammatory cytokines might

Cytokine and Anti-SARS-CoV-2 Antibody
Levels in CCP Donors

still be present in the plasma of convalescents who have
recovered from the disease in statistically higher con-
centrations compared to controls, while the results of
some other studies do. Further research is needed to
understand what constituents of CCP units cause them to
fail to have strong therapeutic effects.

In addition, little is known regarding whether a par-
ticular cytokine or chemokine profile is associated with
higher NAbs. Bonny et al. [30] showed that IL-8, IL-15,
and IP-10 were associated with higher NAbs among CCP
donors. Our research showed no correlation, either to the
levels of anti-SARS-CoV-2 IgG Ab, or the levels of NADbs.
We also made a comparison of the cytokine levels be-
tween the low NT (<160) group and the high NT (>160)
group, and there were no differences between the groups.
Cumulative research is giving us mixed reports about
CCP units’ effectiveness in treating COVID-19. None-
theless, it has been reported that many patients benefited
from CCP plasma transfusion, especially when used early
(within 72 h from the onset of symptoms) and with high
titers of NAbs. Given the low chance of mounting a
protective immune response after vaccination in frail
immunocompromised patients, NAb-based therapeutics
remain a potential therapy for the early treatment of
COVID-19 [38]. Now that more studies have been done
and data are available, the Association for the Ad-
vancement of Blood and Biotherapies (AABB) has de-
veloped clinical practice guidelines for the appropriate
use of CCP. The AABB suggests high neutralizing titer
CCP transfusion for infected patients who are outpatients
with risk for progression, those without detectable SARS-
CoV-2 Abs, and those who are immunosuppressed. The
AABB recommends against CCP transfusion for those
patients with later-stage COVID-19 [39].

We acknowledge the limitations of this study. Our
study is explorative and not designed to infer causal
associations. The number of samples was relatively low,
and the analyzed controls were collected simultaneously
as CCP samples. These samples were collected from
people who had been infected with the early variants of
SARS-CoV-2, i.e., alpha and beta; therefore, these results
are difficult to extrapolate to the period of Omicron and
other variants of concern. Control plasma samples were
not checked for SARS-CoV-2 Abs. As cytokine levels
decrease with age and the COVID-19 group has a higher
age, it is plausible that we might not see the difference
between the groups due to the effects of age.

Conclusion

CCP continues to be used today, especially in treating
immunocompromised patients. Among individuals, cyto-
kines vary and it is, therefore, difficult to distinguish be-
tween “normal” and “abnormal” cytokine levels. However,
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patients with a more severe form of the disease are known
to have a higher concentration of mainly pro-inflammatory
cytokines. Our study evaluated some cytokines, chemo-
kines, and growth factors, and the analysis showed no
potential threats due to cytokine content. Additional re-
search should focus on evaluating DNA, RNA, autoanti-
bodies, and extracellular vesicles and assessing the optimal
period for plasma donation after convalescence.

Acknowledgments

We gratefully acknowledge the assistance of Irena Bricl, Irena
Razborsek, Slavica Stanisi¢, Valentina Filipovi¢, Sonja Vuleti¢, Eva
Kocjan, Mojca Jez, and Zdravko Kvrzié.

Statement of Ethics

This study was performed under the approval of the Na-
tional Medical Ethics Committee of the Republic of Slovenia
(0120-241/2020-8, from June 18, 2020). All volunteers pro-
vided written informed consent before enrollment and sample
provision.

References

—

sera option for containing COVID-19. J Clin
Invest. 2020;130(4):1545-8.
Munitz A, Edry-Botzer L, Itan M, Tur-

[\S}

Rapid seroconversion and persistent
functional IgG antibodies in severe CO-

VID-19 patients correlates with an IL- medRxiv; 2020.

12p70 and IL-33 signature. Sci Rep. 2021; 11 Salazar E, Perez KK, Ashraf M, Chen J,
Castillo B, Christensen PA, et al. Treatment
of coronavirus disease 2019 (COVID-19) 18 Casadevall A, Dragotakes Q, Johnson PW,
patients with convalescent plasma. Am
] Pathol. 2020;190(8):1680-90.

infection. Nat 12 Sullivan DJ, Gebo KA, Shoham S, Bloch EM,
Lau B, Shenoy AG, et al. Early outpatient
treatment for covid-19 with convalescent 19 Valk SJ, Piechotta V, Chai KL, Doree C, Monsef
plasma. N Engl ] Med. 2022;386(18):

11(1):3461.
Jiang XL, Wang GL, Zhao XN, Yan FH, Yao
L, Kou ZQ, et al. Lasting antibody and T cell
responses to SARS-CoV-2 in COVID-19
patients 3 months after
Commun. 2021;12(1):897.
4 FDA. Food and drug administration emer-
gency use authorization (EUA) for conva-
lescent plasma; 2021.

w

1700-11.

w

chini G, Beccaria M, Amato M, et al. Con-
valescent plasma for hospitalized COVID-19
patients: a single-center experience. Life.
2022;12(3):420.

Rojas M, Rodriguez Y, Monsalve DM,

[=)}

et al. Convalescent plasma in Covid-19:
possible mechanisms of action. Autoimmun
Rev. 2020;19(7):102554.

Ahn JY, Sohn Y, Lee SH, Cho Y, Hyun JH,
Baek YJ, et al. Use of convalescent plasma
therapy in two COVID-19 patients with acute
respiratory distress syndrome in korea.

N

(e}

Liu Y, Ning Z, Chen Y, Guo M, Liu Y, Gali
NK, et al. Aerodynamic analysis of SARS-
CoV-2 in two Wuhan hospitals. Nature.
2020;582(7813):557-60.

Transfus Med Hemother 2024;51:176-185
DOI: 10.1159/000531942

184

Franchini M, Glingani C, Donno GD, Luc- 13 Sanz C, Nomdedeu M, Pereira A, Sauleda S,
Alonso R, Bes M, et al. Efficacy of early
transfusion of convalescent plasma with 20 Axfors C, Janiaud P, Schmitt AM, Van’t Hooft ],
high-titer SARS-CoV-2 neutralizing anti-
bodies in hospitalized patients with COVID-
19. Transfusion. 2022;62(5):974-81.

Acosta-Ampudia Y, Camacho B, Gallo JE, 14 Kurnianda J, Hardianti MS, Triyono T,
Thobari JA, Trisnawati I, Wisudarti CFR,
et al. Efficacy and safety of convalescent 21 Simonovich VA, Burgos Pratx LD, Scibona P,
plasma therapy in patients with moderate-to-
severe COVID-19: a non-randomized com-
parative study with historical control in a
referral hospital in Indonesia. J Infect Public
Health. 2022;15(1):100-8. 22 Snow TAC, Saleem N, Ambler G, Nastouli E,
J Korean Med Sci. 2020;35(14):e149. 15 Fodor E, Miiller V, Ivanyi Z, Berki T, Kuten
Pella O, Hornyék I, et al. Early transfusion of
convalescent plasma improves the clinical
outcome in severe SARS-CoV2 infection.
Infect Dis Ther. 2022;11(1):293-304.

Conflict of Interest Statement

The authors have no conflicts of interest to declare.

Funding Sources

No funding was received for this study.

Author Contributions

Malicev E., Kolenc A., and Jazbec K. collected data, investigated
methodology, wrote the draft, and revised the manuscript. Ziberna
K. collected, verified, and analyzed the data. Mali P. and Rahne
Potokar U. supervised and administered the project. Rozman
P. supervised the study and also revised the manuscript. All au-
thors read and approved the final manuscript.

Data Availability Statement

All data generated or analyzed during this study are included in
this article and its online supplementary material files. Further
inquiries can be directed to the corresponding author.

Casadevall A, Pirofski LA. The convalescent 9 Hegerova L, Gooley TA, Sweerus KA, Maree C, 16 Lang-Meli ], Fuchs J, Mathé P, Ho HE, Kern
Bailey N, Bailey M, et al. Use of convalescent
plasma in hospitalized patients with COVID-19:
case series. Blood. 2020;136(6):759-62.

Kaspa R, Dicker D, Marcoviciu D, et al. 10 Joyner MJ. Effect of convalescent plasma on
mortality among hospitalized patients with 17 Bajpai M, Maheshwari A, Kumar S, Chhabra K,
COVID-19: initial three-month experience:

L, Jaki L, et al. Case series: convalescent
plasma therapy for patients with COVID-19
and primary antibody deficiency. J Clin
Immunol. 2022;42(2):253-65.

Kale P, Narayanan A, et al. Comparison of
safety and efficacy of convalescent plasma with
fresh frozen plasma in severe covid-19 patients.
An Acad Bras Cienc. 2022;94(4):¢20210202.

Senefeld JW, Klassen SA, Wright RS, et al.
Convalescent plasma use in the USA was
inversely correlated with COVID-19 mor-
tality. Elife. 2021;10:e69866.

I, Wood EM, et al. Convalescent plasma or
hyperimmune immunoglobulin for people
with COVID-19: a rapid review. Cochrane
Database Syst Rev. 2020;5(5):CD013600.

Smith ER, Haber NA, et al. Association between
convalescent plasma treatment and mortality in
COVID-19: a collaborative systematic review
and meta-analysis of randomized clinical trials.
BMC Infect Dis. 2021;21(1):1170.

Beruto MV, Vallone MG, Vazquez C, et al. A
randomized trial of convalescent plasma in
covid-19 severe pneumonia. N Engl ] Med.
2021;384(7):619-29.

Singer M, Arulkumaran N. Tocilizumab in
COVID-19: a meta-analysis, trial sequential
analysis, and meta-regression of randomized-
controlled trials. Intensive Care Med. 2021;
47(6):641-52.

Mali¢ev/Ziberna/Jazbec/Kolenc/Mali/
Potokar/Rozman


https://www.karger.com/Article/FullText/531942?ref=1#ref1
https://www.karger.com/Article/FullText/531942?ref=1#ref1
https://www.karger.com/Article/FullText/531942?ref=2#ref2
https://www.karger.com/Article/FullText/531942?ref=3#ref3
https://www.karger.com/Article/FullText/531942?ref=3#ref3
https://www.karger.com/Article/FullText/531942?ref=4#ref4
https://www.karger.com/Article/FullText/531942?ref=4#ref4
https://www.karger.com/Article/FullText/531942?ref=4#ref4
https://www.karger.com/Article/FullText/531942?ref=5#ref5
https://www.karger.com/Article/FullText/531942?ref=6#ref6
https://www.karger.com/Article/FullText/531942?ref=6#ref6
https://www.karger.com/Article/FullText/531942?ref=7#ref7
https://www.karger.com/Article/FullText/531942?ref=8#ref8
https://www.karger.com/Article/FullText/531942?ref=9#ref9
https://www.karger.com/Article/FullText/531942?ref=10#ref10
https://www.karger.com/Article/FullText/531942?ref=10#ref10
https://www.karger.com/Article/FullText/531942?ref=10#ref10
https://www.karger.com/Article/FullText/531942?ref=11#ref11
https://www.karger.com/Article/FullText/531942?ref=11#ref11
https://www.karger.com/Article/FullText/531942?ref=12#ref12
https://www.karger.com/Article/FullText/531942?ref=13#ref13
https://www.karger.com/Article/FullText/531942?ref=14#ref14
https://www.karger.com/Article/FullText/531942?ref=14#ref14
https://www.karger.com/Article/FullText/531942?ref=15#ref15
https://www.karger.com/Article/FullText/531942?ref=16#ref16
https://www.karger.com/Article/FullText/531942?ref=16#ref16
https://www.karger.com/Article/FullText/531942?ref=17#ref17
https://www.karger.com/Article/FullText/531942?ref=18#ref18
https://www.karger.com/Article/FullText/531942?ref=19#ref19
https://www.karger.com/Article/FullText/531942?ref=19#ref19
https://www.karger.com/Article/FullText/531942?ref=20#ref20
https://www.karger.com/Article/FullText/531942?ref=21#ref21
https://www.karger.com/Article/FullText/531942?ref=22#ref22
https://doi.org/10.1159/000531942

23

24

25

26

27

Song ATW, Rocha V, Mendrone-Janior A,
Calado RT, De Santis GC, Benites BD, et al.
Treatment of severe COVID-19 patients with
either low- or high-volume of convalescent
plasma versus standard of care: a multicenter
Bayesian randomized open-label clinical trial
(COOP-COVID-19-MCTI). Lancet Reg
Health Am. 2022;10:100216.

De Santis GC, Oliveira LC, Garibaldi PMM,
Almado CEL, Croda ], Arcanjo GGA, et al.
High-dose convalescent plasma for treatment
of severe COVID-19. Emerg Infect Dis. 2022;
28(3):548-55.

Alemany A, Millat-Martinez P, Corbacho-
Monné M, Malchair P, Ouchi D, Ruiz-Co-
mellas A, et al. High-titre methylene blue-
treated convalescent plasma as an early
treatment for outpatients with COVID-19: a
randomised, placebo-controlled trial. Lancet
Respir Med. 2022;10(3):278-88.

Walter LO, Cardoso CC, Santos-Pirath M,
Costa HZ, Gartner R, Werle I, et al. The
relationship between peripheral immune re-
sponse and disease severity in SARS-CoV-2-
infected subjects: a cross-sectional study.
Immunology. 2022;165(4):481-96.

Angioni R, Sanchez-Rodriguez R, Munari F,
Bertoldi N, Arcidiacono D, Cavinato S, et al.
Age-severity matched cytokine profiling re-

Cytokine and Anti-SARS-CoV-2 Antibody
Levels in CCP Donors

28

29

30

32

veals specific signatures in Covid-19 patients.
Cell Death Dis. 2020;11(11):957.

Hahnel V, Peterhoff D, Béuerlein V, Brosig
AM, Pamler I, Johnson C, et al
Manufacturing of convalescent plasma of
COVID-19 patients: aspects of quality. PLoS
One. 2020;15(12):e0243967.

Ziberna K, Jez M, Jazbec K, Mali P, Potokar
UR, Rozman P. ABO blood group does not
influence the level of anti-SARS-CoV-2 an-
tibodies in convalescent plasma donors.
Transfusion. 2022;62(3):556-62.

Bonny TS, Patel EU, Zhu X, Bloch EM,
Grabowski MK, Abraham AG, et al. Cytokine
and chemokine levels in coronavirus disease
2019 convalescent plasma. Open Forum Infect
Dis. 2021;8(2):0faa574.

Acosta-Ampudia Y, Monsalve DM, Rojas
M, Rodriguez Y, Gallo JE, Salazar-Uribe JC,
et al. COVID-19 convalescent plasma
composition and immunological effects in
severe patients. ] Autoimmun. 2021;118:
102598.

Fanning SL, Korngold R, Yang Z, Goldgirsh
K, Park S, Zenreich J, et al. Elevated cytokines
and chemokines in peripheral blood of pa-
tients with SARS-CoV-2 pneumonia treated
with high-titer convalescent plasma. PLoS
Pathog. 2021;17(10):e1010025.

33

35

36

37

38

39

Esmaeili B, Esmaeili S, Pourpak Z. Immu-
nological effects of convalescent plasma
therapy for coronavirus: a scoping review.
BMC Infect Dis. 2021;21(1):1278.
Monastero RN, Pentyala S. Cytokines as
biomarkers and their respective clinical cutoff
levels. Int J Inflam. 2017;2017:4309485.
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.
Fadlallah S, Sham Eddin MS, Rahal EA. IL-
17A in COVID-19 Cases: a meta-analysis.
] Infect Dev Ctries. 2021;15(11):1630-9.
Ling L, Chen Z, Lui G, Wong CK, Wong WT,
Ng RWY, et al. Longitudinal cytokine profile
in patients with mild to critical COVID-19.
Front Immunol. 2021;12:763292.

Focosi D, Franchini M. Potential use of
convalescent plasma for SARS-CoV-2 pro-
phylaxis and treatment in immunocompro-
mised and vulnerable populations. Expert
Rev Vaccin. 2022;21(7):877-84.

Estcourt L], Cohn CS, Pagano MB, Iannizzi
C, Kreuzberger N, Skoetz N, et al. Clinical
practice guidelines from the association for
the advancement of blood and Biotherapies
(AABB): COVID-19 convalescent plasma.
Ann Intern Med. 2022;175(9):1310-21.

Transfus Med Hemother 2024;51:176-185
DOI: 10.1159/000531942

185


https://www.karger.com/Article/FullText/531942?ref=23#ref23
https://www.karger.com/Article/FullText/531942?ref=23#ref23
https://www.karger.com/Article/FullText/531942?ref=24#ref24
https://www.karger.com/Article/FullText/531942?ref=25#ref25
https://www.karger.com/Article/FullText/531942?ref=25#ref25
https://www.karger.com/Article/FullText/531942?ref=26#ref26
https://www.karger.com/Article/FullText/531942?ref=27#ref27
https://www.karger.com/Article/FullText/531942?ref=28#ref28
https://www.karger.com/Article/FullText/531942?ref=28#ref28
https://www.karger.com/Article/FullText/531942?ref=29#ref29
https://www.karger.com/Article/FullText/531942?ref=30#ref30
https://www.karger.com/Article/FullText/531942?ref=30#ref30
https://www.karger.com/Article/FullText/531942?ref=31#ref31
https://www.karger.com/Article/FullText/531942?ref=32#ref32
https://www.karger.com/Article/FullText/531942?ref=32#ref32
https://www.karger.com/Article/FullText/531942?ref=33#ref33
https://www.karger.com/Article/FullText/531942?ref=34#ref34
https://www.karger.com/Article/FullText/531942?ref=35#ref35
https://www.karger.com/Article/FullText/531942?ref=36#ref36
https://www.karger.com/Article/FullText/531942?ref=37#ref37
https://www.karger.com/Article/FullText/531942?ref=38#ref38
https://www.karger.com/Article/FullText/531942?ref=38#ref38
https://www.karger.com/Article/FullText/531942?ref=39#ref39
https://doi.org/10.1159/000531942

	Cytokine, Anti-SARS-CoV-2 Antibody, and Neutralizing Antibody Levels in Conventional Blood Donors Who Have Recovered from C ...
	Introduction
	Methods and Materials
	Convalescent and Healthy Control Plasma Donors
	SARS-CoV-2 Antibody Testing
	Detection of Cytokine Levels in Plasma Specimens
	Statistical Analysis

	Results
	Study Participant Characteristics
	Cytokine, Chemokine, and Growth Factor Concentrations in CCP Donors and Non-Convalescent Control Plasma Donors
	Changes in Plasma Cytokine, Chemokine, and Growth Factor Concentrations in CCP Donors and Non-Convalescent Control Plasma D ...
	Correlations between Cytokines, Chemokines, and Growth Factors
	Comparison of Plasma Cytokine, Chemokine, and Growth Factor Concentrations to SARS-CoV-2 IgG Antibody and NAb Titers in CCP ...

	Discussion
	Conclusion
	Acknowledgments
	Statement of Ethics
	Conflict of Interest Statement
	Funding Sources
	Author Contributions
	Data Availability Statement
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /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 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /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 true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /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 true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <>
  >>
  /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
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


