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Abstract 
Background  COVID-19 is now a common disease, but its pathogenesis remains unknown. Blood circulating proteins reflect 
host defenses against COVID-19. We investigated whether evaluation of longitudinal blood proteomics for COVID-19 and 
merging with clinical information would allow elucidation of its pathogenesis and develop a useful clinical phenotype.
Methods  To achieve the first goal (determining key proteins), we derived plasma proteins related to disease severity by 
using a first discovery cohort. We then assessed the association of the derived proteins with clinical outcome in a second 
discovery cohort. Finally, the candidates were validated by enzyme-linked immunosorbent assay in a validation cohort to 
determine key proteins. For the second goal (understanding the associations of the clinical phenotypes with 28-day mortality 
and clinical outcome), we assessed the associations between clinical phenotypes derived by latent cluster analysis with the 
key proteins and 28-day mortality and clinical outcome.
Results  We identified four key proteins (WFDC2, GDF15, CHI3L1, and KRT19) involved in critical pathogenesis from the 
three different cohorts. These key proteins were related to the function of cell adhesion and not immune response. Considering 
the multicollinearity, three clinical phenotypes based on WFDC2, CHI3L1, and KRT19 were identified that were associated 
with mortality and clinical outcome.
Conclusion  The use of these easily measured key proteins offered new insight into the pathogenesis of COVID-19 and could 
be useful in a potential clinical application.
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Background

Although the majority of individuals infected by COVID-
19 exhibit no or mild-to-moderate symptoms, approxi-
mately 5–20% of subjects hospitalized required prolong 
treatment in an intensive care unit (ICU) with invasive 
mechanical ventilation (IMV) [1–4]. In these cases, exces-
sive inflammation following a COVID-19 infection might 
lead to systemic inflammatory response syndrome and 
multiple organ failure [5].

From a clinical perspective, it is important to evaluate 
the blood circulating proteins that can reflect the systemic 
inflammation. The evaluation process is easy and rapid, 
and most of the biomarkers used in the ICU are based 
on the circulating proteins [6]. Previously, we showed 
that a key network of cytokine proteins based on a blood 
circulating cytokine profile and combined key cytokines 
score was related to prognosis and severity in critically ill 
patients including those with sepsis and burn [7–9]. There-
fore, we hypothesized that a key protein network would 
also play an important role in critical COVID-19.

Recently, researchers have investigated new therapeu-
tic targets by combining unsupervised clustering analysis 
and key biological indicators in various diseases to clarify 
potential sub-phenotypes [10–12]. Using key proteins to 
identify COVID-19 patient sub-phenotypes with poor out-
comes may enable the discovery of new therapeutic strate-
gies and target populations.

The present study approach involved several datasets 
and a statistical approach. To obtain globally versatile 
results, we used two discovery cohorts (i.e., American and 
Japanese cohorts) that had different patient characteristics 
(e.g., age, sex, and race). To achieve the primary goal, we 
derived plasma proteins related to COVID-19 pathogene-
sis from an innovative method, Olink proteomics, by using 
the two different cohorts. The candidates were validated by 
a classical method, enzyme-linked immunosorbent assay 
(ELISA), in a validation cohort to determine key proteins. 
To achieve the secondary goal, we derived the clinical 
phenotypes based on these key proteins and assessed their 
associations with mortality and clinical outcome.

Methods

Cohort Data and Measurement of Plasma Proteins

We used data from three observational cohorts. The 
first discovery cohort comprised publicly available data 
provided by the Massachusetts General Hospital Emer-
gency Department COVID-19 Cohort [13] with Olink 

Proteomics (Olink® Explore 1536; https://​www.​olink.​
com/​mgh-​covid-​study/) (Supplemental Methods, Statis-
tical analysis, and Results), which was conducted from 
March 2020 to April 2020. In this study, we used proteom-
ics data of days 1 and 8.

The second discovery cohort was composed of COVID-
19 patients who were admitted to Osaka University Hospi-
tal from July 2020 to February 2021. Blood samples were 
obtained from the patients on days 1 (day of admission) or 
2 and days 6–8 and once from healthy volunteers who were 
enrolled via public poster advertisements. Plasma proteom-
ics were performed by using Olink® Explore 1536.

The validation cohort was composed of COVID-19 
patients admitted to Osaka University Hospital or Osaka Pre-
fectural Nakakawachi Emergency and Critical Care Center 
from December 2020 to January 2021 and April 2021, who 
were treated with IMV. Blood samples were obtained from 
the patients until hospital discharge or death on day 1 (day of 
admission) and days 6–8 and once from healthy volunteers 
who were enrolled via public poster advertisements. The 
plasma proteins were measured by ELISA. Details of the 
discovery and validation cohorts are shown in the Supple-
mental Methods, Statistical analysis, and Results.

Definition of Disease Severity: Critical 
and Non‑critical

Acuity scores were based on the World Health Organiza-
tion ordinal outcomes scale [14]: A1, dead; A2, intubated, 
survived; A3, hospitalized with oxygen; A4, hospitalized 
without oxygen; A5, discharged. Disease severity was clas-
sified according to the maximum acuity score (acuity max 1 
or 2). We defined “critical” as acuity max 1 and 2 subjects 
and “non-critical” as acuity max 3, 4, and 5 subjects.

Definition of Timing of Sample Collection: Phase 1 
and Phase 2

For easy clinical application, day 1 referred to the day of 
visiting the emergency department or of admission to the 
hospitals in this study, not to the day of disease onset or test-
ing as PCR positive. We defined two different types of meas-
urement timing: phase 1, days 1–2, and phase 2, days 6–10.

Definitions of Clinical Outcome: Early Recovery 
and Late Recovery

We defined the clinical outcome of patients who were treated 
with IMV for ≤ 12 days or not treated with IMV as early 
recovery and IMV > 12 days or 28-day non-survivors as 
late recovery as in our previous study [15]. We divided the 
COVID-19 patients of the second derivation cohort and the 
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validation cohort into two groups based on early recovery 
and late recovery and assessed them.

Statistical Analysis

In the first discovery cohort, patients were divided into the 
critical group and non-critical group, and differences in the 
expression of 1463 plasma proteins were evaluated. Instead 
of normalization to the total protein concentration, Olink 
proteomics data was normalized using three internal and 
three external controls that were used for quality control and 
data normalization. The proteins levels were expressed as 
values of normalized protein expression (NPX), which was 
an arbitrary unit on a log2 scale [16]. The difference in NPX 
was used to detect the difference of protein expressions as 
previously described [17]. Differential expression analysis 
was conducted using the Welch 2-sample t-test. The false 
discovery rate was calculated by the Benjamin-Hochberg 
method [18]. Proteins with false discovery rate < 0.01 and 
|NPX difference|> 1 were considered to be significantly 
expressed. The plasma proteins reaching significance in both 
phase 1 and phase 2 were extracted as candidates of the first 
discovery cohort. The phase 1 NPX values of the candidates 
were compared among acuity scores with the Kruskal–Wal-
lis test.

In the second discovery cohort, the candidates from the 
first discovery cohort were evaluated. The patients were 
divided into those with early recovery and late recovery. The 
Dunnet test was used to evaluate the levels of each candidate 
of the first discovery cohort between the healthy volunteers 
and COVID-19 patients in each phase. The Welch 2-sam-
ple t-test was used to evaluate the differences in the levels 
of candidates of the first discovery cohort between the two 
groups in each phase. The correlation analysis between the 
number of days since onset and the candidates of the first 
discovery cohort was performed by Spearman’s rank cor-
relation. The trends of the two groups (early recovery and 
late recovery) are shown by linear regressions (solid lines) 
with 95% confidence intervals (gray areas).

We also evaluated the protein co-expression network 
only for critical COVID-19 patients in the second discov-
ery cohort. Protein co-expression network analysis was 
performed with the R package “WGCNA” (weighted gene 
co-expression network analysis) as previously described [19] 
using the day 1 data of patients with acuity max scores 1 
and 2. The module network is displayed graphically using 
Cytoscape® software (www.​cytos​cape.​org) version 3.8.0 
[20]. The biological functions of the proteins in each mod-
ule were investigated by performing GO (Gene Ontology) 
pathway analysis [21] and KEGG (Kyoto Encyclopedia of 
Gene and Genomes) pathway analysis [22]. The details of 
WGCNA are shown in the Supplemental Methods, Statisti-
cal analysis, and Results.

In the validation cohort, the candidates from the second 
discovery cohort were validated. The levels of the can-
didates were transformed to common logarithmic values 
to normalize data distributions before analysis. The Dun-
net test was used to evaluate the levels of each candidate 
between the healthy volunteers and COVID-19 patients 
in each phase. Then, the patients were divided into two 
groups, those with early recovery and late recovery. The 
candidates of the second discovery cohort were compared 
by Wilcoxon rank sum test between the two groups in 
each phase. The plasma proteins that were significantly 
increased (P values < 0.05) in the patients with late recov-
ery compared with those in the patients with early recov-
ery in both phases were extracted as key proteins. The 
association of these key proteins with 28-day and hospital 
mortality was also evaluated. The levels of key proteins 
in both phases were compared between the 28-day survi-
vors and 28-day non-survivors or between hospital survi-
vors and non-survivors by Wilcoxon rank sum test. The 
associations between phase 1 key proteins and body mass 
index (BMI), age, and comorbidities were also analyzed 
by Wilcoxon rank sum test or correlation analysis using 
Spearman’s rank correlation. We also evaluated these key 
proteins in the patients who were not treated with IMV. 
Details of the characteristics of these patients and the 
method are described in the Supplemental Methods.

Latent class analysis (LCA) was performed using a com-
bination of key proteins to identify the new clinical pheno-
types. Phase 1 key proteins were transformed to common 
logarithmic values and scaled to become candidate vari-
ables for LCA. Because the high correlation of variables in 
LCA caused lower accuracy of model fit statistics with an 
overestimation of the true number of classes, the correla-
tion matrix of the four key proteins was evaluated. One in 
any pair in which a strong correlation (Pearson correlation 
coefficient > 0.6) was observed was eliminated [23]. The 
optimal number of phenotypes was identified by evaluating 
the Bayesian information criterion (BIC), the appropriate 
size of each phenotype, and the misclassification rate of 
each phenotype [24, 25]. The optimal number of pheno-
types was selected based on the largest BIC, considering 
the misclassification rate and interpretability [11]. The 
latent class analysis calculation was performed using the 
VarSelLCM package in R, in which the largest BIC is inter-
preted as optimal. Cumulative mortality is illustrated using 
Kaplan–Meier curves, and the phenotypes were compared 
by the log rank test.

A two-sided P < 0.05 was considered statistically significant. 
For all statistical analyses, a fully scripted data management 
pathway was created within the R environment for statistical 
computing, version 4.0.2 (R Foundation for Statistical Com-
puting, Vienna, Austria). Categorical variables are reported as 
number and percentages, and significance was detected by χ2 or 
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Fisher’s exact test. The continuous variables are described using 
mean and standard error or compared using the Mann–Whitney 
U test or Kruskal–Wallis rank sum test described using median 
and interquartile range (IQR) values. There were no missing data 

on plasma proteomics in the first and second discovery cohorts 
or on plasma proteins levels in the validation cohort. However, 5 
of 113 patients (4%) in the validation cohort had missing values 
for BMI, but no imputation was made for this missing data.

Fig. 1   Flow chart of partici-
pants. COVID-19 phenotypes 
were evaluated using three 
plasma proteins including 
WFDC2, CHI3L1, and KRT19. 
P1: phase 1 (days 1–2), P2: 
phase 2 (days 6–10)
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Results

The study approach involved several datasets and the statisti-
cal approach shown in Fig. 1.

Exploration of Candidate Plasma Proteins from First 
and Second Discovery Cohorts

Patient characteristics of the two discovery cohorts are 
shown in Table 1. In the publicly available first discovery 
cohort [13], one of the 306 COVID-19 patients was flagged 

as an outlier and removed from the final dataset, thus leav-
ing 305 phase 1 samples and 139 phase 2 samples. The 
cohort comprised 109 critical patients and 197 non-critical 
patients. The distribution of patients by age group was 
statistically different between the critical and non-critical 
patients. Other details of the patients’ characteristics are 
shown in Suppl. Table S1. Plasma proteins showing statisti-
cally significant changes in expression are indicated in red 
in the volcano plots for each phase (Fig. 2A, B), and those 
that showed statistically significant changes in expression in 
both phases 1 and 2 are indicated in Fig. 2C as candidates 

Table 1   Clinical and demographic characteristics of COVID-19 patients in derivation and validation cohorts

Data are reported as number (percentage) or median (IQR, interquartile range) as appropriate P value: for the comparison between each cohort
BMI body mass index, Heart disease coronary artery disease, congestive heart failure, valvular disease, Lung disease asthma, COPD, requiring 
home O2 and any chronic lung condition, Kidney disease chronic kidney disease, baseline creatinine > 1.5, Immunocompromised condition active 
cancer, chemotherapy, transplant and immunosuppressant agents, asplenic, SOFA Sequential Organ Failure Assessment

First discovery cohort, 
MGH, USA

Second discovery cohort, 
Osaka, Japan

Validation cohort, 
Osaka, Japan

P value

(n = 306) (n = 53) (n = 113)
Male sex, n (%) 162 (52.9) 37 (69.8) 80 (70.8) 0.001
Age, years, median (IQR) 58 (45–75) 73 (62–78) 65 (55–74)
Age group, n (%) 0.001
 20–34 years 32 (10.5) 0 (0) 1 (0.8)
 35–49 years 66 (21.6) 3 (5.7) 11 (9.7)
 50–64 years 89 (29.1) 13 (26.4) 44 (38.9)
 65–79 years 65 (21.1) 28 (49.1) 47 (41.6)
 Over 80 years 54 (17.6) 10 (18.9) 10 (8.9)

Comorbidities, n (%)
 Heart disease 48 (16.5) 4 (7.7) 12 (10.6) 0.17
 Lung disease 66 (21.1) 10 (19.2) 12 (10.6) 0.03
 Kidney disease 41 (14.3) 8 (15.4) 12 (10.6) 0.64
 Immunocompromised condition 25 (7.7) 5 (9.6) 4 (3.5) 0.21
 Hypertension 146 (48.1) 24 (46.2) 47 (41.6) 0.53
 Diabetes 111 (35.4) 25 (48.1) 41 (36.3) 0.25

BMI, kg/m2, median (IQR) 29 (26–34) 23 (22–26) 25 (22–28)
BMI, n (%)  < 0.001
 0–24.9 kg/m2 46 (15.1) 35 (66) 49 (43.4)
 25.0–39.9 kg/m2 205 (66.9) 16 (30.2) 58 (51.3)

 ≥ 40 kg/m2 35 (11.4) 0 (0) 1 (0.8)
 Unknown 20 (6.5) 2 (3.8) 5 (4.4)

Acuity max score, n (%)
 1, 28-day mortality 42 (13.7) 5 (9.6) 16 (14.2)
 2, intubated/Ventilated 67 (21.9) 44 (83) 97 (85.8)
 3, hospitalized, O2 required 133 (43.5) 4 (7.5) 0 (0)
 4, hospitalized, no O2 required 41 (13.4) 0 (0) 0 (0)
 5, discharged/not hospitalized 23 (7.5) 0 (0) 0 (0)

Ratio of SARS-CoV-2 alpha variant, % 0 (0) 28 (52.8) 57 (50.4)
SOFA score, median (IQR) 2 (1–7) 5 (3–6) 5 (3–6)
Outcome
 28-day mortality, n (%) 42 (13.7) 1 (1.9) 12 (10.7)
 Hospital mortality, n (%) 42 (13.7) 5 (9.6) 16 (14.2) 0.69
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of the first discovery cohort and are labeled in the volcano 
plots. We derived 28 plasma protein candidates from the 
first discovery cohort. Phase 1 NPX values of the 28 pro-
teins were associated with acuity max (Suppl. Fig. S1).

These 28 candidates were then evaluated in the second 
discovery cohort that included 53 COVID-19 patients and 
20 healthy volunteers (Suppl. Table S2), among whom 
49 COVID-19 patients were critical and 4 were treated 

Fig. 2   Derivation of candidates’ proteins from the first and second 
discovery cohorts. Volcano plots show the differentially expressed 
plasma proteins between critical (acuity max score: A1 or A2) and 
non-critical (A3, A4, or A5) groups in A phase 1 and B phase 2 in the 
first discovery cohort. The X axis represents the difference in normal-
ized protein expression (NPX) between the critical group and non-
critical group, and the Y axis represents log10 significance (adjusted 
P values). Significantly differentially expressed proteins were defined 
as proteins with adjusted P values < 0.01, |difference|> 1. C The 28 
proteins labeled by gene names that were significantly increased in 
both phase 1 and phase 2 are shown as candidates of the first discov-
ery cohort. D The 28 candidates of the first discovery cohort were 

evaluated in the second discovery cohort. The levels of the 28 can-
didates of the first discovery cohort were compared between healthy 
and COVID-19 individuals in phase 1 and phase 2. The difference 
between healthy volunteers and COVID-19 patients was measured 
by Dunnet test (*P < 0.05; **P < 0.01). The COVID-19 individuals 
were further classified into two groups, “early recovery” and “late 
recovery” in phase 1 and phase 2. The NPX values are plotted on 
the Y axes. In all box plots, the boxes show median, upper, and lower 
quartiles, and the whiskers show 5th to 95th percentiles. The differ-
ence between two groups was measured by Wilcoxon rank sum test 
($P < 0.05; $$P < 0.01). E The five candidates of the second discovery 
cohort are listed
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in the ICU without intubation (Table 1). The numbers of 
blood samples obtained in phases 1 and 2 were 49 and 
34, respectively. We classified the patients into the early 
recovery group (n = 23) and late recovery group (n = 30). 
The age of the late recovery group was statistically higher 

than that of the early recovery group. The number of days 
since onset was not different between the two groups 
(Suppl. Table S3). The common plasma proteins that 
were higher in the COVID-19 patients than controls and 
that were higher in the late recovery group than the early 

Fig. 3   Protein co-expression network in phase 1 of the second dis-
covery cohort. A The hierarchical cluster tree of all proteins in the 
proteomic dataset on the basis of topological overlap. Modules cor-
respond to branches of the tree. The branches and module proteins 
are colored, and gray indicates proteins outside the appropriate mod-
ule, as can be seen from the color bands at the bottom of the tree. B 
Network depiction of protein co-expression modules of the 24 can-
didates of the first discovery cohort. Nodes represent proteins, and 
edges (lines) indicate connections between the nodes. The color of 

the nodes corresponds to the module, and the width and color of the 
edges correspond to the weight of the connected nodes. Bolded nodes 
indicate the five candidates of the second discovery cohort. C Gene 
ontology enrichment analysis of differentially expressed proteins of 
the turquoise and blue modules in A; the top 10 ontologies for each 
module are shown. Significantly enriched gene ontology terms are 
shown with Benjamin-Hochberg false discovery rate–corrected P val-
ues. D KEGG pathway analysis of differentially expressed proteins of 
the turquoise and blue modules in A 
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recovery group for phases 1 and 2 were WFDC2, CHI3L1, 
GDF15, KRT19, and TNFRSF10B (Fig. 2D). Expression 
of these five proteins was higher than that in the con-
trol soon after onset, and a correlation between protein 
expression and the number of days since onset was not 
clear (Suppl. Fig. S2A). These five proteins in late recov-
ery patients tended to remain high (Suppl. Fig. S2B). We 
derived these five proteins as candidates of the second 
discovery cohort (Fig. 2E).

Network Analysis of 1463 Plasma Proteins in Critical 
COVID‑19 Patients in the Second Discovery Cohort

In total, six modules were identified (Fig. 3A). Twenty-
five of the 28 candidates of the first discovery cohort were 
included in the turquoise module, as were all five candi-
dates of the second discovery cohort. The 28 candidates of 
the first discovery cohort were reconstructed and visualized 
using cytoscape [18] (Fig. 3B). The top 10 GO results for 
the turquoise and blue modules are shown in Fig. 3C, and 
the top 5 KEGG results for the turquoise and blue modules 
are shown in Fig. 3D. The turquoise module is highly related 
to cell adhesion and biological adhesion. In this analysis, 
the five candidates of the second discovery cohort were 
associated with each other, and all had a function involving 
cell adhesion. The details are shown in the Supplemental 
Methods, Statistical analysis, and Results (Suppl. Fig. S3). 
The KEGG pathway of cell adhesion molecules is shown in 
Suppl. Fig. S4.

Validation of Five Candidate Plasma Proteins 
by ELISA

We assessed the candidate proteins in the validation 
cohort by ELISA. The validation cohort comprised 113 
critical COVID-19 patients including 12 28-day non-sur-
vivors, and 16 healthy volunteers. The difference in age 
between the COVID-19 patients and healthy volunteers 
was not statistically significant. (Suppl. Table S4). The 

late recovery group was characterized by older patients, 
higher D-dimer, creatinine and LDH levels, and lower 
P/F ratio than those of the early recovery group. The 
number of days since onset was not different between 
the two groups (Suppl. Table S5). The numbers of blood 
samples collected in phases 1 and 2 were 113 and 110, 
respectively. The levels of WFDC2, GDF15, CHI3L1, 
and KRT19 were statistically significantly higher in 
both the COVID-19 patients compared to the controls 
(Suppl. Fig. S5) and in the late recovery group compared 
to the early recovery group (Fig. 4A) in both phases. 
The higher levels of WFDC2, GDF15, CHI3L1, and 
KRT19 were more frequently observed in the 28-day 
or hospital non-survivors than in the 28-day or hospi-
tal survivors, respectively, in both phases (Fig. 4B, C). 
There were no relationships between WFDC2, GDF15, 
CHI3L1, and KRT19, and sex and comorbidities for 
the control (Suppl. Fig. S6A, B). Only KRT19 of the 
control was associated with BMI (Suppl. Fig.  S6C). 
GDF15, WFDC2, and CHI3L1 were associated with age 
in the control and COVID-19 patients (Suppl. Fig. S7). 
WFDC2, GDF15, CHI3L1, and KRT19 were elevated 
in the patients who were treated without IMV (Suppl. 
Table  S6, Suppl. Fig.  S8). We thus concluded that 
WFDC2, GDF15, CHI3L1, and KRT19 were four key 
proteins related to COVID-19 severity.

Identification of New Clinical Phenotypes Using 
Latent Cluster Analysis

There were no missing data for the levels of key pro-
teins. A high correlation coefficient (> 0.6) was observed 
between GDF-15 and WFDC2 (Fig. 5A). WFDC2 can be 
measured as a tumor marker in Japan, and thus, GDF15 
was excluded and WFDC2, CHI3L1, and KRT19 were 
used as the variables of classification. The BIC was high-
est for a three-class model and afterwards decreased in 
proportion to the number of added classes, suggesting 
that additional classes do not add substantial information 
to the model (Fig. 5B). The clinical phenotypes were 
named the α, β, and γ phenotypes. These phenotypes are 
visualized with principal component analysis in Fig. 5C. 
The relationships between the clinical phenotypes and 
the levels of WFDC2, CHI3L1, and KRT19 are visual-
ized in Fig. 5D. The γ phenotype showed high levels of 
all three proteins. The log rank test indicated significant 
differences between the survival curves among the phe-
notypes (Fig. 5E). The associations of the clinical phe-
notypes with clinical data are shown in Suppl. Table S7. 
The γ phenotype was characterized by high creatinine 
and D-dimer levels and was associated with 28-day and 
hospital mortality (Suppl. Table S7).

Fig. 4   Discovery of four key proteins related to mortality and clini-
cal outcome from the validation cohort. A The levels of WFDC2, 
GDF15, CHI3L1, KRT19, and TNFRSF10B associated with early 
recovery and late recovery or death in each phase in the COVID-
19 groups. B The WFDC2, GDF15, CHI3L1, and KRT19 levels 
for 28-day survivors and non-survivors on each day in the COVID-
19 groups. C The WFDC2, GDF15, CHI3L1, and KRT19 levels for 
hospital survivors and non-survivors on each day in the COVID-19 
groups. The protein levels were transformed to common logarithmic 
values to normalize the data distribution. In all box plots, the boxes 
show median, upper, and lower quartiles, and the whiskers show 5th 
to 95th percentiles. Asterisks indicate a statistically significant differ-
ence (*P < 0.05, **P < 0.01) between two groups on each day by Wil-
coxon rank sum test

◂

294

1 3



Journal of Clinical Immunology  (2023) 43:286–298

Discussion

Our study showed that four key proteins, WFDC2 (WAP 
four-disulfide core domain protein 2, also known as human 
epididymis protein 4 [HE4]) [26, 27], GDF-15 (growth differ-
entiation factor 15) [28], CHI3L1 (chitinase-3 like-protein-1, 
also known as YKL-40) [29], and KRT19 (keratin, type I 
cytoskeletal 19) [30], were associated with the prognosis of 
COVID-19, and this is supported by the previous reports.

WFDC2 is highly expressed in ovarian cancer [31], sys-
temic sclerosis–related interstitial lung disease [32] and lung 
adenocarcinoma [33]. It is also expressed in some epithelial 
cells of the upper airways, mucous cells, and ducts of the 
submucosal glands and is thought to be involved in innate 

immunity of the mucosal oral cavity and nasopharynx [26]. 
Previous reports have shown an association between the 
severity and prognosis of COVID-19 and WFDC2 [26, 27].

GDF-15 is a member of the transforming growth factor-β 
molecule superfamily [34] and is highly expressed in mac-
rophages, airway epithelial cells, and vascular endothelial 
cells [35]. It has been reported to be an independent prog-
nostic factor in cardiovascular disease, lung disease, and sep-
sis [36–38]. Several reports show the association between 
the levels of GDF-15 and disease severity in COVID-19 [28, 
39]. As mentioned above, GDF-15 is well observed to be 
upregulated under stress conditions, but the mechanism for 
this is unclear. Further research is needed, including that into 
which tissues express GDF-15 in COVID-19.

Fig. 5   Latent class analysis 
based on key proteins in the 
validation cohort. A The cor-
relations of WFDC2, CHI3L1, 
and KRT19 are visualized by 
heat map. The numbers indicate 
the Pearson correlation. B BIC 
analysis with the number of 
clusters on the X axis. The BIC 
was highest for the three-class 
model. The latent class analysis 
calculation was performed 
using the VarSeILCM package 
in R, where the largest BIC 
is interpreted as optimal. C 
Visualization of phenotypes 
using principal component 
analysis in the validation data. 
D Heat map indicating the 
impact of the levels of the three 
proteins (WFDC2, CHI3L1, and 
KRT19) on the three pheno-
types. White signifies the lowest 
and red the highest Z-score. 
The actual cytokine levels are 
transformed to Z-scores. E 
Kaplan–Meier curve of 28-day 
survival stratified by latent class 
analysis-derived phenotype. The 
log rank test showed significant 
differences between the three 
phenotypes (P < 0.01)
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CHI3L1 is a member of glycoside hydrolase family 18 
and is synthesized and secreted by many cells, including 
macrophages, neutrophils, synoviocytes, smooth muscle 
cells, and tumor cells [40]. CHI3L1 has been reported to 
promote cancer growth, production of proinflammatory 
cytokines, and microglial activation [41]. It is strongly 
associated with diseases such as asthma, arthritis, sepsis, 
diabetes, liver fibrosis, and coronary artery disease [29]. 
In COVID-19, CHI3L1 is reported to be associated with 
severe disease, although it is not correlated with mortality. 
It is suggested that CHI3L1 is a major stimulator of ACE2, 
promotes binding and activation of SC2 S-protein-receptor, 
and enhances infection and the spread of COVID-19 [29, 
42]. In the present study, GDF15, WFDC2, and CHI3LI 
were correlated with age in the COVID-19 patients. It has 
been reported that the levels of circulating CHI3L1 increase 
with aging in healthy controls, whereas levels of circulating 
CHI3L1 increase in patients with severe COVID19 com-
pared to healthy controls regardless of age [29].

KRT19 is one of the most important cytokeratins 
expressed in epithelial and mesothelial tissues, and its over-
expression has been reported in more than 30 malignant neo-
plasms, including lung and breast cancer [43]. Cyfra21-1 
proteins, a fragment of KRT19, have been reported to be 
useful among lung cancers as a marker for non-small cell 
lung cancer (squamous cell carcinoma) [44]. In COVID-
19, although Gisby et al. [45] reported the association of 
severity with upregulation of KRT19 using a proteomics 
approach, there are still few COVID-19-related reports on 
this cytokeratin.

Our previous studies showed that the key cytokine pro-
teins formed a cytokine network in the patients including 
those with sepsis and burn [7–9]. In the present study, 
WGCNA revealed six protein network clusters. The GO 
enrichment and KEGG pathway analyses for each cluster 
indicated that the four key proteins are mainly involved in 
clusters related to cell adhesion pathways in addition to 
previously reported immune responses [46, 47]. This sug-
gests that the four key proteins interact with each other in 
the cell adhesion pathways, which may play a key role in 
the pathogenesis of critical COVID-19.

The immune response associates with a complex inter-
action of factors involving comorbidities, age, weight, 
sex, ethnic background, pathogen types, and environ-
ment in the patients, thus resulting in a heterogeneous 
disease phenotype. The phenotype also varies between 
individuals over the time course of the disease. Mathew 
et al. showed that based on high-dimensional cytometry 
information, three immunotypes were associated with 
poor clinical trajectories in COVID-19 patients [47]. 
Also, Shu et al. distinguished different severity using 
LC–MS/MS on the basis of machine-learning models 
[48]. In our study, the critical COVID-19 patients were 

divided into three phenotypes (α, β, γ) using WFDC2, 
CHI3L1, and KRT19 on day 1 by latent class analysis. 
Patients with the β and γ phenotypes had lower survival 
rates and more prolonged ventilation times than those 
with the α phenotype, indicating that the β and γ pheno-
types could be potential therapeutic targets for interven-
tion in critical COVID-19.

This study has several limitations. First, age could have 
affected the plasma proteins levels. The difference in ages 
between the critical and non-critical patients in the first 
discovery cohort, between the control and COVID-19 
patients, and between patients with early and late recov-
ery in the second discovery cohort could have affected 
the process to derive the five candidate proteins. Sec-
ond, the phase was defined as the time from visiting the 
emergency department or admission to the hospital, and 
thus, the time from onset was not considered. It was not 
clear what triggers the protein elevation, when the pro-
tein elevation occurs and how long the proteins elevation 
continued; therefore, the possibility of missing important 
proteins due to focusing on specific periods, phase 1 and 
phase 2, remains. However, in clinical practice, the time of 
infection varies as the time of admission to the emergency 
department or ICU, and this study may be more relevant 
to actual clinical practice. Third, we used three cohorts 
that included different variables. Therefore, information on 
unmeasured confounders and treatment details is lacking 
that may have biased the results. Fourth, basic treatment 
strategies of the participating facilities may have differed 
in their details. Such variation between the treatment cent-
ers could slightly influence the levels of proteins and the 
findings in this analysis. Finally, we did not perform a 
validation of the clinical phenotypes and the prediction 
model in another cohort.

Conclusion

The use of a new plasma proteomics approach revealed 
four key proteins in the blood validated by ELISA that were 
associated with COVID-19 pathogenesis. The clinical phe-
notypes based on WFDC2, CHI3L1, and KRT19 were sig-
nificantly associated with patient prognosis.
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