RESEARCH

Feasibility of Using Convalescent
Plasma Immunotherapy for
MERS-CoV Infection, Saudi Arabia

Yaseen M. Arabi, Ali H. Hajeer, Thomas Luke, Kanakatte Raviprakash, Hanan Balkhy,
Sameera Johani, Abdulaziz Al-Dawood, Saad Al-Qahtani, Awad Al-Omari, Fahad Al-Hameed,
Frederick G. Hayden,' Robert Fowler, Abderrezak Bouchama, Nahoko Shindo,

Khalid Al-Khairy, Gail Carson, Yusri Taha, Musharaf Sadat, Mashail Alahmadi

We explored the feasibility of collecting convalescent plas-
ma for passive immunotherapy of Middle East respiratory
syndrome coronavirus (MERS-CoV) infection by using ELI-
SA to screen serum samples from 443 potential plasma do-
nors: 196 patients with suspected or laboratory-confirmed
MERS-CoV infection, 230 healthcare workers, and 17
household contacts exposed to MERS-CoV. ELISA-reactive
samples were further tested by indirect fluorescent antibody
and microneutralization assays. Of the 443 tested samples,
12 (2.7%) had a reactive ELISA result, and 9 of the 12 had
reactive indirect fluorescent antibody and microneutraliza-
tion assay titers. Undertaking clinical trials of convalescent
plasma for passive immunotherapy of MERS-CoV infection
may be feasible, but such trials would be challenging be-
cause of the small pool of potential donors with sufficiently
high antibody titers. Alternative strategies to identify conva-
lescent plasma donors with adequate antibody titers should
be explored, including the sampling of serum from patients
with more severe disease and sampling at earlier points
during iliness.

iddle East respiratory syndrome coronavirus
(MERS-CoV) was initially identified in September
2012 when a patient in Saudi Arabia with a severe, acute
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respiratory infection and acute renal failure died (/). As
of June 19, 2016, more than 1,733 MERS-CoV cases and
at least 628 associated deaths had been identified; >80%
of the cases occurred in Saudi Arabia (2). More than 20
countries outside of the Arabian Peninsula have reported
MERS-CoV cases, and the 2015 outbreak in South Korea
with attendant mortality has reinforced concerns about in-
ternational outbreaks (3). No specific treatment has been
proven effective for MERS-CoV infection.

Convalescent plasma containing MERS-CoV-specif-
ic antibodies from recovered patients has been suggested
as a potential therapy for infected persons (4). Conva-
lescent plasma has been used to treat several other viral
infections, including those caused by the severe acute re-
spiratory syndrome coronavirus (SARS-CoV), avian in-
fluenza A(H5N1) virus, and influenza A(HIN1)pdm09 vi-
rus (5—10). A recent metaanalysis of studies using passive
immunotherapy for treatment of severe acute respiratory
infections of viral etiology suggests that the timely use of
convalescent blood products, particularly those with neu-
tralizing antibodies, results in a reduced death rate (/7).
Public Health England and ISARIC (the International Se-
vere Acute Respiratory and Emerging Infection Consor-
tium) published a decision-making support tool on poten-
tial therapies for MERS-CoV that highlights convalescent
plasma and other neutralizing antibody—containing immu-
notherapeutics (e.g., hyperimmune immunoglobulins and
monoclonal antibodies) as the most promising potential
treatments for serious MERS-CoV illness and deserving
of evaluation in human clinical trial(s) (4).

However, no data support the feasibility of obtain-
ing convalescent plasma from patients who have been
exposed to MERS-CoV or recovered from infection with
the virus. Camels are the likely source for most animal-
to-human transmission and appear to have long-lasting
antibody responses; in preclinical models, such antibod-
ies appear effective in reducing the severity of pathologic

"This author is a member of ISARIC (the International Severe
Acute Respiratory and Emerging Infection Consortium).
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changes in infected lungs (/2). However, the antibody
response to MERS-CoV infection in humans is poorly
defined. Thus, we planned a 2-phase study to 1) deter-
mine the feasibility of collecting high-titer convalescent
plasma from MERS-CoV patients and contacts and, if
successful, to 2) conduct a pilot therapeutic study using
convalescent plasma in symptomatic MERS-CoV patients
with moderate to severe illness. Herein, we report on the
feasibility study.

Methods

In collaboration with the King Abdullah International
Medical Research Center, the Gulf Cooperation Council
Infection Control Center, and the World Health Organi-
zation (WHO)-International Severe Acute Respiratory
and Emerging Infection Consortium MERS-CoV Work-
ing Group, we developed a study protocol to screen po-
tential donors, collect high-titer convalescent plasma, and
administer the plasma in a clinical trial (/3). The study
was approved by the Ministry of the National Guard
Health Affairs Institutional Review Board (approval no.
IRBC/233/14, June 9, 2014) and registered in ClinicalTri-
als.gov (NCT02190799). We conducted the study at King
Abdulaziz Medical City, a 1,100-bed tertiary care center
in Riyadh, Saudi Arabia. The hospital is accredited by the
Joint Commission International, and the hospital’s Depart-
ment of Pathology and Laboratory Medicine is accredited
by the College of American Pathologists and the American
Association of Blood Banks.

Study Population

We screened potential convalescent plasma donors from
3 cohorts: 1) patients with acute respiratory illness who
were suspected of having MERS-CoV or who were con-
firmed MERS-CoV—positive by real-time reverse tran-
scription PCR (rRT-PCR) of upper or lower respiratory
secretions; 2) healthcare workers exposed to a laboratory-
confirmed MERS-CoV patient, as identified by ongoing
active surveillance of the hospital Infection Prevention
and Control Department; and 3) household contacts of
patients with laboratory-confirmed MERS-CoV infection.
We obtained written informed consent for MERS-CoV
serologic testing from all healthcare workers and house-
hold contacts. Medical teams ordered serologic testing
as part of the clinical care for patients with suspected or
confirmed MERS-CoV infection; no additional informed
consent was required. Healthcare workers completed a
self-administered survey that asked questions about the
nature, duration, and degree of exposure to patients with
laboratory-confirmed MERS-CoV infection. For all study
participants, we documented the time that had elapsed
from symptom onset or exposure to the collection of sam-
ples for testing.
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Study Procedures

During July—October 2015, we screened serum samples
from study participants by using a spike protein subunit 1
(S1)-based ELISA. To confirm results of ELISA-reactive
samples, we used indirect immunofluorescent antibody
(IFA) and microneutralization (MN) assays (/4—16). For
MERS-CoV patients with a nonreactive ELISA result,
we collected a follow-up sample 14-21 days later for
repeat ELISA.

Study participants were considered candidates for
plasma donation if they 1) had a reactive ELISA result; 2)
had a MN assay titer of >100; 3) had no clinical or labo-
ratory evidence of ongoing MERS-CoV infection; and 4)
met the eligibility for plasma donation according to the in-
stitutional criteria, which were in accordance with WHO
guidelines (/7). Persons who met all criteria were eligible
for plasma donation according to the position paper of the
WHO Blood Regulators Network (/8).

Outcome Measures

The primary outcome of this first phase of the study was
the feasibility of conducting the second phase. Feasibil-
ity was measured by our ability to screen and identify a
sufficient number of potential plasma donors to provide
enough high-titer, fresh-frozen plasma to enroll and pro-
vide transfusions to 20 patients over 12 months. Each
phase 2—enrolled patient would require 2 fresh-frozen
plasma units (250-350 mL/unit).

Laboratory Procedures

We first conducted testing for MERS-CoV by rRT-PCR.
We extracted RNA from respiratory specimens (nasopha-
ryngeal swab, tracheal aspirate, bronchoalveolar lavage)
using the MagNA Pure 96 Viral NA Kit (Roche Applied
Science, Indianapolis, IN, USA). We tested the extracted
nucleic acids by rRT-PCR targeting the upstream envelope
protein gene (upE) and open-reading frame la (ORFla)
regions of the MERS-CoV genome on a LightCycler 480
System (Roche Diagnostics, Mannheim, Germany) real-
time PCR (79). A positive control for ORFla and upE
rRT-PCR was performed according to the manufacturer’s
instructions. To be consistent with the cutoff used by the
Saudi Arabia Ministry of Health reference laboratory, we
considered a cycle threshold (C)) of <35 the cutoff for upE
and ORF1a. For Cs >35, we repeated the testing using dif-
ferent samples, preferably from the lower respiratory tract,
to avoid false-positive results.

We detected MERS-CoV antibodies by ELISA (Eu-
roimmun AG, Lubeck, Germany), using wells coated with
MERS-CoV SI antigen (20,21). Serum samples were di-
luted (1:100) and incubated with antigens according to the
ELISA manufacturer’s instructions. Positive and nega-
tive control serum and calibration samples were included.
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Antibodies were detected by adding peroxidase-labeled
rabbit anti-human IgG (Euroimmun AG, Lubeck). Results
were reported as the optical density (OD) ratio, which was
calculated as the OD value of the patient’s sample divided
by the calibrator OD value. We used cutoff values recom-
mended by the ELISA kit manufacturer: a ratio of <0.8 was
considered negative, >0.8 to <1.1 was considered border-
line, and >1.1 was considered positive.

We used an [FA (Euroimmun AG) according to the
manufacturer’s instructions to detect MERS-CoV anti-
bodies. Serum samples were diluted in doubling dilu-
tions, starting with 1:10 and ending with 1:1,280, in
sample buffer and then incubated with Vero B4 cells in-
fected with HCoV-EMC (Euroimmun AG). MERS-CoV
IgG was detected by adding FITC-labeled goat anti—hu-
man IgG (Euroimmun AG); positive and negative con-
trols were included. Samples with an IFA titer of >1:10
were considered reactive according to the IFA manufac-
turer’s instructions. Our original protocol used an IFA
cutoff of >160 to define suitable donors for plasma (/3).
In the course of the study, MN became available, and we
revised the criteria for plasma donation to be based on
MN assay results.

The presence of neutralizing MERS-CoV antibod-
ies was also assessed using a MN assay (/6). In brief,
2 x 10* Vero cells/well were plated onto a 96-well mi-
crotiter plate. After 24 h, 2-fold serial dilutions of serum
samples (heat-inactivated at 56°C for 30 min) were in-
cubated with an equal volume of the MERS-CoV strain
Jordan-N3/2012 (200 TCID, [50% tissue culture infec-
tious doses]) for 1 h at 37°C (/6). Medium was aspirated
from the microtiter plate, and 200 mL of the serum—virus
mixture was added to the wells in triplicate. The plate was
incubated for 48 h at 37°C in a humidified chamber with
5% carbon dioxide, after which the serum—virus mixture
was aspirated and the cells were fixed by adding 100 mL
of a 1:1 mixture of cold ethanol and methanol. The plate
was then incubated at —80°C for 30 min, washed 5 times
with PBS, and processed as described above for ELISA,
using rabbit anti—coronavirus spike protein antibody and
horseradish peroxidase—conjugated goat anti-rabbit IgG
secondary antibody. Plates were developed using ABTS
substrate (KPL Inc., Gaithersburg, MD, USA); OD was
measured at 405 nm. Controls consisted of uninfected
cells and cells infected with 200 TCID,, of MERS-CoV.
The highest dilution of serum sample that resulted in a
>50% reduction in OD, compared with the control con-
taining no antibody, was reported as the 50% virus neu-
tralization titer.

rRT-PCR, ELISA, and IFA testing for MERS-CoV
were performed at the King Abdulaziz Medical City labo-
ratory. MN was performed at the Naval Medical Research
Center (Silver Spring, MD, USA).
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Statistical Analysis

We used descriptive statistics (i.e., numbers and propor-
tions, means + SD, and medians with quartile 1 [Q1] and
Q3 values) for measurements for eligible donors and par-
ticipants with seroreactive test results. We used the Pearson
correlation to test for correlations between ELISA OD and
IFA and MN titers.

Ethical Considerations

The identity of study participants with MERS-CoV was
known only to investigators listed on the approved King
Abdullah International Medical Research Center protocol.
All samples were delinked from any identifiable personal
information when provided to nonlisted investigators.

Results

Serologic Findings for Healthcare Workers

We contacted 692 healthcare workers who had a history
of exposure to or a diagnosis of MERS-CoV infection. Of
those 692 healthcare workers, 230 (33%) consented to se-
rum sampling and were tested (Table 1); 11 had a history
of laboratory-confirmed MERS-CoV infection, and 219
had a history of exposure but were MERS-CoV rRT-PCR
negative during their asymptomatic or potential immedi-
ate postincubation period. Only 4 (36.7%) of 11 healthcare
workers who had a history of laboratory-confirmed MERS-
CoV infection had ELISA-reactive serum samples after a
median of 381 days (Q1 246 days, Q3 485 days) after infec-
tion (Figure 1). The confirmatory IFA was reactive for all
4 of those healthcare workers, and MN was reactive for 3
(Table 2). However, only | healthcare worker (participant
no. 9) had a high MN titer (800) (Table 2), but she was not
considered a candidate for plasma donation because of a
previous pregnancy. Exposed healthcare workers who had
negative MERS-CoV rRT-PCR results also had nonreac-
tive ELISA results.

Serologic Findings for Patients with Suspected
or Laboratory-Confirmed MERS-CoV Infection
A total of 196 patients with suspected or laboratory-
confirmed MERS-CoV infection were tested; 183 (88.8%)
were hospitalized in the emergency department, 11 (5.8%)
in the intensive care unit, and 2 (0.97%) in the medical
wards (Table 1). Two (40%) of 5 patients with laboratory-
confirmed MERS-CoV and 6 (3%) of 191 who were MERS-
CoV rRT-PCR negative had ELISA-reactive serum samples.
IFA and MN assay results were positive for 6 (75%)
of 8 patients who had ELISA-reactive serum samples; the
2 patients who had nonreactive IFA results also had non-
reactive MN results. One of the 6 patients (no. 7) had high
IFA (1:1,280) and MN (400) titers (Table 2). This patient,
a 69-year-old man, was admitted to the intensive care unit
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Table 1. Characteristics of participants in a study for the feasibility of collecting convalescent plasma from persons who had been
infected with or exposed to MERS-CoV, Saudi Arabia, July—October 2015*

Characteristic Value
Healthcare workers exposed to laboratory-confirmed MERS-CoV patients, N = 230
Median age, y (Q1, Q3) 35 (29, 42)
Sex
M 34 (14.8)
F 196 (85.2)
Work-associated exposure
Intubation 52 (22.6)
Bronchoscopy 22 (9.6)
Tracheal suctioning or inhalation therapy 72 (31.3)
Patient care 117 (50.9)
Reported total duration of exposuret
<24 h 66/199 (33.2)
>24 h 133/199 (66.8)
Reported exposure intensityt
Mild 108/200 (54.0)
Moderate 60/200 (30.0)
Severe 31/200 (15.5)

Laboratory-confirmed MERS-CoV infection
ELISA-reactive serum sample
Median time from exposure to testing positive, d (Q1, Q3)

11 (4.8)
4(1.7)
381 (246, 485)

Patients with suspected or laboratory-confirmed MERS-CoV infection, N = 196

Median age, y (Q1, Q3) 65 (49, 76)
Sex

M 97 (49.5)

F 99 (50.5)
Hospitalization admission area

Intensive care unit 11 (5.8)

Emergency room 183 (88.8)

Ward 2(0.97)
Laboratory-confirmed MERS-CoV infection 5(2.6)
ELISA-reactive serum sample 8 (4.1)
Median time to testing positive, d (Q1, Q3) 7(4,12)

Household contacts of confirmed MERS-CoV patients, N = 17

Median age (range), y 37 (26, 46)
Sex

M 6 (35.3)

F 11 (64.7)
Laboratory-confirmed MERS-CoV infection 0
ELISA-reactive serum sample 0
Median time to antibody testing, d (Q1, Q3) 34 (34, 34)

*Unless otherwise specified, data are no. (%). Q1 and Q3, quartiles 1 and 3, respectively; MERS-CoV, Middle East respiratory syndrome coronavirus.
tData from a self-administered survey question answered by 199 healthcare workers.
iData from a self-administered survey question answered by 200 healthcare workers.

with MERS-CoV infection resulting in acute respiratory
distress syndrome, acute kidney injury, and shock. He re-
quired mechanical ventilation, renal replacement therapy,
and vasopressors (Figure 2). The high titer occurred while
he was in intensive care, 32 days after symptom onset. His
serologic titers by ELISA, IFA, and MN declined progres-
sively as he recovered clinically; ELISA and IFA were
nonreactive by 8 months after hospital admission (Figure
2). Of the 6 patients, 5 (nos. 1-5) had MN titers >100 (Ta-
ble 2), but these patients did not meet clinical criteria for
plasma donation because of age, concurrent conditions, or
previous pregnancy.

Of note, 3 patients with laboratory-confirmed MERS-
CoV infection had a nonreactive ELISA; these 3 samples
were collected 3, 6, and 36 days after symptom onset. Two
of the patients died before the test was repeated. For the
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third patient, repeat ELISAs at 2 and 4 weeks after the first
nonreactive ELISA were negative.

Serologic Findings for Household Contacts

A median of 34 days (Q1 34 days, Q3 34 days) after 2 pa-
tients received a laboratory diagnosis of MERS-CoV infec-
tion, we tested 3 household contacts for 1 of the patients
and 14 for the other (Table 1). Serum samples for all 17
contacts were nonreactive by ELISA (Figure 1; Table 2).

Correlation of ELISA, IFA and MN Titers

ELISA and MN results were highly correlated (Pear-
son correlation coefficient 0.70, p = 0.001) (Figure 3).
However, ELISA and IFA results showed only a mod-
est correlation (Pearson correlation coefficient 0.55, p
=0.015), and IFA and MN results were not statistically
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Figure 1. Antibody test results
for 443 persons in a study
determining the feasibility of
using convalescent plasma
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significantly correlated (Pearson correlation coefficient
0.38, p=0.12).

Discussion

Our results indicate that it would be possible to obtain quan-
tities of convalescent plasma large enough to use in thera-
peutic studies or in a large number of MERS-CoV patients;
however, large-scale screening would be required because
of the limited availability of eligible potential donors with
sufficient levels of antibody. Our findings suggest that re-
cently recovered MERS patients may be suitable potential
donors, provided they meet other plasma donation criteria.
Of note, none of the seropositive persons in our study met
our clinical and laboratory criteria for plasma donation.

Our findings show that serum antibody to MERS-CoV
was infrequently reactive by ELISA; however, reactivity
may have been affected by the timing of sample collection
or severity of the illness. Most of the small subset of par-
ticipants with ELISA-reactive serum samples had MERS-
CoV antibodies as assessed by IFA and MN. ELISA results
and MN titers were highly correlated; IFA and MN were
not. One healthcare worker had high MN titers, but she did
not meet the clinical criteria for plasma donation. Another
critically ill patient had high antibody titers by the 3 assays,
but antibody titers declined quickly as the patient recovered
clinically, and he was not eligible to donate plasma.

In accordance with WHO and US Centers for Dis-
eases Control and Prevention guidelines, we used ELISA

Table 2. Characteristics and findings for participants with MERS-CoV antibodies detected by ELISA in a study determining the
feasibility of using convalescent plasma immunotherapy for MERS-CoV infection, Saudi Arabia*

Symptom at Days from symptom

Participant first medical Admitted to MERS-CoV  onset or exposure
no. Age, y/sex visit ICU rRT-PCR  to serum sampling OD ratio IFA MN titer
Patient

1 70/M ARI No - 35 2.00 1:10 100

2 61/F ARI No + 10 1.12 Nonreactive 200

3 40/F ARI No - 4 3.66 1:20 100

4 63/M ARI No - 27 3.95 1:80 200

5 76/M ARI No + 13 2.59 1:20 200

6 73IM ARI No - 4 1.62 Nonreactive ~ Nonreactive

7 69/M ARI Yes + 87 4.70 1:1,280 400t

8 71M ARI No — 9 1.86 Nonreactive ~ Nonreactive
Healthcare worker

9 46/F ARI Yes + 24 5.51 1:40 800

10 27/M None Yes + 273 2.33 1:20 50

11 31/M ARI No + 365 1.46 1:10 Nonreactive

12 33/F None No + 365 2.34 1:10 50

*ARI, acute respiratory infection; ICU, intensive care unit; IFA, indirect immunofluorescent antibody; OD ratio, optical density value of patient
sample/optical density value of calibrator; MERS-CoV, Middle East respiratory syndrome coronavirus; MN, microneutralization assay; rRT-PCR, real-time

reverse transcription PCR; —, negative; +, positive.

tSerial tests were performed for the patient (Figure 2). Values shown are the highest values for the patient.
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Figure 2. Clinical and laboratory
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to screen for MERS-CoV IgG and IFA and MN assays to
confirm positive results (/4,15). The ELISA is based on
the virus S1 protein as antigen, and the IFA is based on
detection of virus-specific antibodies, using cell cultures
infected with the virus. The MERS-CoV spike protein is
a glycoprotein that forms the spikes of the virus, and the
N terminal component (S1) is believed responsible for the
first step of virus entry into the host cell (22). Our origi-
nal protocol used IFA as a confirmatory test; however, we
switched to MN when that assay became available. Our
findings showed a high correlation between ELISA and
MN results but not between IFA and MN results, which
may indicate that MN is a better confirmatory test. How-
ever, for 1 patient in our study, the 3 tests showed simi-
lar results (Figure 2), and other studies have shown good

A 900 - B 1,400

correlation between the tests (20), which may indicate that
the lack of correlation shown between IFA and MN in our
study was associated with sample size.

Our findings suggest that the low prevalence of se-
roreactivity for MERS-CoV, even among persons with
confirmed or suspected infection, may be a reflection of a
short-lasting antibody response. It is possible that some of
the study participants were seronegative at the time of test-
ing because the window for positive serologic results had
passed. A short-lasting immune response may also partly
explain why negligible or low levels of MERS-CoV sero-
reactivity have been detected in persons at risk for the dis-
ease (i.e., camel and abattoir workers) in Saudi Arabia and
elsewhere (23—-206). A seroprevalence study conducted dur-
ing December 2012—December 2013 showed MERS-CoV
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=) ) 4 d
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Figure 3. Correlation between ELISA optical density and antibody assay results in a study determining the feasibility of using
convalescent plasma immunotherapy for Middle East respiratory coronavirus infection, Saudi Arabia. A) Correlation between ELISA
and microneutralization assay results (Pearson correlation coefficient 0.70, p = 0.001). B) Correlation between ELISA and indirect
immunofluorescent antibody (IFA) assay results (Pearson correlation coefficient 0.55, p = 0.015). C) Correlation between IFA and
microneutralization assay results. (Pearson correlation coefficient 0.38, p = 0.12).
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antibodies in only 0.15% of the general population (n =
10,009) in all 13 provinces in Saudi Arabia (27). Seroprev-
alence was also low among camel shepherds (2.3%, n = 87)
and slaughterhouse workers (3.6%, n = 140), albeit higher
than in the general population (27). The clinical relevance
of antibody titers in protecting against subsequent MERS-
CoV infection is uncertain.

Similar findings have been described with other coro-
naviruses. Cao et al. (27) studied specific and neutralizing
antibody titers in 56 patients who recovered from SARS-
CoV infection. Their findings showed that SARS-CoV IgG
and neutralizing antibodies peaked at 4 months and then
began diminishing, reaching undetectable levels in 25.6%
(IgG) and 16.1% (neutralizing antibodies) of patients at 36
months. Xie et al. (28) showed that SARS-CoV IgG de-
creased over 1 year in recovering SARS patients. In an ex-
periment of intranasal inoculation of CoV 229E in human
volunteers, Callow et al. (29) studied the time course of
specific antibody response and found that those antibod-
ies peaked 1 week after the inoculation and then began de-
clining. Furthermore, it appears that the antibody immune
response to MERS-CoV in humans differs from that in
camels. Alagaili et al. (30) showed that 74% of 150 cam-
els from different parts of Saudi Arabia have antibodies to
MERS-CoV by ELISA, and the prevalence of antibodies is
higher in older camels (95%).

Two patients in the 2015 MERS-CoV outbreak in
South Korea were reported to have received convalescent
plasma collected from recovered patients (37). It is unclear
whether the plasma was tested for the presence of MERS-
CoV antibodies. Our study demonstrates that such testing
should be mandatory for donated convalescent plasma
because of the low prevalence of MERS-CoV antibodies,
even in patients with past laboratory-confirmed MERS-
CoV infection. Without such testing, the presence of an-
tibodies to MERS-CoV cannot be confirmed, and the con-
valescent plasma may not be associated with a protective
effect. Our study also highlights the need for prospective
serology studies to better understand the humoral response
to MERS-CoV infection.

The strengths of our study are that we screened a large
number of persons, including patients with laboratory-
confirmed MERS-CoV infection, and used screening and
confirmatory antibody assays. A study limitation was the
small number of household contacts who were screened,
although, based on our findings and those of others (20), a
small proportion of household contacts are likely to show
seroreactivity. Only one third of invited healthcare work-
ers participated in the study. We used an S1-based ELISA
for screening, and our study did not address the magnitude
and duration of other antibody isotypes in the immune re-
sponse. The interval between illness and recovery was pro-
longed in most of the exposed healthcare workers (median
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interval >1 year). It is possible that earlier sampling would
have resulted in the detection of more reactivity and higher
antibody titers. Our study, which was designed to screen
for antibodies in convalescent plasma, was not designed to
characterize the immune response to MERS-CoV infection
or to identify clinical correlates of the presence or absence
of MERS-CoV antibodies.

Further testing is needed to determine whether the
antibodies in convalescent plasma are clinically effec-
tive against MERS-CoV infection. Our findings suggest
the need to explore other passive immunotherapeutic ap-
proaches, such as monoclonal or polyclonal human anti-
bodies from transchromosomic bovines (/6,32) and, pos-
sibly, polyclonal antibodies from camels (/2). Our findings
also raise questions about whether naturally occurring in-
fections and potential MERS-CoV vaccines will offer long-
lasting immunity.

Acknowledgments

We thank David Ingbar, B. Taylor Thompson, Trish M. Perl,
David A. Schoenfeld, Jacob Pendergrast, and the International
Severe Acute Respiratory and Emerging Infection Consortium
and the World Health Organization for their support in
organizing an initial clinical working group meeting.

This project was funded in part by the King Abdullah
International Medical Research Center, Riyadh, Saudi Arabia.

The MERS-CoV Jordan-N3/2012 strain (GenBank accession no.
KC776174.1) was isolated and provided by G. Defang (Naval
Medical Research Unit-3, Cairo, Egypt).

Dr. Arabi is an internal medicine, pulmonary disease, and
intensive care specialist and professor in, and chairman of, the
Intensive Care Department at King Saud bin Abdulaziz
University for Health Sciences and King Abdullah International
Medical Research Center. His research interests focus on clinical
trials in critical care and on Middle East respiratory syndrome.

References

1. Zaki AM, van Boheemen S, Bestebroer TM, Osterhaus AD,
Fouchier RA. Isolation of a novel coronavirus from a man with
pneumonia in Saudi Arabia. N Engl J Med. 2012;367:1814-20.
http://dx.doi.org/10.1056/NEJMoal211721

2. World Health Organization. Middle East respiratory syndrome
coronavirus (MERS-CoV) [cited 2016 Jun 26]. http://www.who.int/
emergencies/mers-cov/en/

3. Korea Centers for Disease Control and Prevention. Middle East
respiratory syndrome coronavirus outbreak in the Republic of
Korea, 2015. Osong Public Health and Research Perspectives.
2015;6:269-78. http://dx.doi.org/10.1016/j.phrp.2015.08.006

4. Public Health England, International Severe Acute Respiratory and
Emerging Infection Consortium (ISARIC). Treatment of
MERS-CoV: information for clinicians. Clinical decision-making
support for treatment of MERS-CoV patients. V3.0 [cited 2016
Apr 29]. http://www.gov.uk/government/uploads/system/uploads/
attachment _data/file/459835/merscov_for clinicians_sept2015.pdf

Emerging Infectious Diseases « www.cdc.gov/eid * Vol. 22, No. 9, September 2016



Hung IF, To KK, Lee CK, Lee KL, Yan WW, Chan K, et al.
Hyperimmune IV immunoglobulin treatment: a multicenter
double-blind randomized controlled trial for patients with severe
2009 influenza A(HIN1) infection. Chest. 2013;144:464-73.
http://dx.doi.org/10.1378/chest.12-2907

Stockman LJ, Bellamy R, Garner P. SARS: systematic review of
treatment effects. PLoS Med. 2006;3:e343. http://dx.doi.org/10.1371/
journal.pmed.0030343

Hung IF, To KK, Lee CK, Lee KL, Chan K, Yan WW, et al.
Convalescent plasma treatment reduced mortality in patients with
severe pandemic influenza A (HIN1) 2009 virus infection. Clin
Infect Dis. 2011;52:447-56. http://dx.doi.org/10.1093/cid/ciq1 06
Luke TC, Kilbane EM, Jackson JL, Hoffman SL. Meta-analysis:
convalescent blood products for Spanish influenza pneumonia: a
future H5N1 treatment? Ann Intern Med. 2006;145:599-609.
http://dx.doi.org/10.7326/0003-4819-145-8-200610170-00139
Cheng Y, Wong R, Soo YO, Wong WS, Lee CK, et al. Use of
convalescent plasma therapy in SARS patients in Hong Kong. Eur
J Clin Microbiol Infect Dis. 2005;24:44—6. http://dx.doi.org/10.1007/
$10096-004-1271-9

Kong LK, Zhou BP. Successful treatment of avian influenza with
convalescent plasma. Hong Kong Med J. 2006;12:489.
Mair-Jenkins J, Saavedra-Campos M, Baillie K, Cleary P,

Khaw FM, Lim WS, et al. The effectiveness of convalescent
plasma and hyperimmune immunoglobulin for the treatment of
severe acute respiratory infections of viral etiology: a systematic
review and exploratory meta-analysis. J Infect Dis. 2015;211:80—
90. http://dx.doi.org/10.1093/infdis/jiu396

Zhao J, Perera RA, Kayali G, Meyerholz D, Perlman S, Peiris M.
Passive immunotherapy with dromedary immune serum in an
experimental animal model for Middle East respiratory

syndrome coronavirus infection. J Virol. 2015;89:6117-20.
http://dx.doi.org/10.1128/JV1.00446-15

Arabi Y, Balkhy H, Hajeer AH, Bouchama A, Hayden FG,
Al-Omari A, et al. Feasibility, safety, clinical, and laboratory effects
of convalescent plasma therapy for patients with Middle East
respiratory syndrome coronavirus infection: a study protocol.
Springerplus. 2015;4:709. http://dx.doi.org/10.1186/s40064-015-
1490-9

Centers for Disease Control and Prevention. CDC laboratory
testing for Middle East respiratory syndrome coronavirus
(MERS-CoV) [cited 2015 Sep 22]. http://www.cdc.gov/coronavirus/
MERS/lab/lab-testing.html

World Health Organization. Laboratory testing for Middle East
respiratory syndrome coronavirus: interim recommendations
(revised); September 2014 [cited 2015 Sep 22]. http://www.who.int/
csr/disease/coronavirus_infections/WHO _interim recommendations
lab_detection. MERSCoV_092014.pdf

Luke T, Wu H, Zhao J, Channappanavar R, Coleman CM, Jiao JA,
et al. Human polyclonal immunoglobulin G from
transchromosomic bovines inhibits MERS-CoV in vivo. Sci Transl
Med. 2016;8:326ra21. http://dx.doi.org/10.1126/scitranslmed.aaf1061
World Health Organization. Guidelines on assessing donor
suitability for blood donation [cited 2015 Sep 22].
http://apps.who.int/iris/bitstream/10665/76724/1/9789241548519
eng.pdf?ua=1

WHO Blood Regulators Network (BRN). Position paper on
collection and use of convalescent plasma or serum as an element
in Middle East respiratory syndrome coronavirus response

[cited 2015 Sep 22]. http://www.who.int/bloodproducts/brn/BRN
PositionPaperConvPlasmaMERSCoV_March2014.pdf

Corman VM, Eckerle I, Bleicker T, Zaki A, Landt O,
Eschbach-Bludau M, et al. Detection of a novel human coronavirus
by real-time reverse-transcription polymerase chain reaction. Euro
Surveill. 2012;17:20285.

Emerging Infectious Diseases *« www.cdc.gov/eid * Vol. 22, No. 9, September 2016

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Convalescent Plasma Immunotherapy for MERS-CoV

Drosten C, Meyer B, Miiller MA, Corman VM, Al-Masri M,
Hossain R, et al. Transmission of MERS-coronavirus in
household contacts. N Engl J Med. 2014;371:828-35.
http://dx.doi.org/10.1056/NEJMoa1405858

Miiller MA, Meyer B, Corman VM, Al-Masri M, Turkestani A,
Ritz D, et al. Presence of Middle East respiratory syndrome
coronavirus antibodies in Saudi Arabia: a nationwide, cross-
sectional, serological study. Lancet Infect Dis. 2015;15:559-64.
http://dx.doi.org/10.1016/S1473-3099(15)70090-3

Mou H, Raj VS, van Kuppeveld FJ, Rottier PJ, Haagmans BL,
Bosch BJ. The receptor binding domain of the new Middle East
respiratory syndrome coronavirus maps to a 231-residue region in
the spike protein that efficiently elicits neutralizing antibodies.

J Virol. 2013;87:9379-83. http://dx.doi.org/10.1128/JV1.01277-13
Chu DK, Poon LL, Gomaa MM, Shehata MM, Perera RA,

Abu Zeid D, et al. MERS coronaviruses in dromedary

camels, Egypt. Emerg Infect Dis. 2014;20:1049-53.
http://dx.doi.org/10.3201/e1d2006.140299

Gierer S, Hofmann-Winkler H, Albuali WH, Bertram S,
Al-Rubaish AM, Yousef AA, et al. Lack of MERS coronavirus
neutralizing antibodies in humans, Eastern Province, Saudi Arabia.
Emerg Infect Dis. 2013;19:2034—6. http://dx.doi.org/10.3201/
eid1912.130701

Aburizaiza AS, Mattes FM, Azhar EI, Hassan AM, Memish ZA,
Muth D, et al. Investigation of anti-middle East respiratory
syndrome antibodies in blood donors and slaughterhouse

workers in Jeddah and Makkah, Saudi Arabia, fall 2012. J Infect
Dis. 2014;209:243—6. http://dx.doi.org/10.1093/infdis/jit589
Memish ZA, Alsahly A, Masri MA, Heil GL, Anderson BD,

Peiris M, et al. Sparse evidence of MERS-CoV infection among
animal workers living in southern Saudi Arabia during 2012.
Influenza Other Respir Viruses. 2015;9:64—7. http://dx.doi.org/10.1111/
irv.12287

Cao WC, Liu W, Zhang PH, Zhang F, Richardus JH.
Disappearance of antibodies to SARS-associated coronavirus after
recovery. N Engl J Med. 2007;357:1162-3. http://dx.doi.org/10.1056/
NEIMc070348

Xie L, Liu Y, Fan B, Xiao Y, Tian Q, Chen L, et al. Dynamic
changes of serum SARS-coronavirus IgG, pulmonary function
and radiography in patients recovering from SARS after hospital
discharge. Respir Res. 2005;6:5. http://dx.doi.org/10.1186/1465-
9921-6-5

Callow KA, Parry HF, Sergeant M, Tyrrell DA. The time course of
the immune response to experimental coronavirus infection of man.
Epidemiol Infect. 1990;105:435-46. http://dx.doi.org/10.1017/
S0950268800048019

Alagaili AN, Briese T, Mishra N, Kapoor V, Sameroff SC,
Burbelo PD, et al. Middle East respiratory syndrome coronavirus
infection in dromedary camels in Saudi Arabia. MBio.
2014;5:¢00884-14. http://dx.doi.org/10.1128/mBio.01002-14

The Wall Street Journal. South Korea tries old weapon to

fight MERS [cited 2015 Sep 22]. http://www.wsj.com/articles/
south-korea-tries-old-weapon-to-fight-mers-1434451587

Pascal KE, Coleman CM, Mujica AO, Kamat V, Badithe A,
Fairhurst J, et al. Pre- and postexposure efficacy of fully

human antibodies against spike protein in a novel humanized
mouse model of MERS-CoV infection. Proc Natl Acad

Sci U S A. 2015;112:8738-43. http://dx.doi.org/10.1073/
pnas.1510830112

Address for correspondence: Yaseen Arabi, Intensive Care Department,
MC 1425, College of Medicine, King Saud Bin Abdulaziz University for
Health Sciences, King Abdullah International Medical Research Center,
PO Box 22490 Riyadh 11426, Saudi Arabia; email: arabi@ngha.med.sa

1561



