:\' frontiers

In Immunology

ORIGINAL RESEARCH
published: 24 February 2021
doi: 10.3389/fimmu.2021.615102

OPEN ACCESS

Edited by:
Fabio Bagnoli,
GlaxoSmithKline, Italy

Reviewed by:

Philippe Despres,

Université de la Réunion, France
Franz X. Heinz,

Medical University of Vienna, Austria

*Correspondence:
Brandon J. DeKosky
dekosky@ku.edu

TThese authors have contributed
equally to this work

Specialty section:

This article was submitted to
Vaccines and Molecular Therapeutics,
a section of the journal

Frontiers in Immunology

Received: 08 October 2020
Accepted: 07 January 2021
Published: 24 February 2021

Citation:

Fahad AS, Timm MR, Madan B,
Burgomaster KE, Dowd KA,
Normandin E, Gutiérrez-Gonzalez MF,
Pennington JM, De Souza MO,
Henry AR, Laboune F, Wang L,
Ambrozak DR, Gordon IJ, Douek DC,
Ledgerwood JE, Graham BS,
Castilho LR, Pierson TC, Mascola JR
and DeKosky BJ (2021) Functional
Profiling of Antibody Immune
Repertoires in Convalescent Zika
Virus Disease Patients.

Front. Immunol. 12:615102.

doi: 10.3389/fimmu.2021.615102

Check for
updates

Functional Profiling of Antibody
Immune Repertoires in Convalescent
Zika Virus Disease Patients

Ahmed S. Fahad ', Morgan R. Timm?', Bharat Madan, Katherine E. Burgomaster?,
Kimberly A. Dowd?, Erica Normandin?, Matias F. Gutiérrez-Gonzélez’,

Joseph M. Pennington T Matheus Oliveira De Souza’, Amy R. Henry2, Farida Laboune?,
Lingshu Wang?, David R. Ambrozak?, Ingelise J. Gordon?, Daniel C. Douek?,

Julie E. Ledgerwood?, Barney S. Graham?, Leda R. Castilho?, Theodore C. Pierson?,
John R. Mascola® and Brandon J. DeKosky "-**

" Department of Pharmaceutical Chemistry, The University of Kansas, Lawrence, KS, United States, 2 Vaccine Research
Center, National Institute of Allergy and Infectious Diseases, Bethesda, MD, United States, S Viral Pathogenesis Section,
Laboratory of Viral Diseases, National Institute of Allergy and Infectious Diseases, Bethesda, MD, United States, 4 Federal
University of Rio de Janeiro, COPPE, Cell Culture Engineering Laboratory, Rio de Janeiro, Brazil, ® Department of Chemical
Engineering, The University of Kansas, Lawrence, KS, United States

The re-emergence of Zika virus (ZIKV) caused widespread infections that were linked to
Guillain-Barré syndrome in adults and congenital malformation in fetuses, and
epidemiological data suggest that ZIKV infection can induce protective antibody
responses. A more detailed understanding of anti-ZIKV antibody responses may lead
to enhanced antibody discovery and improved vaccine designs against ZIKV and related
flaviviruses. Here, we applied recently-invented library-scale antibody screening
technologies to determine comprehensive functional molecular and genetic profiles of
naturally elicited human anti-ZIKV antibodies in three convalescent individuals. We
leveraged natively paired antibody yeast display and NGS to predict antibody cross-
reactivities and coarse-grain antibody affinities, to perform in-depth immune profiling of
IgM, 1gG, and IgA antibody repertoires in peripheral blood, and to reveal virus maturation
state-dependent antibody interactions. Repertoire-scale comparison of ZIKV VLP-specific
and non-specific antibodies in the same individuals also showed that mean antibody
somatic hypermutation levels were substantially influenced by donor-intrinsic
characteristics. These data provide insights into antiviral antibody responses to ZIKV
disease and outline systems-level strategies to track human antibody immune responses
to emergent viral infections.

Keywords: Zika virus (ZIKV), antiviral antibodies, B cells, yeast display, next-generation sequencing

INTRODUCTION

Zika virus (ZIKV) is predominantly a mosquito-transmitted flavivirus first isolated in Uganda in
1947 that recently re-emerged in the Americas and spread rapidly (1, 2). During the recent outbreak,
ZIKV presented unique features, including a variety of congenital malformations, sexual
transmission, and ability to preserve in immune-privileged sites (3, 4). In rare cases, ZIKV was
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associated with paralysis and polyneuropathy in infected adults,
known as Guillain-Barre syndrome (5). ZIKV is closely related to
other globally circulating flaviviruses, including the four dengue
serotypes (DENV 1-4), West Nile virus (WNV), yellow fever
virus (YFV), and Japanese encephalitis virus (JEV) (6). Zika
virions contain a single-strand, positive-sense, ~11 kb RNA
genome that encodes three structural proteins [capsid (C), pre-
membrane (prM), and envelope (E)] and seven non-structural
proteins (NS1, NS2A, NS2B, NS3, NS4A, NS4B, and NS5). The
prM protein facilitates the folding and assembly of E protein
shortly after synthesis and is cleaved during virus maturation (7).
The E protein is subdivided into three domains (DI, DII, and
DIII) and is involved in receptor binding and virus fusion (8).
The ZIKV E protein is a frequent target of neutralizing
antibodies which may contribute significantly to protection
from infection (9-11). ZIKV virions assemble as immature
virus particles on the endoplasmic reticulum and incorporate
the prM and E surface proteins as heterotrimeric spikes (12).
During egress from infected cells, immature particles undergo
conformational changes triggered by the acidic environment of
the trans Golgi network that allows cleavage of prM by the
cellular protease furin. The pr peptide is released to the
extracellular environment while M protein remains associated
with the virion (13). E proteins of mature virions exist as
antiparallel dimers arranged in a herringbone pattern (14, 15).
Flavivirus infected cells release infectious particles that share
structural features of both mature and immature virus particles,
referred to as partially mature virions; complete maturation of
the virion is not required for infectivity (14, 16).

Neutralizing antibodies can play a significant role in
protection from flaviviruses (17, 18). Anti-flavivirus antibodies
can be either flavivirus type-specific or cross-reactive with other
flaviviruses due to conserved protein sequences across the
flavivirus genus (19). Both virus-specific and cross-reactive
antibodies can contribute to protection, either by direct viral
neutralization or via complement and antibody effector functions
(20, 21). Epitope specificity has a major influence on antibody-
based protection. For example, the E-DIII epitope has been
shown to be a target of potent neutralizing and protective
antibodies (22-25), whereas the highly conserved E-DII fusion
loop is an immunodominant epitope that can be targeted by
cross-reactive antibodies with limited neutralizing capacity (8,
16). Flavivirus-reactive antibodies have the potential to enhance
infection through Fc-gamma receptor interactions when bound
to the virion with a stoichiometry that does not support
neutralization (26-29), a phenomenon known as antibody-
dependent enhancement (ADE). The recent failure of a dengue
virus vaccine (CYD-TDV) to provide significant protection, and
the increased risk of dengue virus disease during subsequent
infection in DENV-naive vaccinees, illustrate the challenges
inherent in safe and effective flavivirus vaccine development
(28, 30). Prior studies also suggest that individuals with pre-
existing YFV and JEV immunity generate stronger and broader
immune responses to DENV vaccination, demonstrating the
potential importance of flavivirus cross-reactive immune
responses in human patients (31).

Antibody discovery by FACS-based isolation of antigen-
specific B cells followed by variable heavy chain (VH) and
variable light chain (VL) gene cloning, sequencing, expression,
and testing has catalyzed major progress in antiviral antibody
discovery against flaviviruses (10, 24, 32), and for other
pathogens including influenza (33, 34), Ebola (35, 36), and
HIV-1 (37, 38). Recent advances in next-generation sequencing
(NGS) of natively paired heavy and light chain information from
large B cell repertoires (39-41), combined with profiling
antibody function using display technologies, has enabled new
possibilities in functional antibody repertoire analysis (42). In
contrast to B-cell based FACS staining techniques like single-cell
RT-PCR or single-cell transcriptomics, these native heavy:light
display technologies permit the immortalization of antibody
repertoires and repeated FACS screening under precise
conditions to determine antibody specificities and affinities
against panels of antigens (42). Thus, these high-throughput
native antibody display platforms can enable a comprehensive
mapping of functional antibody profiles in terms of antigen
specificity, epitope specificity, and affinity (42). In this study,
we performed large-scale antigen specificity and affinity profiling
of natively paired anti-flavivirus antibody responses in three
ZIKV convalescent patients. We mapped antibody affinity and
specificity against a panel of flavivirus virus-like particles (VLPs):
ZIKV wild-type [ZIKV (wt)], ZIKV immature virus-like particles
[ZIKV (pr-mut)], and YFV wild-type virus-like particles [YFV
(wt)]. Our data describe the genetic and functional performance
of a broad range of neutralizing and non-neutralizing antibodies
targeting flavivirus structural proteins as part of the immune
response to ZIKV disease, and represent a comprehensive
approach for profiling the molecular features of human
immunity against an emergent viral infection.

MATERIALS AND METHODS

Human Sample Collection

Peripheral blood mononuclear cells (PBMCs) were isolated from
three convalescent Zika virus disease patients from Martinique in
a sample collection trial conducted at the National Institutes of
Health Clinical Center by the VRC, NIAID. The study was
reviewed and approved by the NIAID Institutional Review
Board. The U.S. Department of Health and Human Services
guidelines for the protection of human research subjects were
followed. All participants provided written informed consent
before enrollment in NCT00067054.

Emulsion Overlap Extension RT-PCR and
Yeast Library Generation

Natively paired antibody heavy and light chain sequencing and
yeast surface display library generation were performed as
described previously (40, 41, 43). Briefly, B cells were isolated
from cryopreserved PBMCs using Memory B Cells Isolation Kit
(MACS/Miltenyi Biotec, Bergisch Gladbach, Germany) and
stimulated in vitro using IL-2, IL-21, and co-cultured with
3T3-CD40L fibroblasts for 5 days (44). Single cells were
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captured in emulsion droplets, lysed, and their mRNA captured
with oligo (dT)-coated magnetic beads (40, 41). Overlap-
extension RT-PCR was used to link heavy and light chains and
introduce two restriction sites (Nhel and Ncol) between the VH
and VL for yeast library generation (42). The resulting cDNA
libraries were sent for Illumina sequencing of natively paired
heavy and light chains as previously described (41). cDNA
libraries were amplified with primers containing the yeast
display vector restriction sites Ascl and Notl for cloning into
the yeast display vector (42). PCR products were digested with
Ascl and NotI and ligated into the yeast display vector. This step
was performed twice with each library using either Kappa- or
Lambda-specific primers and the corresponding Kappa or
Lambda vector. Plasmid libraries were transformed into high-
efficiency electrocompetent E. coli, expanded, and maxiprepped
(Qiagen CompactPrep Plasmid Maxi Kit, Hilden, Germany).
Plasmid libraries were subsequently digested with Nhel and
Ncol, purified by agarose gel extraction, and an insert
containing a bidirectional Gall/Gall0 promoter was ligated
between VH and VL sequences (42) and transformed into the
yeast strain AWY101 (kind gift of Eric Shusta, University of
Wisconsin-Madison) using a high-efficiency homologous
recombination method (42) for highly parallel native heavy
and light chain yeast display.

ZIKV VLP Production, Isolation, and
Characterization

The cDNA sequence encoding the wild-type prM-E protein
sequence of ZIKV “H/PF/2013” strain (Genbank #K]776791)
was codon optimized, synthetized, and cloned into plasmid
VRC8400 (VRC/NIAID/NIH, Bethesda, MD, USA) at
Genscript (Piscataway, NJ, USA) for expression of ZIKV (wt).
In order to generate ZIKV (pr-mut) VLPs, ZIKV (wt) construct
had three arginines in its wild-type furin cleavage site (ARRSRR)
located between pr and M mutated to glycines (resulting in
ARGSGG) in order to impair cleavage of the pr peptide, which is
needed for maturation of the flavivirus particles. In both ZIKV
constructs, the signal peptide used was the signal peptide from
Japanese encephalitis virus (JEV). Transient transfection of
HEK293F cells was carried out using FreeStyleTM 293
Expression System (Thermo Fisher Scientific, Waltham, MA,
USA) according to the manufacturer’s instructions. After harvest
on day 3 of transfection, cell-free supernatants were obtained by
centrifugation at 5,000 g for 10 min followed by microfiltration
using 0.45 um membranes. Prior to use in sorting experiments,
ZIKV VLPs were purified by liquid chromatography in 50 mM
Tris pH 8.5 buffer, using Sartobind Q membrane adsorber
(Sartorius) and Captocore 700 resin (GE Healthcare), as
previously described (45, 46). For confirmation of VLP size
and morphology, VLPs were characterized by transmission
electron microscopy (TEM) using a Hitachi 7600 microscope
equipped with a lens-coupled CCD (HV = 80 kV). Prior to TEM,
ZIKV VLPs purified by chromatography were further submitted
to sucrose cushion ultracentrifugation (20% m/v sucrose,
prepared in PBS containing 25 mM HEPES) at 175,000 g and
4°C for 4 h, and re-suspended in 100 ml of PBS.

Yellow Fever VLP Production, Isolation,
and Characterization

The ¢cDNA sequence encoding the wild-type prM-E protein
sequence of YFV “Angola71” strain (Genbank #AY968064)
was codon optimized, synthetized, and cloned into plasmid
VRC8400 (VRC/NIAID/NIH, Bethesda, MD, USA) at
Genscript (Piscataway, NJ, USA) for expression of YFV(wt)
VLPs. The signal peptide used was the wild-type signal peptide
from “Angola71” YFV strain. Transient transfection of HEK293F
cells, harvest and clarification were carried out as described for
ZIKV VLPs. Yellow fever VLPs were purified by liquid
chromatography in 50 mM Tris pH 8.5 buffer, using Sartobind
Q membrane adsorber (Sartorius) and Captocore 700 resin (GE
Healthcare), as previously described (45, 46).

FACS Screening of Yeast Libraries

Yeast libraries were incubated in SGD-CAA media at 20°C for 36
h to induce Fab expression. On the day of sorting, 2 x 107 yeast
cells (> 10-fold coverage of library size) were washed twice with
staining buffer (1x PBS with 0.5% BSA and 2 mM EDTA) and
incubated with anti-FLAG FITC Clone M2 (Sigma, Missouri,
USA) and either ZIKV (wt), ZIKV (pr-mut), or YFV (wt) virus-
like particles for 15 min at room temperature. Then biotinylated
antibody with either streptavidin-phycoerythrin (PE) or
streptavidin-allophycocyanin (APC) fluorophore were added
simultaneously at final concentrations of 5.3 nM and 22 nM,
respectively, and incubated 15 min at room temperature with
gentle agitation, to fluorescently tag VLPs. The biotinylated anti-
EDIII antibody Z67 (25) and SA-APC were used to tag ZIKV
(wt) VLPs, while the biotinylated anti-pr antibody 19Pr
(developed at VRC/NIH) and SA-PE were used to tag ZIKV
(pr-mut) VLPs. YFV (wt) VLPs were tagged with biotinylated
antibody 4G2 and SA-APC. Samples were washed 3x with
staining buffer, re-suspended in 0.6 ml staining buffer, and
kept in the dark on ice until sorting.

A BD FACS-Aria II cell sorter running DIVA software was
used to sort all FITC+/PE+ or FITC+/APC+ cells from each
sample and collect them in SD-CAA media. Sorted yeast were
expanded 24-48 h at 30°C and transferred to SGD-CAA media
in preparation for a second round of screening. This was
repeated again for a total of three rounds of screening. In
Round 3, diagonal affinity gates were drawn to separate
antibody populations by VLP affinity. At the first round of
sorting, a sample of each yeast library was stained only with
anti-FLAG FITC, and all FITC+ (i.e., VL+) cells were sorted and
sequenced for use as a reference database for NGS enrichment
ratio calculations. Flow cytometry data was analyzed using
Flowjo9 (Flowjo, LLC, Oregon, USA).

NGS Analysis of Sorted Yeast Libraries

Sorted yeast were expanded at 30°C for 24-48 h after each round
of FACS screening. A portion of this culture was used for high-
efficiency yeast plasmid DNA extraction (47). A high-fidelity
polymerase (Kapa Hifi HotStart Mastermix, Kapa Biosystems,
Massachusetts, USA) and primers targeting the yeast display
vector backbone (Table S4) were used to amplify VH and VL
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genes from each library. A second round of primer-extension
PCR with barcoded primers added a unique identifier to all
amplicons from a particular library (41). Libraries were
sequenced on the Illumina 2x300 platform and sequencing was
repeated for each library at each round of FACS screening
(Presort, VL+, Round 1, Round 2, and Round 3).

Bioinformatic Analysis
Data processing of Illumina FASTQ files was performed as
reported previously (40, 41). Briefly, Illumina sequences were
quality-filtered, followed by V(D)] gene identification and CDR3
annotation using IgBLAST (48). Sequences with out-of-frame V
(D)J recombination were excluded, and productive sequences
were paired by Illumina read ID and compiled by exact CDR3
nucleotide match. Clustering of CDR3 nucleotide sequences was
performed using vsearch v2.4.3 (49) to 96% nucleotide identity
with terminal gaps ignored; VH:VL pairs with less than two reads
were excluded from the final list of VH:VL clusters. Consensus
sequences for all antigen-specific antibodies were generated
based on exact CDR-H3 and CDR-L3 nucleotide match
between paired VH:VL and separate VH and VL NGS
sequencing data, as previously described (39, 43).

Antibody clonal lineages were tracked across sort rounds by
their CDR-H3 amino acid sequence. The frequency (F) for a given
CDR-H3 sequence (x) in a sorted sample (y) was calculated as:

reads,,,

F, , = -
Y sum of reads in y

We also calculated the enrichment ratio (ER) of each CDR-H3
compared to the Fab-expressing (VL") antibody library (Eryy) for
each clonal lineage in each round of sorting.

ER,, = Py
' F, in VL* sample

CDR-H3 amino acid sequences were clustered using usearch/
v5.2 (50) to identify clones with one or two amino acid
differences that might be derived from sequence errors; co-
clustered variants with 50-fold lower prevalence than a
dominant CDR-H3 sequence in the same cluster were excluded
from the final analysis.

mADb Production and Purification

Antibody heavy and light chain sequences were appended with
restriction sites for insertion into human IgGl antibody
expression vectors (42). For each antibody, Expi293F cells were
co-transfected with heavy and light chain plasmids using the
ExpiFectamine™ 293 Transfection Kit (Thermo Fisher
Scientific, Massachusetts, USA). Secreted antibody in
supernatant from transient transfection were purified with
Protein G or A resin (GenScript, New Jersey, USA) and
concentrated using an Amicon Ultra-4 Centrifugal 30K Filter
Unit (MilliporeSigma, Maryland, USA), then stored at 4°C.

ELISA Assays
100 ng/well of ZIKV(pr-mut) VLPs were coated on ELISA plates
at 4°C overnight. ELISA plates were then blocked with 300 pl of

Superblock (Thermo Fisher Scientific, Waltham, MA, USA) at
room temperature for 2 h. Purified antibodies were added after
serially dilutions in Superblock and incubated at room
temperature for 2 h. Next, 100 pul of 20,000-fold diluted IgG Fc
Mouse anti-Human HRP (Invitrogen, California, USA) were
added to each well and incubated for 2 h at room temperature.
Plates were washed between each step with PBST (0.5% Tween-
20 in PBS). Finally, 100 ul of Super AquaBlue ELISA substrate
(Thermo Fisher) was added and incubated for 10 min before the
reaction was stopped using 1M sulfuric acid. Absorbance was
measured at 405 nm.

Neutralization Assays

Pseudo-infectious reporter virus particle (RVP) production was
performed as described previously (51). Briefly, RVPs were
produced by co-transfection of a GFP-expressing WNV sub-
genomic replicon with genes encoding ZIKV or YFV structural
proteins (C, prM, and E) provided in trans using the
Lipofectamine 3000™ transfection reagent (Invitrogen,
California, USA) in HEK-293T cells. The resulting standard
preparation of ZIKV or YFV RVPs retain some level of
uncleaved prM due to incomplete furin cleavage and contain a
heterogeneous mixture of particles that display epitopes
associated with both mature and immature forms of the virus.
To generate more homogenously mature RVPs populations, a
third plasmid expressing human furin was included in the
transfection step (52). Virus-containing supernatants were
harvested and filtered 3 to 7 days post-transfection. Plasmids
encoding the structural genes (ZIKV, H/PF/2013; YFV, 17D-
204) were generated as previously described (53). RVPs were
diluted sufficiently to ensure antibody excess and incubated with
an equivalent volume of serially diluted mAbs in a 96-well plate
format for 1 h at 37°C. The resulting immune complex was then
used to infect Raji cells expressing flavivirus attachment factor
DC-SIGNR (Raji-DCSIGNR) and incubated at 37°C for 36 to 48
h. Cells were fixed with ~3% paraformaldehyde, and GFP
expression was detected by flow cytometry. The resulting data
were analyzed and dose-response curves were fit using nonlinear
regression to calculate the antibody concentration dilution
required to inhibit infection by 50% (ECsy) (Prism 7 Software;
GraphPad). To measure antibody-dependent enhancement
(ADE), RVP-antibody immune complexes were generated as
described above and used to infect FcyR-expressing K562 cells in
a 96-well format for 36 to 48 h at 37°C. Cells were fixed, and
infection was scored as a function of GFP expression as detected
by flow cytometry. Peak amplitude >3-fold above background
(defined as the average % GFP positive cells in the absence of
mAb) was considered distinguishable enhancement; peak
amplitudes below background were assigned a value half the
limit of detection. At least two independent experiments were
performed for neutralization and ADE assays, except for mAb-20
which was only tested once (in duplicate technical replicates) per
assay due to limited material.

Statistical Analysis
Statistical significance for repertoire-scale somatic hypermutation
(SHM) and enrichment ratio data was determined using the

Frontiers in Immunology | www.frontiersin.org

February 2021 | Volume 12 | Article 615102


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

Fahad et al.

Antibody Profiling of Zika Patients

Kolmogorov-Smirnov test on R (54) and RStudio (55), and
indicated using bars and asterisks where appropriate. Non-
statistically significant comparisons are not shown. SHM and ER
plots in were made using ggplot2 (56). For multiple comparisons
such as three different donor comparisons (Donors 1, 2, and 3) or
three different pairwise isotype comparisons (IgG:IgA:IgM), a
Bonferroni correction was used and a p value of 0.016 was
considered the threshold for statistical significance.

RESULTS

High-Throughput Sequencing and Yeast
Display Library Generation of Natively
Paired Heavy and Light Chain Antibody
Repertoires

We obtained peripheral blood mononuclear cells (PBMCs) from
three donors with confirmed ZIKV disease (Table S1) for
profiling antibody responses against flavivirus VLPs. CD27+
antigen-experienced B cells were isolated and paired heavy and
light chain variable region gene sequences (VH:VL) were
captured using a high-throughput single B-cell sequencing
technology, as previously described (40, 41, 43). A total of 1.45
x 10° CD27+ B cells were stimulated in vitro and allowed to
expand for emulsion-based single cell isolation and sequencing
of natively paired heavy and light chains via NGS (Table S2).
From these cell populations, 114,096 unique antibody lineages
were identified after stringent quality filtering and sequence
clustering, as previously described (41, 42) (Table S3). Natively

paired heavy and light chain amplicons were cloned into surface
display plasmids to generate yeast display libraries expressing
antibody Fabs on their surface for functional screening via FACS
(Figure 1) (42). Transformation efficiencies were maximized at
each step of cloning into the yeast library, and 10-fold or greater
coverage was achieved in all cloning steps (Table S2).

FACS Screening and High-Throughput
Sequencing of B Cell Repertoires

We leveraged the renewable nature of the yeast display libraries
to screen ZIKV convalescent patient B cell repertoires against
three different flavivirus antigens: ZIKV (wt), ZIKV (pr-mut),
and YFV (wt) VLPs (Figure S1). Antibody libraries were sorted
by FACS after staining with flavivirus VLPs to deconvolute
maturation-state specific, ZIKV-specific, and flavivirus cross-
reactive antibody clones (Figure 2 and Figure S2). As expected
for a memory B cell response, between 1.4% and 1.7% of Fab-
expressing yeast cells in the presort libraries showed binding to
flavivirus VLPs (Figures 2B-D). After two rounds of sorting,
yeast libraries were highly enriched for binding antibody variants
(Figures 2B-D). We also performed affinity screening by
fractionating yeast antibody populations by the ratio of surface
Fab expression to VLP antigen binding at a single antigen
concentration (Figure 2 and Figure S2) (42, 59, 60). We
performed NGS analysis of the yeast antibody display libraries
across all stages of FACS screening to computationally determine
which antibody sequences were enriched for binding to each of
the three flavivirus antigens, and also to identify their
respective affinities.

B cell Isolation from
ZIKV Disease
Convalescent Patients

Emulsion-based
Antibody Gene
VH:VL Capture

Libraries

Clone into Native VH:VL
Yeast Surface Display

Fab expression

2
Medium High

affinity ——»

ZIKV(pr-mut) VP » Massive Antibody Functional
Interpretation from NGS Data

£ N
K

Precision Antibody Selection,
xpression and Characterization

Medium’ # High

Fab expression

affinity —»

ZIKV(wt) VLP
Multiple Rounds of

FACS Library Screening E
and Affinity Analysis

FIGURE 1 | Comprehensive analysis of antibody responses to ZIKV infection. (A) PBMCs were collected from convalescent ZIKV disease patients between 3 and 5
weeks post-diagnosis. CD27+ antigen-experienced B cells were isolated and expanded in vitro. (B) Single antigen-experienced B cells were isolated into emulsion
droplets, and overlap extension RT-PCR was used to physically link the antibody variable region heavy (VH) and light (VL) DNA sequences onto the same DNA
amplicon. (C) Paired VH:VL antibody sequences were cloned into Igk or Igh display vectors and expressed as Fabs on the surface of yeast libraries for functional
antibody screening. (D) Yeast libraries were screened by fluorescent-activated cell sorting (FACS) for binding to ZIKV (pr-mut), ZIKV (wt), and YFV (wt) virus-like
particles (VLPs). In the third round of screening (shown), yeast cells were gated based on the ratio of Fab surface expression to antigen binding to bin libraries by
relative affinity. (E) Sorted yeast populations were characterized by NGS, and library sequences were mined to determine the specificity and affinity of antibodies in
the repertoire against flavivirus antigens. A subset of high-interest antibodies was selected from comprehensive antibody functional data for expression as soluble
IgG and characterization of neutralization activity and ADE against ZIKV and YFV.
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(green), transmembrane region of E protein (purple), M protein (black), and pr domain (Orange). Functional screening was performed with virus-like particles

(Figure S1), and the solved structures of the native virus are shown here for reference. (B-D) Representative FACS analysis of yeast display repertoires from B cells
of ZIKV disease convalescent patients screened for binding to (B) ZIKV (pr-mut), (C) ZIKV (wt), and (D) YFV (wt) VLPs. FACS affinity gates were used to bin

o ?o’ To’ 10t |;‘
YFV(wt) VLP (APC)

NGS-Based Functional Characterization of
Sorted Antibody Libraries

We performed large-scale functional mining of yeast display
NGS data across all sort rounds to link functional features of
antibodies (virus specificity, maturation state specificity, and
coarse-grain affinity) with genetic features of the same
antibody clones (including DNA sequence, V-(D-)J- gene
usage, SHM, and heavy/light isotypes). First, we determined
antibody specificity by tracking each antibody CDR-H3
sequence across sorted yeast libraries. Antibodies were assigned
predicted specificities against ZIKV (wt), ZIKV (pr-mut), and

YFV (pr-mut) separately based on enrichment after two rounds
of screening, using >10-fold enrichment as a conservative cutoff
value. A subset of antibody lineages bound to multiple flavivirus
antigens across different screening samples (i.e., enrichment ratio
>10-fold against multiple antigens), and we considered these
antibody lineages to be cross-reactive against those antigens. We
also predicted relative antibody affinities based on CDR-H3
sequence enrichment in the Round 3 affinity gates (either Low,
Medium, and High) (42). This approach isolated 195 antigen-
specific antibody lineages across the three donors with diverse
flavivirus antigen specificities, predicted affinities, and isotype
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assignments (Figure 3). As expected, the majority of flavivirus-
specific antibody isotypes were immunoglobulin G (IgG), and
antigen-specific IgM and IgA clones were also identified. A panel
of 24 flavivirus specific and cross-reactive antibodies were cloned
and expressed as full-length IgGls in HEK 293F cells. In vitro

reporter virus particle (RVP) neutralization and ADE assays
were used to assess IgG functional properties and evaluate our
antigen-specific antibody predictions. 22/24 (~92%) of these
antibodies were confirmed to target their predicted ZIKV and/
or YFV targets by ADE assays (Figure 4).
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FIGURE 3 | Repertoire-scale functional data for mAb lineages targeting flavivirus antigens. (A) Computational interrogation of yeast display NGS data after 2 rounds
of sorting revealed the functional profile of anti-flavivirus antibodies in convalescent donors. Antibodies were screened against three antigens: ZIKV wild-type VLPs
[ZIKV (wt)], ZIKV immature VLPs [ZIKV (pr-mut)], and YFV wild-type VLPs [YFV (wt)]. NGS data from Round 2 was used to calculate enrichment ratio and determine
antigen specificity while antibody affinity was predicated based on enrichment in Round 3 affinity gates. Antibody isotype was determined from natively paired heavy:
light sequence data. (B) Number of isolated mAb lineages and their antigen reactivity profiles for each donor.
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FIGURE 4 | Functional characterization of a panel of monoclonal antibodies isolated from ZIKV convalescent individuals. Twenty-four mAbs isolated from ZIKV
convalescent individuals were synthesized and expressed as soluble IgGs and used for flavivirus neutralization and antibody-dependent enhancement (ADE) assays.
(Left) Heat map of computationally predicted VLP affinities against wild-type ZIKV [ZIKV (wt)], immature ZIKV [ZIKV (pr-mut)], and wild-type YFV [YFV (wt)] virus-like
particles. (Center left) Neutralization assays were performed with the indicated mAbs using ZIKV or YFV reporter virus particles (RVPs). Data were analyzed by non-
linear regression with a variable slope and constrained to the bottom to estimate the antibody concentration required to inhibit infection by 50% and 90% (ECso and
ECgo, respectively). ECso and ECgq are shown as a heat map and depicts the mean of two independent experiments performed in duplicate technical replicates. The
degree of neutralization of ZIKV RVPs observed at the highest concentration of antibody tested is expressed as the percent resistant fraction. (Center right) The
sensitivity of neutralization to the maturation state of ZIKV RVPs was analyzed for selected mAbs using standard (Std) and mature (Mat) preparations of RVPs. The
ECso of standard and mature RVPs was estimated for each antibody by non-linear regression analysis with a variable slope not constrained to the bottom.
Maturation state sensitivity was expressed as the ratio of the ECso against standard and mature ZIKV RVPs; mAbs were designated as maturation-state sensitive if
the difference in titer was >4-fold. Data reflect the mean of two independent experiments performed in duplicate technical replicates per RVP type. Cyan is
representative of mAbs that are more sensitive to partially mature virus; blue is representative of mAbs that are more sensitive to mature virus. (Right) Antibody
binding was measured using an ADE assay performed with standard ZIKV or YFV RVPs. Antibodies capable of enhancing infection of K662 cells at three times the
level of infection observed in the absence of antibody are indicated in green. Data are representative of two independent experiments performed in singlet. (Far right)
Antibody heavy and light chain isotype for each mAb analyzed. *mAb-20 was only tested in one experiment for neutralization and ADE studies due to insufficient
volume.
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Next, we characterized the genetic and functional features of the
flavivirus-specific and non-specific antibody groups from the three
human donors (Figure 5 and Figure S$3). Because natively paired
heavy:light antibody sequencing methods capture a repertoire of
antibody sequences from each patient, we had access to both
flavivirus antigen-specific sequences and non-specific antibody
sequences from each patient. We compared the extent of somatic
hypermutation (SHM) between groups within each donor, and also
across donors, and observed a similar SHM profile between VH
and VL genes in the antigen-specific and non-specific repertoires
across different donors (Figure 5). Most cross-donor SHM
comparisons were statistically significant (Figures 5A, B), and
these observations were repeated when antibody repertoires were
sub-divided by isotype (Figure S4). Our SHM analysis suggested
that the overall degree of SHM may be a feature of each individual
patient, rather than being determined by antigen exposure. We did
not observe statistically significant trends between SHM and
affinity or antigen specificity (Figures 5C, D), nor was the
magnitude of the enrichment ratio after Round 2 correlated
closely with predicted antibody affinities (Figure S5). As
expected, we observed some correlation between affinity and the
dominant antibody isotype: IgGs encoded the largest fraction of
high- and medium-affinity antibody lineages, whereas IgM and IgA
clones encoded a relatively higher proportion of low-affinity
antibodies (24, 61, 62) (Figure 5E).

Neutralizing Antibodies Targeting

ZIKV Antigens

In addition to antigen specificity, we identified several other
features that were successfully predicted by our approach, as
illustrated by the 24-antibody panel (Figures 4, 6, and Figure
$6). For example, mAb-2 and mAb-16 were predicted to bind
with high affinity, and both showed potent ADE activity
consistent with high affinity (Figure 6A). We further evaluated
the affinity of a panel of 10 neutralizing mAbs using ELISA. We
found that mAbs were generally appropriately categorized by
their predicted affinities, with exception of mAb 6 (Figure S7).
We also observed greater separation between the low affinity vs.
medium-+high affinity gates, which was likely a function of the
single antigen staining concentration that we tested for yeast
library screening (see Discussion).

We identified cross-reactive mAbs that neutralized both
ZIKV and YFV from patients 1 and 3, who had received a
prior YFV immunization (Figure 6B). A subset of the antibodies
that we identified in the 24-antibody panel showed no resistant
fraction for neutralization (Figure 6C) or showed potent ZIKV
neutralizing EC50 (E < 2.5 ng/ml) (Figure 6D). Finally, we
successfully predicted some maturation state-dependent
antibody binding by comparing antibody binding profiles
against ZIKV (wt) and ZIKV (pr-mut). To test maturation-state
sensitivity, we performed neutralization assays with standard
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FIGURE 5 | Paired genetic and functional analysis of antibody repertoire data. Percentage of somatic hypermutations in (A) heavy chain variable regions and

(B) light chain variable regions, shown for each donor in both antigen-specific cells (left), and the entire repertoire (right). Each point represents a single heavy or light
chain antibody lineage sequence. (C, D) Average SHM percentage of both VH and VL genes in the antigen-specific repertoire are reported based on (C) antibody
affinity, or (D) antigen targets. (E) Isotype analysis for antibody lineages after separating into low-, medium-, and high-affinity groups. The total number of antibody
lineages for each isotype are indicated in the center of the chart. Circles on SHM graphs represent individual points; box-and-whisker plots indicate median +
quartiles. Pairwise comparisons were performed using the K-S test and all statistically significant comparisons are noted (**o < 107°, *p < 107, *p < 0.0167); any

non-statistically significant comparisons are omitted.
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preparations of ZIKV RVPs known to retain varying levels of
uncleaved prM (solid line with filled circles Figure 6E) and
compared the results to neutralization assays using a more
homogenously mature preparation of ZIKV RVPs produced in
the presence of exogenous furin expression (dotted line with filled
circles, Figure 6E). As shown in Figure 6E, mAb-9 was predicted
to bind to both immature and mature epitopes based on our
analysis of NGS screening data, and it neutralized both the
standard and mature ZIKV RVP forms equally. mAb-11 was
predicted to bind preferentially to mature epitopes, and in vitro
neutralization showed that it preferentially neutralized the mature
ZIKV RVP compared to the standard ZIKV RVP. Finally, mAb-6
and mADb-14 were both predicted to bind preferentially to
immature epitopes; in both cases, these antibodies neutralized
the standard ZIKV RVP but were unable to neutralize the fully
mature ZIKV RVP. Maturation-state sensitivity assays were
consistent with ZIKV affinity-based epitope predictions in 14 of
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FIGURE 6 | Virus neutralization and antibody-dependent enhancement of expressed mAbs. Dose-response neutralization assays were performed with the
indicated mAbs against ZIKV standard (Std), mature (Mat), and YFV standard reporter virus particles (RVPs). The resulting data were analyzed by non-linear
regression analysis and presented as the relative infectivity as compared to RVP infectivity observed in the absence of antibody (left y-axis). ADE was measured
using standard ZIKV and YFV RVPs, and presented as the %GFP+ cells detected by flow cytometry (right y-axis). Error bars indicate the range of duplicate
technical replicates. (A) Representative graphs of mAbs where experimental evaluation was consistent with computational predicted affinities. The highest
antibody affinities shown here initiated ADE at <1 ng/ml. (B) Representative graphs of mAbs predicted to exhibit cross-reactive binding to both ZIKV and YFV
antigens. (C) Complete neutralization was detected for a subset of mAbs including mAb-9 and mAb-17. (D) Representative curves for mAbs exhibiting single-
digit ng/ml neutralization EC50. (E) Maturation-state dependent neutralization of a panel of selected antibodies were tested using standard and mature ZIKV
RVPs. Representative graphs are shown for mAbs exhibiting no sensitivity to the virion maturation state (mAb-9), targeting mature forms of the virion (mAb-11),
and targeting partially mature virus (mAb-6, mAb-14). Functional VLP targeting predictions that were determined from NGS data mining prior to neutralization
assay performance are provided in italics above each neutralization curve in (E).

the 20 tested ZIKV-targeting maturation state predictions (70%,
Figure 4, see Materials and Methods.) The group of ZIKV (pr-
mut)-only and ZIKV (wt)/ZIKV (pr-mut) predictions were highly
consistent with maturation state assays (12/13 correct), whereas
ZIKV (wt)-only predictions were less consistent with maturation
state assay results (2/7 correct). These data suggest that ZIKV (wt)
VLPs displayed a substantial fraction of immature epitopes (e.g.,
Figure S2), and may have also displayed cryptic immature
epitopes that were not also presented by fully immature ZIKV
(pr-mut). Interestingly, mAb-6 had one of the lowest ZIKV EC50
and EC90 concentrations among all antibodies that we identified,
and yet it specifically targeted an immature ZIKV epitope and was
unable to neutralize 100% of RVPs at the highest concentrations
tested (Figure 4 and Figure S6; Table S5). These data emphasize
the role of immature surface epitopes in flavivirus neutralization
dynamics and highlight the functional importance of maturation
state-dependent antibody interactions.
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DISCUSSION

Our study reports the comprehensive characterization and
functional analysis of human antibody repertoires responding to
ZIKV infection. This is the first investigation to combine recently
developed technologies for high-throughput natively paired heavy
and light chain antibody sequencing, display-based functional
repertoire analysis, and computational antibody identification
using NGS. Empowered by renewable yeast display libraries, we
devised new computational strategies for measuring binding and
estimating affinity against multiple antigens on a repertoire scale.
We leveraged NGS data collection and analysis to rapidly
determine functional antibody performance across three ZIKV-
exposed patients, identifying new genetic and functional features
of anti-ZIKV antibody responses.

We validated our antibody discovery strategies in vitro using a
panel of antibodies with diverse functional features, showing that
our approach was ~92% efficient in predicting antibody binding
to flavivirus antigens. Previous studies identified panels of
antibodies against flaviviruses (10, 24, 29), though our approach
has several advantages compared to previously reported methods.
Most importantly, the renewable nature of our natively paired
heavy:light display libraries enabled us to investigate natural
immune responses to ZIKV and YFV using a variety of FACS
screening conditions and to isolate antibodies with different
binding affinities, maturation state-dependence and cross-
reactivity profiles. While antibody occupancy on the virion is
not related directly to antibody affinity due to the dominant effect
of unequal display of viral epitopes across and among virions, our
ADE assays demonstrated the effective prediction of multiple
high-affinity variants (9, 27). Our ELISA panel showed that our
sorts and NGS data mining distinguished more effectively between
high/medium vs. low affinity mAbs in this study (Figure S7),
which was most likely due to our evaluation of only a single
antigen staining concentration (60) which was effective for
analysis of expanded clonal lineages (42) and single proteins
(59) but may be less effective for diverse immune repertoire
mining with a broad range of binding affinities. A broad
concentration range may be particularly for anti-flavivirus
antibodies with cross-reactivity across flaviviral antigens, and
future studies will incorporate multiple different antigen
concentrations for enhanced affinity prediction accuracy (63, 64).

We also performed the first large-scale comparison of the
genetic features of antigen-specific and antigen non-specific
repertoires using paired heavy and light chain genetic
information. This analysis revealed that overall SHM levels
appear to be substantially influenced by donor characteristics,
which has major ramifications for vaccine design against other
targets such as HIV, where high levels of SHM are required for
effective antibody-based protection (37, 65). Future investigations
will examine antigen-specific responses in spleen and bone
marrow plasma cells, in addition to the antigen-experienced
peripheral B cells investigated here, since our workflow does not
require surface-expressed B cell receptors for antibody isolation.
We will also investigate unique antibody clones from our feature-
rich antibody dataset, including clonal variants within potently
neutralizing lineages, as we have previously reported (42). We also

observed closer correlations between antigen probe affinity and
recombinant viral particle affinity in viral systems with better
characterized antigens and structures, such as HIV and EBOV
(42). Previous studies established that quaternary epitopes
presented on the flavivirus particles could be targeted by potent
neutralizing antibodies (66, 67); future studies will explore the
impact of complex flaviviral multimeric and/or cryptic epitopes on
mADb library screening performance. Throughout future studies we
will leverage these platforms to help better understand the
mechanisms and features of antibody protection conferred by
infection or vaccination at a repertoire scale.

While passive prophylaxis using highly neutralizing antibodies
could mitigate flavivirus disease burden, the development of an
effective vaccine would be the ultimate goal for broad and low-cost
ZIKV protection. We hope that in-depth analysis of anti-flavivirus
antibody repertoires like we describe here may provide new insights
to accelerate the development of effective antibody-based flavivirus
vaccines (28). Our comprehensive approach for antibody
characterization can also be leveraged for large-scale interrogation
of antibody responses to other infectious and non-infectious disease
targets and help us approach a more complete, systems-level
functional understanding of human antibody immunity.

DATA AVAILABILITY STATEMENT

Raw sequence data is deposited in the NCBI Short Read Archive
(SRA) under accession number PRINA682833.

ETHICS STATEMENT

The study was reviewed and approved by the NIAID
Institutional Review Board. The U.S. Department of Health
and Human Services guidelines for the protection of human
research subjects were followed. All participants provided
written informed consent before enrollment in NCT00067054.

AUTHOR CONTRIBUTIONS

AF, MT, KD, DD, JL, BG, LC, TP, JM, and BD, designed the
experiments. AF, MT, BM, KB, KD, EN. MG-G, JP, MD, AH, FL,
LW, DA, IG, and LC performed the experiments. AF, BM, KB,
KD, JP, MG-G, LC, TP, and BD analyzed the data. AF, MT, and
BD wrote the manuscript with feedback from all authors. All
authors contributed to the article and approved the
submitted version.

FUNDING

This work was supported by the University of Kansas
Departments of Pharmaceutical Chemistry and Chemical
Engineering, by NIH grants 1DP50D023118, 1R21AI1143407,
1R21AT14440801, 1R01AI141452, P20GM113117, and

Frontiers in Immunology | www.frontiersin.org

February 2021 | Volume 12 | Article 615102


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

Fahad et al.

Antibody Profiling of Zika Patients

P20GM103638, and by the Vaccine Research Center and the
Division of Intramural Research of NIAID, NIH.

ACKNOWLEDGMENTS

We thank Yaroslav Tsybovsky for help with TEM imaging;
Brenda Hartman for help with figures; Wei Shi at VRC for
providing 19Pr antibody; Alberto Cagigi for help with

REFERENCES

1.

10.

11.

12.

13.

14.

15.

16.

Morens DM, Fauci AS. Pandemic Zika: A Formidable Challenge to Medicine
and Public Health. J Infect Dis (2017) 216(suppl_10):S857-9. doi: 10.1093/
infdis/jix383

. Pierson TC, Diamond MS. The emergence of Zika virus and its new clinical

syndromes. Nature (2018) 560(7720):573-81. doi: 10.1038/s41586-018-
0446-y

. Brasil P, Pereira JP, Moreira ME, Ribeiro Nogueira RM, Damasceno L,

Wakimoto M, et al. Zika Virus Infection in Pregnant Women in Rio de
Janeiro. New Engl ] Med (2016) 375(24):2321-34.

. Rasmussen SA, Jamieson DJ, Honein MA, Petersen LR. Zika Virus and Birth

Defects — Reviewing the Evidence for Causality. New Engl ] Med (2016) 374
(20):1981-7.

. Cao-Lormeau V-M, Blake A, Mons S, Lastére S, Roche C, Vanhomwegen J,

et al. Guillain-Barré Syndrome outbreak associated with Zika virus infection
inFrench Polynesia: a case-control study. Lancet (2016) 387(10027):1531-9.
doi: 10.1016/S0140-6736(16)00562-6

. Pierson TC, Kielian M. Flaviviruses: braking the entering. Curr Opin Virol

(2013) 3(1):3-12. doi: 10.1016/j.coviro.2012.12.001

. Lorenz IC, Allison SL, Heinz FX, Helenius A. Folding and Dimerization of

Tick-Borne Encephalitis Virus Envelope Proteins prM and Ein the
Endoplasmic Reticulum. ] Virol (2002) 76(11):5480-91. doi: 10.1128/
JV1.76.11.5480-5491.2002

. DaiL, SongJ, Lu X, Deng Y-Q, Musyoki AM, Cheng H, et al. Structures of the

Zika Virus Envelope Protein and Its Complex with a FlavivirusBroadly
Protective Antibody. Cell Host Microbe (2016) 19(5):696-704. doi: 10.1016/
j.chom.2016.04.013

. Sapparapu G, Fernandez E, Kose N, Bin C, Fox JM, Bombardi RG, et al.

Neutralizing human antibodies prevent Zika virus replication and fetal
disease inmice. Nature (2016) 540(7633):443-7. doi: 10.1038/nature20564
Wang Q, Yang H, Liu X, Dai L, Ma T, Qi J, et al. Molecular determinants of
human neutralizing antibodies isolated from a patientinfected with Zika virus.
Sci Trans Med (2016) 8(369):369ral179-369ral79. doi: 10.1126/scitranslmed.
22i8336

Zhang S, Kostyuchenko VA, Ng T-S, Lim X-N, Ooi JSG, Lambert S, et al.
Neutralization mechanism of a highly potent antibody against Zika virus. Nat
Commun (2016) 7(1):13679. doi: 10.1038/ncomms13679

Hasan SS, Sevvana M, Kuhn RJ, Rossmann MG. Structural biology of Zika
virus and other flaviviruses. NatStruct Mol Biol (2018) 25(1):13-20. doi:
10.1038/s41594-017-0010-8

Stadler K, Allison SL, Schalich ], Heinz FX. Proteolytic activation of tick-borne
encephalitis virus by furin. J Virol (1997) 71(11):8475-81. doi: 10.1128/
JVI1.71.11.8475-8481.1997

Sirohi D, Chen Z, Sun L, Klose T, Pierson TC, Rossmann MG, et al. The 3.8 A
resolution cryo-EM structure of Zika virus. Science (2016) 352(6284):467-70.
doi: 10.1126/science.aaf5316

Pierson TC, Diamond MS.Degrees of maturity: the complex structure and
biology offlaviviruses. Curr Opin Virol (2012) 2(2):168-75. doi: 10.1016/
j.coviro.2012.02.011

Cherrier MV, Kaufmann B, Nybakken GE, Lok S-M, Warren JT, Chen BR,
et al. Structural basis for the preferential recognition of immature flaviviruses
by a fusion-loop antibody. EMBO ] (2009) 28(20):3269-76.doi: 10.1038/
emb0;j.2009.245

hybridomas; and Andrew Chung, Bailey Banach, and Amy
Laflin for help with antibody expression.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online

at:

https://www.frontiersin.org/articles/10.3389/fimmu.2021.

615102/full#supplementary-material

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Belmusto-Worn VE, Sanchez JL, McCarthy K, Nichols R, Bautista CT, Magill
AJ, et al. Randomized, double-blind, phase III, pivotal field trial of the
comparativeimmunogenicity, safety, and tolerability of two yellow fever
17D vaccines (Arilvax and YF-VAX) in healthy infants and children in
Peru. Am ] Trop Med Hyg (2005) 72(2):189-97. doi: 10.4269/ajtmh.
2005.72.189

Heinz FX, Holzmann H, Essl A, Kundi M. Field effectiveness of vaccination
against tick-borne encephalitis. Vaccine (2007) 25(43):7559-67. doi: 10.1016/
j.vaccine.2007.08.024

Ravichandran S, Hahn M, Belaunzaran-Zamudio PF, Ramos-Castafieda J,
Najera-Cancino G, Caballero-Sosa S, et al. Differential human antibody
repertoires following Zika infection and the implicationsfor serodiagnostics
and disease outcome. Nat Commun (2019) 10(1):1943. doi: 10.1038/s41467-
019-09914-3

Avirutnan P, Mehlhop E, Diamond MS. Complement and its role in
protection and pathogenesis of flavivirusinfections. Vaccine (2008) 26:1100-7.
doi: 10.1016/j.vaccine.2008.11.061

Vogt MR, Dowd KA, Engle M, Tesh RB, Johnson S, Pierson TC, et al. Poorly
Neutralizing Cross-Reactive Antibodies against the Fusion Loop of West
NileVirus Envelope Protein Protect In Vivo via Fc Receptor and
Complement-Dependent Effector Mechanisms. ] Virol (2011) 85(22):11567—
80. doi: 10.1128/JV1.05859-11

Hasan SS, Miller A, Sapparapu G, Fernandez E, Klose T, Long F, et al.
A human antibody against Zika virus crosslinks the E protein to
preventinfection. Nat Commun (2017) 8:14722. doi: 10.1038/ncomms14722
Nybakken GE, Oliphant T, Johnson S, Burke S, Diamond MS, Fremont DH.
Structural basis of West Nile virus neutralization by a therapeuticantibody.
Nature (2005) 437(7059):764-9. doi: 10.1038/nature03956

Rogers TF, Goodwin EC, Briney B, Sok D, Beutler N, Strubel A, et al. Zika
virus activates de novo and cross-reactive memory B cell responses indengue-
experienced donors. Sci Immunol (2017) 2(14):eaan6809. doi: 10.1126/
sciimmunol.aan6809

Zhao H, Fernandez E, Dowd KA, Speer SD, Platt DJ, Gorman M]J, et al.
Structural Basis of Zika Virus-Specific Antibody Protection. Cell (2016) 166
(4):1016-27. doi: 10.1016/j.cell.2016.07.020

Dowd KA, Pierson TC. Antibody-mediated neutralization of flaviviruses:
A reductionist view. Virology (2011) 411(2):306-15. doi: 10.1016/j.virol.
2010.12.020

Pierson TC, Xu Q, Nelson S, Oliphant T, Nybakken GE, Fremont DH, et al.
The Stoichiometry of Antibody-Mediated Neutralization and Enhancement
of West NileVirus Infection. Cell Host Microbe (2007) 1(2):135-45. doi:
10.1016/j.chom.2007.03.002

Sridhar S, Luedtke A, Langevin E, Zhu M, Bonaparte M, Machabert T,
et al. Effect of Dengue Serostatus on Dengue Vaccine Safety and Efficacy.
New Engl ] Med (2018) 379(4):327-40. doi: 10.1056/NEJMo0a1800820
Stettler K, Beltramello M, Espinosa DA, Graham V, Cassotta A, Bianchi S,
et al. Specificity, cross-reactivity, and function of antibodies elicited by Zika
virusinfection. Science (2016) 353(6301):823-6. doi: 10.1126/science.aaf8505
Dorigatti I, Donnelly CA, Laydon DJ, Small R, Jackson N, Coudeville L, et al.
Refined efficacy estimates of the Sanofi Pasteur dengue vaccine CYD-TDV
using machinelearning. Nat Commun (2018) 9(1):3644. doi: 10.1038/s41467-
018-06006-6

Dorigatti I, Aguas R, Donnelly CA, Guy B, Coudeville L, Jackson N, et al.
Modelling the immunological response to a tetravalent dengue vaccine from

Frontiers in Immunology | www.frontiersin.org

February 2021 | Volume 12 | Article 615102


https://www.frontiersin.org/articles/10.3389/fimmu.2021.615102/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2021.615102/full#supplementary-material
https://doi.org/10.1093/infdis/jix383
https://doi.org/10.1093/infdis/jix383
https://doi.org/10.1038/s41586-018-0446-y
https://doi.org/10.1038/s41586-018-0446-y
https://doi.org/10.1016/S0140-6736(16)00562-6
https://doi.org/10.1016/j.coviro.2012.12.001
https://doi.org/10.1128/JVI.76.11.5480-5491.2002
https://doi.org/10.1128/JVI.76.11.5480-5491.2002
https://doi.org/10.1016/j.chom.2016.04.013
https://doi.org/10.1016/j.chom.2016.04.013
https://doi.org/10.1038/nature20564
https://doi.org/10.1126/scitranslmed.aai8336
https://doi.org/10.1126/scitranslmed.aai8336
https://doi.org/10.1038/ncomms13679
https://doi.org/10.1038/s41594-017-0010-8
https://doi.org/10.1128/JVI.71.11.8475-8481.1997
https://doi.org/10.1128/JVI.71.11.8475-8481.1997
https://doi.org/10.1126/science.aaf5316
https://doi.org/10.1016/j.coviro.2012.02.011
https://doi.org/10.1016/j.coviro.2012.02.011
https://doi.org/10.1038/emboj.2009.245
https://doi.org/10.1038/emboj.2009.245
https://doi.org/10.4269/ajtmh.2005.72.189
https://doi.org/10.4269/ajtmh.2005.72.189
https://doi.org/10.1016/j.vaccine.2007.08.024
https://doi.org/10.1016/j.vaccine.2007.08.024
https://doi.org/10.1038/s41467-019-09914-3
https://doi.org/10.1038/s41467-019-09914-3
https://doi.org/10.1016/j.vaccine.2008.11.061
https://doi.org/10.1128/JVI.05859-11
https://doi.org/10.1038/ncomms14722
https://doi.org/10.1038/nature03956
https://doi.org/10.1126/sciimmunol.aan6809
https://doi.org/10.1126/sciimmunol.aan6809
https://doi.org/10.1016/j.cell.2016.07.020
https://doi.org/10.1016/j.virol.2010.12.020
https://doi.org/10.1016/j.virol.2010.12.020
https://doi.org/10.1016/j.chom.2007.03.002
https://doi.org/10.1056/NEJMoa1800820
https://doi.org/10.1126/science.aaf8505
https://doi.org/10.1038/s41467-018-06006-6
https://doi.org/10.1038/s41467-018-06006-6
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Fahad et al.

Antibody Profiling of Zika Patients

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

multiplephase-2 trials in Latin America and South East Asia. Vaccine (2015)
33(31):3746-51. doi: 10.1016/j.vaccine.2015.05.059

Beltramello M, Williams KL, Simmons CP, Macagno A, Simonelli L, Quyen
NTH, et al. The Human Immune Response to Dengue Virus Is Dominated
by Highly Cross-Reactive Antibodies Endowed with Neutralizing and
Enhancing Activity. Cell Host Microbe (2010) 8(3):271-83. doi: 10.1016/
j.chom.2010.08.007

Corti D, Voss J, Gamblin SJ, Codoni G, Macagno A, Jarrossay D, et al. A
Neutralizing Antibody Selected from Plasma Cells That Binds to Group 1 and
Group 2 Influenza A Hemagglutinins. Science (2011) 333(6044):850-6. doi:
10.1126/science.1205669

Wrammert J, Smith K, Miller ], Langley WA, Kokko K, Larsen C, et al.
Rapid cloning of high-affinity human monoclonal antibodies against
influenzavirus. Nature (2008) 453(7195):667-71. doi: 10.1038/nature06890
Misasi J, Gilman MSA, Kanekiyo M, Gui M, Cagigi A, Mulangu S, et al.
Structural and molecular basis for Ebola virus neutralization by protective
human antibodies. Science (2016) 351(6279):1343-6. doi: 10.1126/science.
aad6117

Wec AZ, Herbert AS, Murin CD, Nyakatura EK, Abelson DM, Fels JM, et al.
Antibodies from a Human Survivor Define Sites of Vulnerability for Broad
Protectionagainst Ebolaviruses. Cell (2017) 169(5):878-90. doi: 10.1016/
j.cell.2017.04.037

Burton DR, Hangartner L. Broadly Neutralizing Antibodies to HIV and Their
Role in Vaccine Design. Annu Rev Immunol (2016) 34(1):635-59. doi:
10.1146/annurev-immunol-041015-055515

Kwong PD, Mascola JR, Nabel GJ. Broadly neutralizing antibodies and the
search for an HIV-1 vaccine: the end of thebeginning. Nat Rev Immunol
(2013) 13(9):693-701. doi: 10.1038/nri3516

DeKosky BJ, Ippolito GC, Deschner RP, Lavinder JJ, Wine Y, Rawlings BM,
et al. High-throughput sequencing of the paired human immunoglobulin
heavy and light chainrepertoire. Nat Biotechnol (2013) 31(2):166-9. doi:
10.1038/nbt.2492

DeKosky BJ, Kojima T, Rodin A, Charab W, Ippolito GC, Ellington AD,
et al. In-depth determination and analysis of the human paired heavy- and
light-chainantibody repertoire. Nat Med (2015) 21(1):86-91. doi: 10.1038/
nm.3743

McDaniel JR, DeKosky BJ, Tanno H, Ellington AD, Georgiou G. Ultra-high-
throughput sequencing of the immune receptor repertoire from millions
oflymphocytes. Nat Protoc (2016) 11(3):429-42. doi: 10.1038/nprot.2016.024
Wang B, DeKosky BJ, Timm MR, Lee J, Normandin E, Misasi J, et al.
Functional interrogation and mining of natively paired human VH:VL
antibodyrepertoires. Nat Biotechnol (2018) 36:152-5. doi: 10.1038/nbt.4052
DeKosky BJ, Lungu OI, Park D, Johnson EL, Charab W, Chrysostomou C,
et al. Large-scale sequence and structural comparisons of human naive
andantigen-experienced antibody repertoires. Proc Natl Acad Sci (2016) 113
(19):E2636-45. doi: 10.1073/pnas.1525510113

Lagerman CE, Lopez Acevedo SN, Fahad AS, Hailemariam AT, Madan B,
DeKosky BJ. Ultrasonically-guided flow focusing generates precise emulsion
droplets forhigh-throughput single cell analyses. J Biosci Bioeng (2019)
128:226-33. doi: 10.1016/j.jbiosc.2019.01.020

Lima TM, Souza MO, Castilho LR. Purification of flavivirus VLPs by a two-
step chomatographic process.Vaccine (2019) 37:50264410X19307030. doi:
10.1016/j.vaccine.2019.05.066

Pato TP, Souza MCO, Mattos DA, Caride E, Ferreira DF, Gaspar LP, et al.
Purification of yellow fever virus produced in Vero cells for inactivated vaccine
manufacture. Vaccine (2019) 37(24):3214-20. doi: 10.1016/j.vaccine.2019.04.077
Whitehead TA, Chevalier A, Song Y, Dreyfus C, Fleishman SJ, De Mattos C,
et al. Optimization of affinity, specificity and function of designed influenza
inhibitors using deep sequencing. Nat Biotechnol (2012) 30(6):543-8. doi:
10.1038/nbt.2214

Ye J, Ma N, Madden TL, Ostell JM. IgBLAST: an immunoglobulin variable
domain sequence analysis tool. Nucleic Acids Res (2013) 41(W1):W34-40. doi:
10.1093/nar/gkt382

Rognes T, Flouri T, Nichols B, Quince C, Mahé F. VSEARCH: a versatile open
source tool for metagenomics. Peer ] (2016) 4:e2584. doi: 10.7717/peerj.2584
Edgar RC. Search and clustering orders of magnitude faster than BLAST.
Bioinformatics (2010) 26(19):2460-1. doi: 10.1093/bioinformatics/btq461

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

Mukherjee S, Pierson TC, Dowd KA. Pseudo-infectious Reporter Virus Particles
for Measuring Antibody-Mediated Neutralization and Enhancement of Dengue
Virus Infection. In: R Padmanabhan, V SG, editors.Dengue. New York, NY:
Springer New York (2014). p. 75-97. doi: 10.1007/978-1-4939-0348-1_6

Dowd KA, Mukherjee S, Kuhn RJ, Pierson TC. Combined Effects of the
Structural Heterogeneity and Dynamics of Flaviviruses on Antibody
Recognition. ] Virol (2014) 88(20):11726-37. doi: 10.1128/JV1.01140-14
Dowd KA, DeMaso CR, Pelc RS, Speer SD, Smith ARY, Goo L, et al. Broadly
Neutralizing Activity of Zika Virus-Immune Sera Identifies a Single Viral
Serotype. Cell Rep (2016) 16(6):1485-91. doi: 10.1016/j.celrep.2016.07.049

R Core Team. A language and environment for statistical computing. R
Foundation for Statistical Computing. Vienna, Austria: R Foundation for
Statistical Computing (2019).

RStudio Team. RStudio: Integrated Development Environment for R. Boston,
MA: RStudio, Inc (2016).

Wickham H. ggplot2: elegant graphics for data analysis. 2nd ed. Cham:
Springer (2016). 260 p.

Mangala Prasad V, Miller AS, Klose T, Sirohi D, Buda G, Jiang W, et al. Cryo-EM
Structure of Immature Zika Virus (:unav). Nat Struct Mol Biol (2017) 24:184-6.
doi: 10.2210/pdb5u4w/pdb

Sirohi D, Chen Z, Sun L, Klose T, Pierson T, Rossmann M, et al. The cryo-EM
structure of Zika Virus. (:unav). Science (2016) 352:467-70. doi: 10.2210/
pdb5ire/pdb

Jin W, Madan B, Mussman BK, Hailemariam AT, Fahad AS, Wolfe JR, et al.
The covalent SNAP tag for protein display quantification and low-pH protein
engineering. J Biotechnol (2020) 320:50-6. doi: 10.1016/j.jbiotec.2020.06.011
“Luther RL, Dutta S, Keating AE. SORTCERY—A High-Throughput Method
to Affinity Rank Peptide Ligands. ] Mol Biol (2015) 427(11):2135-50. doi:
10.1016/j.jmb.2014.09.025

Murugan R, Buchauer L, Triller G, Kreschel C, Costa G, Pidelaserra MartiG,
et al. Clonal selection drives protective memory B cell responses in controlled
human malaria infection. Sci Immunol (2018) 3(20):eaap8029. doi: 10.1126/
sciimmunol.aap8029

Robbiani DF, Bozzacco L, Keeffe JR, Khouri R, Olsen PC, Gazumyan A, et al.
Recurrent Potent Human Neutralizing Antibodies to Zika Virus in Brazil and
Mexico. Cell (2017) 169(4):597-609.e11. doi: 10.1016/j.cell.2017.04.024
Adams RM, Mora T, Walczak AM, Kinney JB. Measuring the sequence-
affinity landscape of antibodies with massively parallel titration curves. eLife
(2016) 5:e23156. doi: 10.7554/eLife.23156

Starr TN, Greaney AJ, Hilton SK, Crawford KHD, Navarro M]J, Bowen JE,
et al. Deep mutational scanning of SARS-CoV-2 receptor binding domain
reveals constraints on folding and ACE2 binding. Microbiology (2020)
182:1295-310.€20. doi: 10.1101/2020.06.17.157982

Kwong PD, Mascola JR.Human Antibodies that Neutralize HIV-1:
Identification, Structures, and B Cell Ontogenies. Immunity (2012) 37
(3):412-25. doi: 10.1016/j.immuni.2012.08.012

Dejnirattisai W, Wongwiwat W, Supasa S, Zhang X, Dai X, Rouvinski A, et al.
A new class of highly potent, broadly neutralizing antibodies isolated from
viremic patients infected with dengue virus. Nat Immunol (2015) 16(2):170-7.
doi: 10.1038/ni.3058

Rouvinski A, Guardado-Calvo P, Barba-Spaeth G, Duquerroy S, Vaney M-C, Kikuti
CM, et al. Recognition determinants of broadly neutralizing human antibodies
against dengue viruses. Nature (2015) 520(7545):109-13. doi: 10.1038/nature14130

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

Copyright © 2021 Fahad, Timm, Madan, Burgomaster, Dowd, Normandin,
Gutiérrez-Gonzalez, Pennington, De Souza, Henry, Laboune, Wang, Ambrozak,
Gordon, Douek, Ledgerwood, Graham, Castilho, Pierson, Mascola and DeKosky.
This is an open-access article distributed under the terms of the Creative Commons
Attribution License (CC BY). The use, distribution or reproduction in other forums is
permitted, provided the original author(s) and the copyright owner(s) are credited and
that the original publication in this journal is cited, in accordance with accepted
academic practice. No use, distribution or reproduction is permitted which does not
comply with these terms.

Frontiers in Immunology | www.frontiersin.org

February 2021 | Volume 12 | Article 615102


https://doi.org/10.1016/j.vaccine.2015.05.059
https://doi.org/10.1016/j.chom.2010.08.007
https://doi.org/10.1016/j.chom.2010.08.007
https://doi.org/10.1126/science.1205669
https://doi.org/10.1038/nature06890
https://doi.org/10.1126/science.aad6117
https://doi.org/10.1126/science.aad6117
https://doi.org/10.1016/j.cell.2017.04.037
https://doi.org/10.1016/j.cell.2017.04.037
https://doi.org/10.1146/annurev-immunol-041015-055515
https://doi.org/10.1038/nri3516
https://doi.org/10.1038/nbt.2492
https://doi.org/10.1038/nm.3743
https://doi.org/10.1038/nm.3743
https://doi.org/10.1038/nprot.2016.024
https://doi.org/10.1038/nbt.4052
https://doi.org/10.1073/pnas.1525510113
https://doi.org/10.1016/j.jbiosc.2019.01.020
https://doi.org/10.1016/j.vaccine.2019.05.066
https://doi.org/10.1016/j.vaccine.2019.04.077
https://doi.org/10.1038/nbt.2214
https://doi.org/10.1093/nar/gkt382
https://doi.org/10.7717/peerj.2584
https://doi.org/10.1093/bioinformatics/btq461
https://doi.org/10.1007/978-1-4939-0348-1_6
https://doi.org/10.1128/JVI.01140-14
https://doi.org/10.1016/j.celrep.2016.07.049
https://doi.org/10.2210/pdb5u4w/pdb
https://doi.org/10.2210/pdb5ire/pdb
https://doi.org/10.2210/pdb5ire/pdb
https://doi.org/10.1016/j.jbiotec.2020.06.011 
https://doi.org/10.1016/j.jmb.2014.09.025
https://doi.org/10.1126/sciimmunol.aap8029
https://doi.org/10.1126/sciimmunol.aap8029
https://doi.org/10.1016/j.cell.2017.04.024
https://doi.org/10.7554/eLife.23156
https://doi.org/10.1101/2020.06.17.157982
https://doi.org/10.1016/j.immuni.2012.08.012
https://doi.org/10.1038/ni.3058
https://doi.org/10.1038/nature14130
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Functional Profiling of Antibody Immune Repertoires in Convalescent Zika Virus Disease Patients
	Introduction
	Materials and Methods
	Human Sample Collection
	Emulsion Overlap Extension RT-PCR and Yeast Library Generation
	ZIKV VLP Production, Isolation, and Characterization
	Yellow Fever VLP Production, Isolation, and Characterization
	FACS Screening of Yeast Libraries
	NGS Analysis of Sorted Yeast Libraries
	Bioinformatic Analysis
	mAb Production and Purification
	ELISA Assays
	Neutralization Assays
	Statistical Analysis

	Results
	High-Throughput Sequencing and Yeast Display Library Generation of Natively Paired Heavy and Light Chain Antibody Repertoires
	FACS Screening and High-Throughput Sequencing of B Cell Repertoires
	NGS-Based Functional Characterization of Sorted Antibody Libraries
	Neutralizing Antibodies Targeting ZIKV Antigens

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



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages 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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

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


