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Abstract

Lyme disease, which is primarily caused by infection with the bacterium Borrelia burgdorferi
in the United States or other Borrelia species internationally, presents an ongoing challenge
for diagnostics. Serological testing is the primary means of diagnosis but testing
approaches differ widely, with varying degrees of sensitivity and specificity. Moreover,
there is currently no reliable test to determine disease resolution following treatment. A
distinct challenge in Lyme disease diagnostics is the variable patterns of human immune
response to a plurality of antigens presented by Borrelia spp. during the infection. Thus,
multiplexed testing approaches that capture these patterns and detect serological
response against multiple antigens may be the key to prompt, accurate Lyme disease
diagnosis. In this review, current state-of-the-art multiplexed diagnostic approaches are
presented and compared with respect to their diagnostic accuracy and their potential for

monitoring response to treatment.
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Introduction

Until recently, the only diagnostic approach recommended
by the Centers for Disease Control and Prevention (CDC)
for human Lyme disease diagnosis was a two-tiered
scheme using Western blot analysis after a positive
enzyme immunoassay (EIA or ELISA) result to detect
serum antibodies against the causative agent, Borrelia burg-
dorferi.' This standard two-tier test (STTT) was shown to
successfully diagnose 29-40% of Lyme disease cases
within the first 30 days of infection.> For a disease with
an estimated national incidence (in the United States) of
476,000 new cases per year," false negatives can pose a sig-
nificant risk to public health.?

Low sensitivity of testing during early-stage disease
could mean that practitioners diagnose and treat patients
based on clinical symptoms and without serological confir-
mation. Although the presence of one or more characteristic
erythema migrans (EM) skin lesions is an acceptable way to
identify Lyme disease in individuals, this clinical sign is
sometimes not present or could appear atypically.®™®
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Antibiotic treatment has been shown to be effective by
reducing bacterial load at various points of B. burgdorferi
infection,” ! but this treatment has been associated with
fewer symptoms and faster recovery when administered
within the first month of infection,'*'? thus supporting an
ongoing need for better diagnostic strategies for early-stage
disease.

Reliance on serological tests for diagnosing an active
infection is less than ideal due to the indirect nature of
antibody testing. There is an inherent delay between initial
infection and a measurable immune response to specific
antigens. The extent of antibody production and how that
changes temporally during the disease course may also
differ across patients. Further complicating this is the pos-
sibility of co-reactivity with other antigens as well as the
difficulty in discerning a new infection in patients who
were previously infected.

Replacement of the qualitative second-tier Western blot
with a quantitative approach has shown promise. On 29
July 2019, the CDC approved a modified testing scheme
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that uses an ELISA in lieu of the Western blot as the second-
tier assay.'* A recent comparison demonstrated that these
modified two-tier tests, consisting of two quantitative
ELISAs, are as specific as the STTT while yielding poten-
tially higher sensitivity.">'® Quantitative and semi-
quantitative assays avoid the subjective immunoreactive
band interpretation of standard Western blot analysis,
which may decrease both sensitivity and specificity.'” A
quantitative readout is typically standardized and used to
objectively report target detection. Such data may also con-
tribute to the design of multiplexed algorithms that incor-
porate each target as a diagnostic variable. To screen
antibodies against B. burgdorferi as diagnostic biomarkers,
serum reactivity to individual proteins can potentially be
measured and used to identify targets that correlate with
infection, recovery, or persistent disease manifestations.'”
Thus, multiplexed quantitative assays may allow for the
development of better diagnostic strategies for early
Lyme disease, as well as elucidate the etiology of post-
treatment Lyme disease syndrome (PTLDS).'®"”

This minireview summarizes some of the quantitative,
multiplexed strategies that are currently under develop-
ment for Lyme disease serology, as well as the diagnostic
scoring algorithms used to predict infection status. We fur-
ther describe a limited number of studies that investigated
antibody titer changes throughout phases of infection and
recovery. We focus here on antibody detection in serum
samples, which is an indirect strategy limited by a time
window between pathogen exposure and the host’s
immune system producing antibodies at detectable levels.
Indirect detection is widely used because, despite the time
window described, it has still been shown to be more sen-
sitive and cost efficient than some more direct detection
strategies that measure scarce amounts of bacteria and bac-
terial products.” Although quantitative strategies that
directly detect targets using methods like PCR analysis,*’~
z Chromatography/ mass spectrometry,®** and genomic
sequencing®~>" are available or in development, compre-
hensive exploration of each type of data and its analytical
interpretation is beyond the scope of our discussion.

Quantitative multiplexed assays for
predicting Lyme disease status

Serological tests for Lyme disease have been developed to
detect IgG and IgM antibodies against proteins embedded
on the surface of spirochetes involved in the infection.
While Lyme disease is primarily caused by B. burgdorferi
sensu stricto in the United States, in Europe there is
increased prevalence of other Lyme disease Borrelia spe-
cies, including Borrelia garinii,32 Borrelia ufzelii,32 Borrelia
bavariensis,®> Borrelia lusitaniae,>> Borrelia valaisiana,>
Borrelia bissettii,>® and Borrelia spielmanii.33 Of these, B. burg-
dorferi, B. garinii, and B. afzelii are most frequently associated
with the typical presentation of Lyme borreliosis.****
Different serological targets have been used to diagnose
the infection in the US compared with Europe,* although
a comprehensive test that incorporates all Lyme disease
bacteria in a multiplexed assay would be useful to correctly
diagnose individuals who have traveled in these areas.
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Among the diagnostic antigens used to detect Lyme dis-
ease in the United States and in Europe, some are conserved
across several Lyme disease Borrelia species (e.g. C6 pep-
tide of VISE),35 while others have variants that can differ
considerably across species (e.g. OspC).***” Several pro-
teins with diagnostic potential have been reviewed,®
which include those used in the STTT.* Proteins that
have been incorporated into quantitative diagnostic
assays include outer fibronectin binding protein (BBK32),
decorin-binding proteins (DbpA and DbpB), flagellin
(FlaB), outer surface proteins (Osp proteins), OspEEF-
related proteins (Erp proteins), oligopeptide permease A2
(OppA2), and the vmp-like sequence expressed protein
(VISE). Besides full-length proteins, peptide sequences effi-
ciently expose specific epitopes for antibody binding but
could neglect antigenic qualities of protein folding.*® A
recent study screened 12-mer peptide sequences derived
from 62 distinct B. burgdorferi proteins, including 10
sequences found most useful for diagnosing early-stage
Lyme disease.*’ Use of recombinant sequences enables
the incorporation of proteins that are normally expressed
by B. burgdorferi within the infected host but not when
grown in vitro (e.g. certain variants of VISE and
OspF),*** thus expanding the repertoire of potential tar-
gets compared with the standard Western blot, and making
it possible to utilize modified or truncated proteins.

The variety of antibodies that bind antigenic proteins
found in Lyme disease suggests that patients develop an
independent immune response (which can be quantified by
antibody titer) to each antigen. Since an infected individual
may produce detectable amounts of antibody against a
subset of antigens, a multiplexed diagnostic approach
could potentially maximize test sensitivity.** Moreover,
establishing criteria for a positive result that involves mul-
tiple targets could increase test specificity.*” The potential
redundancy of antibody responses to bacterial antigens in
multiplexed analysis may also provide reassurance against
systematic errors caused by protein batch inconsistencies or
assay-specific characteristics that affect the ability to ana-
lytical sensitivity. A comparison of the ViraChip and
ViraStripe assays that measured similar targets in a micro-
titer well or a quantitative line blot, respectively, showed
less than 100% agreement.*® Inherent differences in assay
matrix and detection mechanism may also contribute to
this discrepancy. Tests that are designed to detect the
same target can also differ in serum antibody affinity
because of the antigen variant used (e.g. OspC A type vs.
OspC K type).** By casting a wider net for targets and
allowing for potential redundancy, multiplexed detection
may achieve higher sensitivity and specificity than single-
plex analysis.

When properly implemented, multiplexed assays pro-
vide options for measuring antibody titers and further
using these data to generate a diagnostic result. The best
approach to multiplexed assay design is not always obvi-
ous and it may be beneficial to try a few different strategies
to select the one offering the highest sensitivity and specif-
icity for a comparable sample.*” By first determining signal
cutoffs for each target, some assays are then able to estab-
lish optimal criteria for positive diagnosis when a specified
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proportion of targets are detected.””*® Alternatively, posi-
tive diagnosis can be made using a weighted score combin-
ing the measured titers of each target based on a
multivariate regression model.*>**=>* Other multiplexed
assays do not distinguish between targets, but instead
directly measure a combined signal to predict infection
status.***? Cut-off and /or threshold establishment, wheth-
er it is for detection of individual targets or for scoring a
positive sample, is another important decision in assay
design. Using multiples of standard deviations above neg-
ative signal (a common standard is the mean plus three
times the standard deviation) is a straightforward method
that affords flexibility for controls, such as pooled negative
samples, but could miss consistent subtle differences
between groups. Moreover, pooled negative samples can
potentially dilute or diminish low-level reactivity to targets,
as it does not represent any individual sample. Cutoffs can
also be established with receiver operating characteristic
(ROC) analysis to determine the best threshold for classify-
ing positive and negative outcomes.”® This generally
requires a large set of negative controls in balance with
the positive samples and data analysis may be complex.

Table 1 summarizes several quantitative multiplexed
strategies for Lyme disease diagnosis. These strategies
often use one of three biosensing mechanisms: antigen-
coated bead assays, protein microarrays, and standard
ELISA (Figure 1). The general binding scheme entails anti-
gen probes capturing IgG and/or IgM antibodies in serum
and use either direct signal readout or attachment of a sec-
ondary label for detection. Automated line blot assays,
interpreted using the same criteria as the standard
Western blot, have also been used to decrease subjectivity
in blot interpretation.**>* However, the interpretation soft-
ware is adjustable by human technologists and the diag-
nostic strategy is not novel compared with the STTT, so
these assays are excluded from our discussion.>

Bead-based quantitative assays have recently gained pop-
ularity for serological detection, since they can be optimized
for simultaneous detection of multiple targets using existing
commercial technologies, such as the Luminex xMAP
system.”"”> One study adopted this technology using sets
of antigen-coated polystyrene beads to detect IgG against
VISE protein and IgM against a 10-mer peptide derived
from OspC protein.*” The authors tested several multivariate
regression classifiers to combine the two targets into a bio-
informatic score, where a value greater than 1.0 indicated a
positive result. The resulting model was used as a second-
tier test replacing the Western blot and provided potentially
better overall diagnostic performance than the STTT.*
Besides measuring single-antigen coated beads, other simi-
lar assays measure a combined signal output using beads
coated with multiple antigens** or modified recombinant
antigen hybrids.”® In the bead-based assays mentioned
here, cutoff values for a positive result were determined
using several standard deviations above the mean signal
obtained from negative control serum samples.

Another type of multiplexed assay measures the signals
of targets uniformly separated along a biosensing surface,”
thus avoiding the limitation of size-based separation that
occurs in Western blot analysis. One example is the grating-

coupled fluorescent plasmonics (GC-FP) biochip devel-
oped by our research group,” which used a plasmonic
fluorescence microarray to screen IgG antibodies against
17 proteins (DbpA, OspD, BBA73, RevA, BmpA, FlaB,
BBAG65, ErpL, VISE, OspC, P45, BBA69, ErpG, DbpB, P58,
BBAY0, ErpY) for predicting Lyme disease status. The most
predictive markers were determined using ROC analysis.
Several combinations of targets where detection of 2 out of
3, 4, or 5 targets indicated a positive result yielded 90%
sensitivity and 100% specificity for a small sample of
human subjects.

The mChip-Ld is a different chip-based assay that
detects serum antibodies against VISE, pepVF (synthetic
peptide combining regions of VISE and FlaB), and OspC
(K variant).*” In developing this assay, 12 antigens were
screened with EIA for their correlation with Lyme disease
diagnosis using a serum panel from the CDC: Hsp90, ErpB,
p45, p28, FlaB, p93/100, BmpA, DbpA, DbpB, OspC (K
variant), VIsE, and pepVE. Out of these 12 antigens, the
above 3 were deemed most predictive and incorporated
into the mChip-Ld platform. ROC analysis of over 10,000
permutations of signal intensity weights for each antigen
was conducted to develop the optimal quantitative algo-
rithm for generating a diagnostic score, which is a linear
sum of each weighted antigen signal.

Multi-antigen coated wells on microtiter plates represent
another type of microarray. Using this technology, the
ViraChip measures IgG and IgM antibodies against B. burg-
dorferi sensu stricto strain B31 and the SeraSpot assay does
this for various European Lyme disease Borrelia.”® The
ViraChip is scored in the same way as STTT IgG and IgM
Western blots, where detection of at least 2 out of 3 IgM
targets or 5 out of 10 IgG targets indicates a positive
result.*® The SeraSpot assay scores positive with detection
of at least two targets for IgG positivity or at least two
targets (or detection of anti-OspC or anti-DbpA) for IgM
positivity.”® Recently, alternative interpretation criteria
have been proposed for the ViraChip assay to increase sen-
sitivity and specificity.”

Although not inherently a multiplexed platform, the
standard ELISA is a versatile technique that can be used
to measure antibody titer via colorimetric detection of an
enzyme-activated labeling antibody on a microtiter plate.
Different targets are typically not measured within the
same well, but the large number of wells per plate affords
analysis of several targets at once when reagent volumes
permit it. ELISA was used to detect IgM against BBA65,
BBA70, BBA73, OspC, FlaB, BmpA in early-stage Lyme dis-
ease.” A positive diagnostic result on this test required
detection of at least two out of the six targets, which yielded
higher sensitivity for early Lyme disease than the standard
IgM Western blot. The authors explored different strategies
to determine the cutoff values for antigen detection, includ-
ing 2SD above the negative control, ROC analysis for best
sensitivity while setting the specificity at >99%, and devel-
opment of a weighted scoring metric.*” In other study, IgM
and IgG against B. afzelii flagella antigen was detected
using ELISA. The resulting signals were then combined to
generate an S score for predicting the risk for having Lyme
disease.”



1391

Multiplexed diagnostic strategies for lyme disease

Chou et al.

(panunuoo)

slenpiapul Auiesy

oljewo}dwAs-uou g ‘sIsoJa|os
a|diynw | ‘eibjeAwouqy g :sj0u0)
"9WAT 1US0SBIBAUOD Z| ‘QWAT Aues ||

"S|043u09 Auyesy piy
‘syuaned anbiye) 01UOIYD G/ | i€ WOYOD
‘spesnyoesse|
ul pe1os||00 "s|ouod Ayiesy 9z
‘aWwAT 81e| 20| ‘WA AlJes og :g HoyoD
'S|0J3U0D
Aunesy 9z "puelfiely ul siype
QWA e1e| pajeasun g ‘suelbiw
ewsyihie yum sjusied 6/ 1| HOYoD

‘s|enplAlpul Ayyesy pue esessip
OA110B3I-SS040 Aj[ennuslod Buipnjoul
$|0J1U0D §9 "aseas|p sWAT Jo suoln

-ejsejiuew snoleA yum siusied gzl
‘S[enplaipul
Ayyeay pue esessip aAljoBI

-ss0.40 A|lenuajod Buipnjoul s|oJ}
-U0o 08 "dWAT 216ojoInau 9 ‘BWAT]

oelpJed Ales g ‘siuyue awAT g
JUS0SBeAUOD/AlIES 7| ‘O)Nde/AlIed

1 :Aoysodsalolq wnies DY WoiS

*S|0JIUOD G/ "JUBWIea}
O1}0IQ[}UB/90USISS|BAUOD PUE 9SED
-sIp Jo sjulod snouea je sjualied gz

‘9sSeasIp oiIo
-ads-uUou G ‘oseasip aAI}0BaI-SS0IO
Arenusiod ¢ ‘Ayiesy /G :S|013U00 €6

‘pajosles alam Ayoloads
pue AjAIISUSS 1saybly 8y YIm seuo
oy} pue Auoiioads pue AlAISUSS 0}
palse] aJom sjobie} Jo SUOIBUIqUIOD

snoue) ‘suabljue aAolpaid Joy
U8aJ0S puB SaN|eA JJoind }8s O} pasn
sem susbijue [enpiAipul Jo sisAjeue DOY

‘Peppe
os|e aJom aAlleBau palsal sisdew
oM} doy 8y} uaym aAlyisod pajsa} Jey
sjebuey ybi3 'sejdwes aseas|p awA]
Aj4ea JO 19S © 10} SAIHSUSS }SOW 8q O}
pauIWIS}ap SioM Siddew g ‘siax ew
pPauU8aIos g9 Jo INQ "S|0JJU0D
Ayyesy Joy [eubis a|iuaoiad-y1g86
8y} 90IM] < Sem AJSUSIUI JudsaIoN|}
ueaW S} JI Pa}OS}ep SEM Jadew Y
‘Ayoyioads pue Ayaiisuss
1seybiy pap|alA aousnbas ojuabiue
pajeadal 8y} 1By} pauILILep INg
suabljue Jay1o paisa} sioyine ayl
"|oJjuod aAebau < SG :BNnjeA JoinD

"anfeA Joind oy}
se pasn sem aje|d Yoes Uo S|04u0d
annebau 1oy O uesw a8y} anode SE
NN
ApoQIue JO UOIJBUIqUIOD Jeaul|
pajyblem uo paseq 8109s dljew
-Jojuiolq e pajessuab sioyine ey
‘INBI-0 1 Ddad Jo} [043u0D BAEebBU<
asy pue HB|-Is|A 04 [04U0D
anirebau < QS8 84om syoind [eubis
'sjuiod g uanib
sl yoiym ‘9dsQ 1deoxe uabiue anl
-1sod yoes Joj} sjuiod 4 pue usbiyue
aullIepIog yoes Joj uaAlb si juiod
| "oAlisod Jo ‘auliepioq ‘enirebau
se paziloba1ed alom SalAIIOES)

pajoe1ep susbiiue payioads G Jo ¢ ‘g
10 1IN0 Z JO SUONEBUIGLIOD [BJ9ASS JO Auy

adAjos| jo
ssa|pJebal ‘sjebiey 0| /g< Jo uondsleQg

an[eA Jono payloads ay}
UiM pasedwiod Sem [eAISIUl 8OUBP
-IJUOD 94 GEF I8} UBSW OlI}OWOsL)

‘sisouBelp swAT aulwielep

0} pesn sem enjeA Joino peyoeds

8y} 8A0QE @O PeUIqUIOD € ‘|jom
a|Buls e Ul paxiw spesq usbiue Jo4

| < ©409s OljewJojuiolg

(syuiod $—0) @Aizebau Jo

Adi3 ‘02vdg ‘8sd ‘gdaa

‘0di3 ‘69vag ‘Gid ‘0dsO ‘IsIA

1dJ3 ‘govag ‘geld ‘vdwg ‘vaey
‘€/vg8 ‘adsO ‘vdaq 1surebe 96|

(M 8dA1) OdsQ ‘4dsO ‘Ged ‘1gdiq
1suiebe Hb| pue y1d ‘(M #dAy) DdsO
‘001d ‘gdqaq ‘geld ‘0dsQ isurebe B

0dsO-3sIA
-0dsO-3s|A Jo @ousnbas ojusbiue
pajyeadal e jsuiebe |\B| pue ‘vb| ‘Db

epndad 99 pue ‘gyddo
‘vdaq@ ‘vdsQ ‘0dsQ isuiebe o)

(epnded DdsQ) 01 0dad
jsurebe |NB| pue Js| surebe Hb|

(0101438 nsuss Lapopbing

‘g ‘nuewyards g ‘nuueb g ‘ljezie
‘g) g1d ‘(o1ouis nsuss usaLiopbing
g ‘nuueb g ‘ijpzye "g) Odso ‘(neze
'g) vdso ‘(nezse "g) eed ‘(nuneb

45 18 18 noyp
d4-09
:sjodg/Aelieololn

o 12 10 Aoye
Aesse
xa|dijinw uabnue-us |

2o'I& 18 ojeging
welsAs
uoeydioaidounwiwl

aseJa}ion] OAOA

vy [B 39 Slequi3
Aesse
xa|diynw uabue-ani4

o B 18 Joydouemiod
1s8} SMA|-INW YNaUY

*9SeasIp 91e| YUM g ‘sIsol|8110qoinau 196.e)} [enpiAipu| usbiiue yoes Joy ‘(syuiod 7-G) aulpeploqg ‘(sjuiod g<) ‘g) ggd ‘(mezje *g) 001d ‘(se10adso giosneH
UM g¢ ‘suelBiw ewayliie yum |z Aq parenojed sem (|OD) Xapul JoInd v anisod aq ueo ynsai |NB| 1o HB| [euly -uab juaiayIp) Js|A 1suiebe Hb| Jo B peaguwooal uaboui
:paseq-peag

uonejndod wniag/Apms Juawdojanap wiypioby eUa4o dnsoubeiq syabue) Apoqnuy AB6ajeng/Aessy

"aseasip awAT uewny Buioipaid oy sAesse onsoubelpoles paxa|dinul aAleIuEBND °| djgeLl



1392 Experimental Biology and Medicine Volume 246 June 2021

*S|043u09 Jouop Ayyesy 9|z ‘sis
-olj@110qoinau yum sjuaijed ysiueq 8

so|dwes ojwapud

-uou Ayyeay g0} ‘sejdwes ojwapua

Ayyeay Q| ‘sesessip aAljoEa)

-ss040 Ajlenusiod gy| :S|04u0D

‘SlypJed swAT /2 ‘sisolj@410goinau

6 ‘JuU90SajeAUOD Aed gg ‘@inde
Apes oy :Aioysodaiolg wniss HAD

"BaJB OlWSPUS-aWAT wouy
s[enpIAIpul Ayyesy Woly paos|jod
so|dwes |/ :S|0uU0) *(sisoljaiioq

-0INdU UM / ‘Siiuyme swA7 yum ¢
‘SIHPIED SWAT YUM g ‘SOBOIGIUE UM
pajeal} sjusiyed woly saidwes Jusd
-S8|eAUOD g Buipn|oul) aseasip swAT
pawuiuod yum sejdwes gg ‘Aesse
VSI13 99 uo paseq [eooAInbs Jo
anllsod pajsay jey; sajdwes wniss | L

"oseas|p oIIo
-9ds-Uou G ‘9SBasIp 9AI}OBaI-SS0JO
Allenusiod g ‘Aupesy /G :S|04u00 €6

"9SEaSIP 9B YIM g ‘SISOl|9410q0inau

UIMm gg ‘suesbiw ewsyifie yum |g
*9SBaSIp 9AI}0BaI-SS040 Ajjenusiod
YHM 9SOU} pue SseaJe OlWapusd
-UOU pue OlLBpUS SWAT Wol} sje
-npIAIpUl Ayyeay wody eias Buipnjoul
‘L8 :S|0JJUOD "SWOIPUAS asea
-sIp aWAT juswieasl-1sod yum og
‘QWAT] pajeulwassIp gz ‘@wA] Apes Z|L |

'8100s

S [eul} B UIB1JO 0} Pasn sem A}AIjoesal
NB| pue Hb| 4o} $8100S NS dY}
Buiuiquiod jppow uoissaibai onsiBo)
V "HOIND 8y} JO Uonoel) B SE paulep
SEM NS 8y} ‘YoINd > O USYM
"JJ0INO payioads e aA0ge senjea

o Jo} ‘Alonnoadsal ‘NS G 1o NS g se
paulep asam Ayanoeal NB| pue Hb|

Jo} (NS ‘SHun pazipJepue)s ul) sa100g

oW Buloos

paybiom e jo juswdojpnsp pue
‘%66< ¥e Auoyloads sy} Buies sliym
AjInIsuss 1seq Joy sisAleue DOY
‘losyuoo aAebau 8y} anoge dsz
Buipnjoul ‘senfea yono ay} 19s 0}

SpoyIeW jusiayip palojdxe sioyine ey

001<

oljeJ 8y} JI pa1oslep aJe salpoqiiue
1o6.e] aiaym ‘oljed JJoino-o}-leubis
€ aulwIelep 0} oo oy} Aq papiAip

sem usabiue Jad Aysusjul ueaw ay|

"0°1> Sl U 1 eAiebau Jo 'L < st Aus
-uejul 8y} JI peloslep sem AjAlioesl

Apognuy ‘s|jem Je}10JoiW Ul sjods
uabiue Jo Aysusiul J0j0d BuIWIR}EP

0} pesn sem ajemyos Alejendold

"uoljeulquiod aAdIpaId jsow ayy Bul
-sooyd pue spyblem jo suonenwiad
JUBJBHIP 0000} 4oA0 JO sisAjeue
00y Buisn paujwiaep atem syblom
ay] -uabnue yoes Joj sjeubis pe
-ybBrem jo wns sy} Buisn paje|noleo

sem 2109s ofysoubelp paxs|dinw a8y

aseasIp Ajyl| se1eolpul
%02 40 Ploysaiys Xst-ybiy v “Msu

9% ©1E|NOJED 0] Pasn 8q Ued S9I00S §

1J0IND payoads 8A0Qe SIeNIBW 9/g<

Jo uoposlep PesEq-YSITa PIEPUEIS

Aloanoadsal ‘sAesse
56| pue NB| 8y} oy syebiey O Jo

N0 G Jo sjeblel g Jo N0 g Jo uonosleq

“(vdaq-nue

pue DdsQ-llue Joy 1deoxs ‘pajoslep
1ebuey |) auieploq Jo (pa1oslep
sjeble} ou) aniebau ‘(pajosiep
syeble} g< Jo ydqg-nue Jo HdsQ
-1jue) aalsod aJe synsal ayy ‘|NB|
104 *(psyosiop Js|A-lue Ajuo) suliep
-10q Jo (pajoslep sjabiey g >) oAl
-ebau ‘pajoslep syebie} g<) aaisod

Qg ued jnsali onsoubelp sy} ‘Ob| o4

‘(pepodal 10u) enjea
1JOINo paioads e yum pasedwod

sem sJay} usbiue payblom Jo wns eyl

uabiue

e|jebeyy yjezje g 1surebe Hb| pue B

vduwg ‘gel4 ‘0dso

‘e/vdg ‘0/vag ‘sovad isurebe WB|

00}d PuUB ‘99d ‘85d ‘Svd ‘Ivd
‘68d ‘0€d ‘8ed ‘€2d ‘8id isurebe

96| 40 |yd ‘6ed ‘€2d isurebe O

(0101438 nsuss Lapopbing

‘g ‘nuueb -g ‘meze °g) ydaqg ‘gLd
pue ‘(0yoLs nsuss Lapopbing g ‘Iul
-1eb g ‘ljezje 'g) 0dsQ ‘ced ‘(noze
'g) 001d “(1jeze g) ggd ‘(mezie *g)

6ed ‘(mezye "g) 3sIA surebe Hb| to NB|

(gel4 pue 3s|A jo suoibai
Bujuiquoo spndad oneyiuAs) 4aded
pue ‘Is|A ‘(Guenen ) Odso ‘gdqd
‘vdaq ‘vdwg ‘o0t/eed ‘geld ‘gzd

‘Gyd ‘gdi3 ‘0pdsH isurebe 6| pue BB

og /B 18 nesseq
Aesse |\B| pue
96| paulqwod y|3ql

v 18 18 1puelg
Aesse aseasip awAT Aueg
‘VSIN3 piepuels

oy 1€ 19 19941
j0|gounuwiwl
Aesreosoiw diygeaip

ggioSneH
jodgeles

oy 12 $0 Webnwiniy
diypw

uonejndod wniag/Apms

Juawdojanap wiypiobly

eLI9)o onsoubeiq

syobue} Apoqruy

ABareng/Aessy

"panunuoy °| a|qeL



Chou et al.

Multiplexed diagnostic strategies for lyme disease

Figure 1. Quantitative multiplexed assays for Lyme disease serology use various strategies for multiplexed detection. Some recent work in this area has focused on:
(a) bead-based flow cytometry, such as with the Luminex xMAP system, which uses lasers (e.g. red and green beams in the figure) to excite fluorescent tags that
correlate with captured target analytes on individual beads and generates signal intensity readouts for each bead; (b) fluorescent microarray image analysis, such as
with the GC-FP biochip, which captures target analytes passed through a lateral flow chamber for image-based quantitation via signal intensities of fluorescent labels;
and (c) standard ELISA analysis, a common immunoassay platform conducted in microtiter plates and analyzed with specialized detectors that quantify targets via
colorimetric or other chemical changes within wells. (A color version of this figure is available in the online journal.)

The diverse strategies for measuring serum antibodies
and developing diagnostic algorithms have made the field
highly interdisciplinary, harnessing the expertise of micro-
biologists, statisticians, and engineers alike. This would
ultimately promote the development of a better diagnostic
test that can be used to improve health outcomes. However,
the general focus of algorithm development and optimiza-
tion thus far has been on determining Lyme disease status
in relatively uncomplicated samples, specifically patients
with acute or disseminated active infection and those with-
out a history of Lyme disease. The methods used to identify
these two groups could potentially be applicable to more
complex populations.

In addition to determining Lyme status, algorithms can be
developed that may allow one to distinguish between past
(treated) and current infections, which in regions of endemic-
ity, would be useful for determining if a patient has been re-
infected. Among patients who report persistent symptoms
after a full course of treatment, an exploration of how anti-
body profiles may differ in these groups compared with
treated groups with no long-term symptoms may lead to
objective diagnostic algorithms for PTLDS or refractory
Lyme disease. Lastly, because Ixodes (ticks) can be a vector
for co-infectious organisms,*®" potentially causing some
combination of Lyme disease, Ehrlichiosis, Babesiosis, and/
or Anaplasmosis, multiplexed diagnostic algorithms that
detect and distinguish the immune response in the presence
of co-infections may be particularly useful.*"*° Symptoms of
active infection and post-treatment symptoms that result
from co-infections manifest differently than simple Lyme
infections in the absence of other tick-borne organisms.*’

Quantitative immunoassays for diagnosis
and monitoring of treatment response

There is currently no standard for monitoring the serolog-
ical response to Lyme disease treatment, which could be

useful to diagnose re-infection or PTLDS. Early studies on
antibody titer changes focused on either a limited subset of
antibody markers or the general antibody titer against
whole-cell lysate.®*®> To shed light on the temporal
dynamics of specific antibody titers during infection and
treatment, researchers examined antibody biomarkers with
affinity to C6 peptide, flagellin, OspC, VISE, OspA, OspB,
DbpA, Arp, and Borrelia whole-cell lysate. Table 2 summa-
rizes various findings involving human patients.®>”°
Ultimately, a screening effort to select biomarkers and
design algorithms for predicting treatment prognosis,
such as the case for diagnostic assays, has remained elusive.

According to some previous studies, early markers for
infection include antibodies against OspC, DbpA, Arp,
VIsE, and Borrelia sonicate.®*”° During late-stage infection,
OspA and OspB may be detectable, although antibodies
present during early disease may also be detectable
during disseminated disease or for some time after initiat-
ing treatment.”® Researchers have reported conflicting
results regarding antibody persistence after the standard
course of treatment was completed. One study using
serial serum samples from 74 patients with Lyme arthritis
reported decreased antibody levels against several antigens
4-6 months following treatment,”® while other studies with
sample sizes ranging from 79 to 128 patients with varying
disseminated Lyme disease manifestations reported persis-
tently elevated antibody levels years following treat-
ment,®>%°7172  which were independent of clinical
symptoms. It has also been shown across human
(n=120-131) and rhesus macaque (n=7) studies that C6
antibody titer exhibited a >4-fold decrease following treat-
ment, especially if the patient is treated early.'**®” For
human patients, these results were in accordance with clin-
ical symptoms, such that those who exhibited a >4-fold
decrease in C6 antibody titer were also clinically asymp-
tomatic at the last point of serum collection. Furthermore,
the rare patients who had persistent arthritis or
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Table 2. Studies that investigated the temporal dynamics of serum antibody titer against Lyme disease bacteria during treatment and recovery.

Antigen/Antibody isotype Serological course

References

Flagellin/ IgG and IgM

IgM and IgG decreased over 10 years following treatment, but some

Hammers-Berggren et al.®®

study subjects remained seropositive without associated

symptoms
C6 peptide/ IgG and IgM

In a clinically cured group, antibody titer decreased either fourfold or

Philip et al.%®

to undetectable levels in most patients within 6 to 12 months post

treatment
VISE (B. garinii strain PBi)/ IgG

Using the LIAISON Borrelia Screen assay, all IgG-positive patients

Marangoni et al.®”

became seronegative at 2 to 6 months post treatment, although
these patients remained seropositive based on a comparable

Anti-Borrelia Plus VISE ELISA
Of IgM-positive patients, 22% and 50% had a declining or negative

OspC7 peptide/ IgG and IgM

Jobe et al.%®

titer, respectively, 2 months post treatment. Of IgG-positive
patients, 60% and 40% had a declining or negative follow-up titer,

respectively.
OspC/ IgG and IgM

Early IgM response occurred in patients with EM or meningitis.

Fung et al.®*

Increased IgG titer 3months to 4 years after disease onset may
coincide with arthritis episodes.

Kalish et al.%®

Kalish et al.%®

OspA/ IgG Western blot showed increasing IgG reactivity towards later disease,
which coincided with arthritis episodes
OspB/ I1gG Western blot showed IgG reactivity 2-6 years following disease

onset, which coincided with some arthritis episodes.

Flagella (B. afzelii, strain
DK-1)/ IgG and IgM

Patients with EM fit three profiles at post treatment follow-up ~1+
year later: persistent positive titer, persistent negative titer, or

Glatz et al.%®

decrease of a positive pretreatment titer to negative signal.

B. burgdorferi sonicate/ IgG

Low antibody reactivity in early disease with increased titer months

Kannian et al.”®

later. Antibody titers remained high up to 3 months after starting
antibiotic therapy and declined by 4-6 months.

DbpA/ IgG

Antibody reactivity was sometimes present during early disease and

Kannian et al.”®

titers increased considerably months later. Median antibody titers
remained steady or increased 1 to 3 months after starting antibi-
otic therapy and decreased by 4-6 months.

OspA/ 1gG

No detected antibody reactivity during early disease, but some

Kannian et al.”®

patients developed increased antibody titer later on. Antibody titer
tended to be higher in antibody-refractory arthritis patients,
including 4 to 6 months after starting treatment.

Arp/ IgG

Antibody reactivity was sometimes present during early disease and

Kannian et al.”®

some of the patients treated for Lyme arthritis demonstrated low
antibody reactivity, which decreased in patients who were
responsive to therapy but increased slightly before decreasing by
4-6 months in patients with antibiotic refractory arthritis.

VIsE C6/ IgG

Moderate antibody reactivity observed early in disease. Antibody

Kannian et al.”®

titers decreased within the first 3 months of starting antibiotic
treatment and further declined during additional follow-ups.

neurological symptoms associated with the Lyme disease
were also more likely to also have persistently high (i.e. <4-
fold decrease) C6 antibody titer.">”>

To explain some of the conflicting evidence about anti-
body levels against Lyme disease Borrelia following return
to a healthy state, researchers posit that the ability of some
antigens to be stored in folliculodendritic cells as immune
complexes may stimulate B-cells to produce antibodies for
up to several years, resulting in the maintenance of detect-
able titers independent of active infection.">”* Such anti-
gens would be abundant and stable during active
infection, with low turnover rate. Other proteins that
undergo frequent turnover, such as VIsE, would be unlikely
to reach the folliculodendritic cells at levels enough to gen-
erate long-term B-cell immunity.”>”® Another potential
explanation for differential maintenance of specific anti-
body levels is the T-cell dependency of each antigen.””

It has been shown that several B. burgdorferi surface anti-
gens elicit T-cell independent responses and that such anti-
gens may also elicit relatively weak B-cell humoral
immunity.”® Altogether, one may hypothesize that among
the larger repertoire of Lyme disease diagnostic antigens,
there exists a subset of diagnostic antigens useful for mon-
itoring treatment response and help elucidate the etiology
of persistent symptoms in PTLDS. These may include anti-
bodies that decrease after treatment or, alternatively, tend to
be elevated in patients who experience successful recovery
compared with patients that report persistent symptoms."’
In the latter disease paradigm, researchers found that a
robust plasma B cell response contributes to inhibition of
bacterial growth and disease clearance."

A thorough effort to identify potential biomarkers asso-
ciated with active infection or persistent symptoms would
benefit from detailed documentation of the time points



from infection to treatment, specific patient characteristics,
and the prescribed treatment regimen. It has been shown
that a longer interval between exposure and treatment may
lead to more severe disease (e.g. multiple EM, neurologic
symptoms, and arthritic symptoms), which is further asso-
ciated with higher and more expansive antibody reactivity
that lasts longer compared with patients treated at earlier
stages of the disease.*®°***”® Individual differences in
genetic background and other circumstances can also
affect how a patient responds to infection and antibiotic
treatment. Thus, patients may be prescribed one of several
variations of the standard treatment. The Infectious
Diseases Society of America recommends the following as
first-line treatment for early localized or early disseminated
Lyme disease (i.e. EM in the absence of neurological symp-
toms nor atrioventricular heart block): oral doxycycline
(100 mg twice daily) or amoxicillin (500 mg 3 times daily)
for 14-21 days.'® For patients intolerant of these treatments
or present to the clinic with more serious disseminated dis-
ease symptoms, including Lyme arthritis and neurological
involvement, IV administration of other antibiotics is rec-
ommended.'® Additional treatment for patients with per-
sistent symptoms is not recommended by the Infectious
Disease Society of America guidelines; however, some
studies involving patients with PTLDS report inconsistent
results of retreatment.!>8%-82 Ultimately, the “standard
treatment” for Lyme disease is not a one-size-fits-all proto-
col that induces the same response in everyone. An under-
standing of the differences within the patient population, as
well as supplementing the existing and novel testing pro-
cedures with information about patient medical histories
would allow for more personalized and potentially accu-
rate predictions of treatment prognosis.

Novel diagnostic approaches may provide additional
information about serum antibody levels and the profile
of antibody response against different antigens for acute
and convalescent disease. Using a highly sensitive
microarray-based detection platform called GC-FP, our lab-
oratory measured IgG antibody levels against 17 B. burg-
dorferi antigens (BBA65, BBA69, BBA73, BmpA, DbpB,
ErpG, ErpL, ErpY, OspC, OspD, P41, P45, P58, RevA,
VIsE) in acute and convalescent serum pairs from two
patient cohorts, in conjunction with our prior study on
GC-FP for Lyme diagnostics (Figure 2).”” As a caveat for
this analysis, the time interval between samples collected
before and after initializing treatment differed across
patients as well as cohorts and the total number of paired
acute/convalescent samples is limited. The first cohort
(n=3) consisted of patient samples from the Lyme
Disease Biobank taken during early Lyme disease and
again 76 to 99 days after initiating the standard course of
antibiotic treatment. Convalescent stage patients in this
group may have reached at or neared clinically asymptom-
atic disease resolution.”” This may explain the observed
general decrease in IgG antibody titers below detectable
levels using GC-FP analysis. Although patient serum sam-
ples from the CDC Lyme Serum Repository were also taken
at the early Lyme disease stage for the second cohort (n =4),
the convalescent stage sample was drawn much earlier
than in the first cohort, at 10-35days after initiating

Chou et al. Multiplexed diagnostic strategies for lyme disease

treatment.”” At this stage of early convalescence, patients
may have been in the process of mounting a peak humoral
immune response to the infection.®® Thus, there was a mea-
sured titer increase for IgG antibodies to several antigens at
the convalescent stage. The baseline titers of early acute
samples may further be affected by the time interval
between infection and initial serum collection, individual
genetic differences, and whether samples were decontami-
nated with heat shock treatment (as was done for the CDC
samples).®® Thus, several factors including the temporal
dynamics of infection and treatment, as well as sample han-
dling conditions, need to be standardized and accounted
for to accurately predict Lyme disease status based on the
circumstances of each patient (and their serum samples).
Nonetheless, these initial results demonstrate the potential
to measure differential antibody profiles during acute and
convalescent phases of infection, which could provide
insight into a patient’s stage of disease or response to treat-
ment. Along the same line of investigating temporal
changes in immune response to Lyme disease, another
study measured levels of various cytokines and chemo-
kines associated with T-helper cell (Th1l and Th17) func-
tion.® The authors reported several differences across
serum samples from patients with early disease with or
without antibiotic treatment, versus late-stage Lyme arthri-
tis. Analysis of these inflammatory mediators can provide
information about how heterogeneity of immune responses
may correlate with disease stage, Lyme symptoms manifes-
tation, and possible autoimmune phenotypes,* potentially
supplementing antibody data in determining Lyme disease
prognosis.

Outlook

The ongoing challenges of diagnosing early Lyme disease
and understanding the treatment response have been
important areas for research. Current test sensitivity for
early Lyme disease was estimated to be 60 times lower
than comparable HIV serological tests.” Currently there is
no standard method for confirming that a patient has fully
recovered from Lyme disease or has been re-infected after
being diagnosed and treated previously. Among proposed
solutions, quantitative multiplexed serological assays have
emerged to be relatively simple and powerful techniques
that have been shown to be comparable or better than the
current STTT scheme.***’ Besides accessing quantitative
information about the extent of specific antibody response
to spirochete proteins, a layer of information not typically
permitted with qualitative methods such as the Western
blot, such assays also provide data that can be used to dis-
cover patterns in serum reactivity and enable us to predict
disease status based on these patterns. For example, we
recently used both ROC analysis and machine learning
algorithms to develop diagnostic thresholds for COVID-
19 antibody detection in a GC-FP based assay.*® This has
been done to diagnose Lyme disease using several quanti-
tative multiplexed assays described in this minireview. We
further propose that similar techniques using predictive
modeling and machine learning can be adapted to differ-
entiate active Lyme infection in patients who have complex
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Figure 2. GC-FP analysis was conducted to measure IgG antibody levels against 17 B. burgdorferi antigens (BBA65, BBA69, BBA73, BmpA, DbpB, ErpG, ErpL, ErpY,
OspC, OspD, P41, P45, P58, RevA, VIsE) in acute and convalescent serum pairs from two cohorts. Cohort 1 consisted of samples from three patients, collected by the
Lyme Disease Biobank and Cohort 2 consisted of samples from four patients collected by the CDC Lyme Serum Repository. Samples from both cohorts included an
early Lyme disease sample (early acute) and a sample collected after initiating treatment (convalescent), with the days after initial dose of treatment specified. The
mean GC-FP signal intensity for each antigen is reported for each patient. The red lines indicate cutoff values for detectable signal, which were determined from
measurement of negative control serum samples. For a given sample and antigen, GC-FP signal above the red line indicates measurable antibody concentration above
the background signal measured in a negative control sample. (A color version of this figure is available in the online journal.)

Lyme disease statuses, such as past infection, PTLDS, and
co-infection.

In these cases, when disease status is complicated, ran-
domized training and test sets could be useful in making
cutoff decisions and designing diagnostic algorithms to
prevent model overfitting. To accomplish this, a large-
scale effort to collect and consolidate a variety of data
from negative serum control sets representative of local
and general populations could be used to identify
active disease in areas of different prevalence for Lyme
disease antibodies and where people may have other
look-alike or cross-reactive conditions.*> Although they

may be difficult to obtain and confirm, negative controls
from successfully treated Lyme disease patients would
be particularly useful in identifying re-infections.
Data from patients with confirmed treatment failure,
while also difficult to obtain, would help in
elucidating why a subset of patients exhibit PLTDS.'*%¢
Data from these populations may contribute to novel diag-
nostic algorithms that address the current gap in scientific
knowledge and move Lyme disease diagnostics closer to a
quantitative analysis of the immune response to disease,
and thus promote better ways of tackling tick-borne illness
in the clinic.
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