Immunobiology xxx (XXXX) XXX—XXX

Immunobiology

Contents lists available at ScienceDirect

Immunobiology

journal homepage: www.elsevier.com/locate/imbio

Cytokines concentrations in serum samples from allergic children—Multiple
analysis to define biomarkers for better diagnosis of allergic inflammatory
process

Natalia Karolina Kordulewska®, Anna Cie$lifiska®, Ewa Fiedorowicz®, Beata Jarmotowska®,
Krystyna Piskorz-Ogérek”, Elzbieta Kostyra™*

@ Department of Biology and Biotechnology, University of Warmia and Mazury, Oczapowskiego 1A Street, 10-719 Olsztyn, Poland
b Regional Children's Hospital in Olsztyn, Zolnierska 18 A Street, 10-561 Olsztyn, Poland

ARTICLE INFO ABSTRACT

Keywords: Background: Allergic diseases can expand at any age as a result of complicated interaction of environmental and
Allergies genetic factors. Through the years, studies have found that allergic diseases are primarily described by elevated
Interleukins Th2 pathway activation, leading to increased serum IgE levels, allergen reactivity, blood eosinophil counts and
1L secreted interleukins.

:?Z:nmarker Methods: A total of 20 patients with allergy and 20 matched controls participants were recruited for the study. A

study was designed with the framework of an ongoing project at the Regional Children's Hospital in Olsztyn on
the analysis of the immune profile of children with allergy and asthma. Diagnosis was conducted by medical
specialists. Whole blood samples were collected and serum IL’s and chemokin levels were made using ELISA kits.
Results: Results demonstrated that in comparison to the controls, the individuals with allergy showed sig-
nificantly higher concentration of IL-1f, IL-4, IL-6, IL-8, IL-10, IL-13 and TNF-a. We also demonstrated sig-
nificant correlations between the levels of cytokines which implies the presence of an interactive network be-
tween them. The results of ROC analysis indicated the 3-factors (IL-1(3, IL-4, IL-8) could be additional, helpful
biomarkers in better diagnosis of allergy.

Conclusions: In this study, serum levels of cytokine differed among children with allergy. However, the findings
of this support the possibility of using an appropriate selection of serum cytokine for the diagnosis allergy and
emphasize the need to standardize quantitative methods for serum analysis.

1. Introduction

Allergic conditions perform a spectrum of disorders, including: ec-
zema, certain forms of asthma, food allergies, eosinophil esophagitis,
insect and drug allergies. The time between 20-30 years, the prevalence
of allergic disease has raised exponentially throughout the world and
now affects approximately 1 in 5 people (Pawankar et al., 2013). Al-
lergic diseases can expand at any age as a result of complicated inter-
action of environmental and genetic factors. Usually allergic disease,
are correlated with one another, further illustrating the overlapping
underlying mechanisms of pathogenesis and disease. Through the years,
studies have found that allergic diseases are primarily described by
elevated Th2 pathway activation, leading to increased serum IgE levels,
allergen reactivity, and blood eosinophil counts (Zheng et al., 2011).
Allergen-induced IgE synthesis can trigger eosinophils, basophils and
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mast cells to release cytokines for the differentiation of Th cells into Th2
cells to secrete interleukin-4 (IL-4), IL-5, IL-10 and IL-13 (Yssel and
Groux, 2000). Numerous research in genetic contributed to the identi-
fication of large candidate genes in the pathogenesis of allergic in-
flammation and asthma. Many genes encode interleukins, which are
produced by immune cells and mediating in the induction and the de-
velopment of inflammatory responses.

Because the pathogenesis of allergic diseases, are complex process
that may begin in the prenatal period, this is a time that the immune
system could play an important role. A study was designed with the
framework of an ongoing project at the Regional Children's Hospital in
Olsztyn on the analysis of the immune profile of children with allergy
and asthma. From these ongoing clinical studies and using data from
the available published literature, a panel of cytokines were identified
for serum measurements in children with allergic diseases. The

Received 13 June 2018; Received in revised form 3 July 2018; Accepted 5 July 2018

0171-2985/ © 2018 Elsevier GmbH. All rights reserved.

Please cite this article as: Kordulewska, N.K., Immunobiology (2018), https://doi.org/10.1016/j.imbio.2018.07.010



http://www.sciencedirect.com/science/journal/01712985
https://www.elsevier.com/locate/imbio
https://doi.org/10.1016/j.imbio.2018.07.010
https://doi.org/10.1016/j.imbio.2018.07.010
mailto:elzbieta.kostyra@uwm.edu.pl
https://doi.org/10.1016/j.imbio.2018.07.010

Immunobiology xxx (XxXX) XXX—XXX

N.K. Kordulewska et al.

(98pd 1x2u UO panunuU0d)

*(810T “Te 30 O[IRIUSIN ££66T WYSHM

pue 11ey3a,7) srydonnau Jo UOTIBANIOR PUE SIXEJOWSD SJRIPIUW
'uondIJUL [eIIA Aq pasned seasIp 1oer) £10jelrdsal UOUWIWOD

e ‘spijorysuoiq jo sisauadoyyed oy ur ojox e Aed 03 paAdIaq ST 8-T[
*(aseaa1 dUIWEISIY ‘3°3) SIS0IA0X3 ¢, ,BD) TR[N[[IBIUT UT SISLIIUT
se yons ‘siso1£003eyd pue uoneidiw 10j parmbai sasuodsax
res13o1o1sAyd jo sa11as e sednpur §-[ ‘S[[99 1981e) Uy ‘sisauadorSue
Jo 110wo1d Jusjod e 3q 0] UMOUY OSTe ST §-T[ "PIALLIE

aAeY A3} 9du0 sisolfdoSeyd saonpur os[e -] "UONIIJUI JO IS
9y} premo) djeidiur 0) way) Sursned ‘sayfdo[nueid LYo os[e INq
spiydonnau Ajurewrid ‘s[[ad 1981e) UT STXEJOWAYD 3SNed ] "SUoTduny
JURUTWOP OM] SeY ‘109D o19pjowayd ydo.nnau se umowy os[e ‘g-T[
*(8102 ‘Twaseyn

/66T WS pue 11eyss,) uonersyijoxd I, sadueyus ‘ddy saonpur
‘s[1oo ewse[d ojul g Jo pue S[[3D WIS PIO[IAUI JO UOIRTIUSISHIP 10J
a[qisuodsaz st 9-T ‘uondnpoid aup01£d> A10jeUIUIR[IUT O] ASLI IAIS
Jey) sopedsed Jureusdis Ie[n[eorNUI AJBANDE pue SjusuIeduIod
Ie[n[[2deIUl PUE 9DBJINS [[30 3} U0 Judsaid a1e asay, “(SANVd)
sureped Je[nosjowr pajerdosse-uadoyied € 0] PalIdJal ‘Sa[nISOUT
[erqoorwr dyads 03 asuodsar ur safeydordewr £q pajaIdas

3q ued 9-1 "armeradwa) Apoq 1s00q 0) Spes] ey} UOoNeZI[Iqoul
A313us 1dwoid 9-1 ‘O[osnwr os[e pue anssn Anej uf ‘yurod

-3es amjeraduia) s Apoq ay3 Surdoaasp ySnoxyy ‘snurefeyiodAy
a3 ul (zgHd) ¢H uIpue[3elsoid jo sisayiuds Suruuidaq

pUR JSLLIEq UTRI]-POO[q 3] SUISSOID Jo J[qe SI ] ‘dsuodsal

aseyd aInoe 9] JO pUB I9AJJ JO IOJBIPIW [BINLID UE ST 9-T[
*(810T “Te 19 YPOppeId 4661 WSLUM

pue 11ey3a,) sisol4o03eyd adeydoIdew saseaIdUI pue [[9 JNLIPUIP
pue ‘s[jad 1y, ‘sedeydordeur ‘Z1-11 ‘A-NdI Jo uononpoid ayy
$90NPaI H-T[ “HSI pue [HS[ 01 YDIIMS S3INPUT - "UONETIUDIIP
1YL snuqryur £qa1ay) pue uononpoid g1-T serem3ax

umop {s[[30 g uo gD pue ‘sadeydoidewr pue g uo I Sep] DHIN
sayen8ar-dn *Arunwuwr erowny aandepe ur 10)e[n3a1 49y e ST os[e
pue ‘vonerdjrjord (DIA) [[90 ISEW pUR [[30-], PUE [[9-g PIILATIOR
JO uomR[NWITS SE [[oM SE S[[o0 euuse[d 01Ul S[[9D g JO UOTIBIIUSIDHIP
9y Surpnpour ‘suonouny [ed180[o1q Auewr 198 Sey p-TI

*(200Z ‘ofpIeul( (4661 MSLIM pue 1eysa) santadoid
9SUQJOP-1SOY SWOS Ssey [-T[ UONIppe uJ "ssuourioy Areymird

Jo asea[ar ayy a3enodus ‘poysary) ured Y} UT ISEIINP 0}
Burpes] ‘surpuerdeisoxd jo uononpoid ay) sajenuwns 9enIed jo
UOTIONIISIP Y} UT SUNNSI ‘saseuaSe[[0d JO SISIYIUAS 3] SISLIIUT
I9A0RION "WINI[RYIOPUD UO T-INVDA PUB T-INVDI PUB SUDOWSYD
Buronpur £q sanianoe A1ojewwepjur-oid ‘(ddv) sureloid aseyd
SInde)pue SIse[2031s0 Aq uondiosal suoq ‘1oAd) ‘erxaroue ‘dos[s
‘uorsuajodAy sonpur 03 Lfiqe a1e 1-T[ ‘A11x01014d (BIN) I
[eimeN padueyud pue surajold J0j uorssaidxa auad ajeniur 1o
ssaxddns ‘uonippe uj ‘uoneInwW pue uoneIdjioid g os[e padueyUS
‘10)dada1 1 pue ‘g-I 9YI] SaUIN014d Jo uondnpoid Sunueyus £q
UONBATIOR ], 9JR[NWINS-0 ‘UonjeIdjijoid (90 aseaidur o) Aijiqeded
a1y d1eys 9-T Pue ANL M I-T1 “(e8eydomew £4q gD ASO-ND
‘8-T1 ‘9-TI “©-AN.L) sentadoid d13oj01q Surddeiaro im saun{0IAd
Jjo dnoi3 e 03 A1dde 31 -aunjo1f> Arojewrwrejur ue Afedourid st 1-T1

INDXD TYOXD

*(0£1aD payre?) 0g1d3 yusuoduiod
Supnpsuen-feusis 3y} pue (9gTAD) Ureyd 0Y9-TI

TOUET-TI “AYT-TI

INT-TI ‘111

wniRyIopus
‘o8eydoewr ‘934d0u0w

BUWOI)S MOLIRU 9U0q
‘o8eydoew ‘@14d0u0wW ‘T,

=2
Jsew ‘I[N [eINJRU ‘2O, ‘TUL

ISP [eInjeu ‘Wn(PYlopus
‘o8eydordewr ‘sajfo0uopy

*S[[99 TRI[YIOPUS PUE S[[3D [ISNU [Joows AemiTe ‘S[[32 Terpylids

se yons sad4) [[90 1930 pue sadeydoioewr A4q paonpoid sunRjowAYD B ST 8-TI
-asuodsax

aunuwl denuns 0} sadeydoidew pue S[[ad [, Aq PalaIdas ST 9-T[ 9-T1

“IN pue sjiydoseq ‘sjad 3seur (gyL) sa1kdoydwiA] pajeande £q paonpoid -1

sadeydordewr pue sajfdouourwa)IsAs
SQUNWIWIT 9JBUUT 3] JO S[[32 UNIIM uondnpoid s)1 U0 passndoj
aAeY SaIpNIs Jo Ajrrofeur 3sea Inq sadA) (190 jo A1arrea Aq pasnpoid dJi-m

uonodung

s[[9d> Surreaq-sioldodar pue sioydedoy

921n0g

s[[9o Suronpoid aunjoIfn

*Apmis STy} UI PIJEN[BAD SUN{0IAD WINISS JO SONSLIDIIRILYD
I 3[qeL



Immunobiology xxx (XxXX) XXX—XXX

N.K. Kordulewska et al.

*10308] SISOIDRU Jowny — N, 10398} [3MoIS Suruiojsues) — JoJ, ‘WOIDJIAIUI — NAT SUD[NSIIUL — |

‘(1102 ‘SLIBH 4661 S pue 1[eyss,)) uoneidiur 91£50nay 10j
paxmbai Burpurq pue uorsaype sajowoid ‘s[fed g ewse[d pajyeande
woiy ¢H3] pue egH 3] jo uononpoid 3y} sadNPU] ‘(SONI) ISBYIUAS
9PIXO DLIIU J[qIINPUT sAjeAnde ‘sadeydoioew Jo AIATIOR SWOSOSA]
pue uonejuasard uaSnue sasea1du] ‘AJIATIOE S[[3D HN SPIOWOI]
*sasuodsa1 reny[ed pue [edrdojoisAyd jo A1arrea e Surnpoid
sauad og¢ 01 dn ur uonduosuen sy "gyL Jo uoneidjijord
S)IqIYUI ‘SUONIOE -] [BI2A3S saziuoejue ‘9feydoroew sajeAnde
“I1 pue [ sep] DHIA sedueyuy ‘sanJadoid Jowm-nue pue ‘A1ojems3sx
-ounuru ‘(uoryedrdar [exia s)qIyur) [eIA-nue sey A-NAT

((£66T WSLIM pue 1[ey8a,) S[PAJ] ANL 03 payuI[ Sulaq APULLIND
a1e qgI pue uolssaxdap jo saIpmis ‘TerseAonuod ySnoyyr (adr)
9seasIp [omoq Alojewrure[jur pue siserzosd ‘uorssardop

Jofew ‘I9oUED ‘9SBASIP S IPWIPYZ[Y SUIPN[Ul SISEISIP uewny jo
£yarrea e ur pajedrduwr usaq sey uononpoid NI, Jo uonemsaisiq
‘Texia-nue ‘98eydordeur $3)EATIOY "WNI[PYIOPUS UO UOTIID[S

-1 pUB UOT9I3S UN{0IAD saonpu] “s[[ad Suronpoid 9-T pue - eIA
sisdas 0] puodsax pue uonesidai [e11a pue sisauadLiown) Jqryur 0}
pue uonewureyur ‘(soof 1Y31am) BIXayded ‘(A1121X01014D) UIeap [[30
onojdode ‘1049] 2onput 01 9[qe ST ‘Uado1Ad snousdopus ue Sureq
‘ANLL "S[[92 sunwwil Jo uonen3al ayl ur st ANL Jo 901 Arewrrad ay,
*(810T “Te 32 yooppeid {4661 WYSHUM pue

1[e133,]) WNI[PYIOPUS U0 T-]NVDIA S2onput F3[ pue [H3] 0) YoIIms
paonpur ‘@14d0uow pue g uo £gdo pue II sep| DHIN saren3ar-dn
‘uorjerdjrord g sayeanoeqo) adeydoroeuwr £q UOTIDIIRS SUINOILD
pUB UOTIEATIOR SHQIYU] "BUIYISE SUIPN[OUT SISEISIP JUSISPIP pue
uonewwejur J131[[e Jo Io0jeIpaul © s J] ‘uonensai-dn aseuniyd
pue sisolqy ‘ssauasisuodsar-10dAy Aemire ‘uonaidas-rodAy snonur
‘erse[drad Ay 1199 191q03 ‘sisoyiuAs g3 ur 101eM3a1 [eNUID e ST S T-T]
(0T0Z “Te 32 2100\ d ‘£661 WSLIM pue 1[ey3ay)

Kemuped Surreudis LY.IS-MVI 9Y) JO UoneNSa1 9y} Ul PIAJOAUT

SI pue ‘A1ATIoR gy-IN Y20[q ued OT-TI ‘uondnpoid Apoqnue

pue ‘uorjerdjroid TeAIAINS [[9D g S9OURYUD Os[e I] ‘wewmy Aq g-TI
pue ‘@snour £q U0T1aI13s A-NAT $31qIyu] ‘sadeydordeur uo sa[novjour
A101RINWINS-00 pUe ‘suddnue [ SSe[d DHIA ‘SPUN0IAd UL

Jo uorssa1dxa oY) $31eNS2I-UMOP I] “UOTIRUIWIR[JUI puE uonem3al
-ounurut ut s39aye Ordonorard ‘Qrdnmur yIIm U 0lAd e st OT-T1

*(Z4ONAI) g 101dadas eurures
uoIayIaU] pue (TYONHI) T 101dedar ewrwred

U019J191u] JO SumnsIsuod 10)doda1 JLIBWIPOIAIAY S [eINIeU ‘TYL

*(08/5£4 Q02 TaD ‘T °2d4y 103dadax
ANL) T9ANL pue (09/55d ‘eoz1ad ‘1 2dAy
101dada1 INI) THANL ‘s101dada1 om) puiq ued NI

1[99 g “I9[[IY [eInjeu ‘[[3D Jsewr
‘a8eydomew ‘91400u0W [0 L,

TOYET-TI 1199 Iseuw ‘ZyL

surejoxd g-103dedarx
0T-TI 0M} pue 1-103deda1 Q-] OM) JO SUTISISUOD
xa1dwod 103dadar e ySnoayy sjeudrs Q-1

a3eydoeur ‘914>0u0wr ‘[[22
g 192 L ‘(dsnowr ur zy1) YL

*S[[99 YN Pue s[[ad [eraypids [esodnur ‘sadeydoioeur ‘(S[fad 21) S[[od

uonoung

s[[92 8urreaq-si01dadar pue s101dedey 221n0S

1. 91X01034d “(S[[@ TU4L ‘A[reoyroads) s[[ed 1ad[ay I, Aq pa1a1das ST ANMT A-NUT
suoinau pue ‘syiydoursos ‘s[[ad Iseur ‘syrydonnau ‘s[@d
N ‘se1kdoydwiA] + D se yons sadAy [[99 1o3o Auewr £q paonpoid
9q ued 31 ySnoyipe ‘saeydoroewr pajeande £q Apjaryd paonpoid st g 0-ANL
s[[e2 a14d0nN pue s[fed [rydoursoy ‘s[fed [rydoseq ‘[[od ISeN
199 L IO TeIMeN ‘S[[92 $dD ‘S[[99 UL Aq Pa1a123s duDBj0IADd € ST £ T~ €11
S[[90 g pUe [, PAJeATIOR JO J9sqNS UILLIdD B Ul pue
‘S[[99 I Ar03e3a1 | gdx0q , STAD . AD ‘S[[92 Isewr ‘TYJ, sa1kdoyduwA]
U)X 19sS9] B 0) ‘pue sayfoouowr Aq pasnpoid Aurewrrad s o1-TI
s[[@d Suronpoid aunjo1fn

(panupu0d) 1 dqeL



N.K. Kordulewska et al.

characteristics of the chosen cytokines are presented in Table 1.

The main aim of the study was to evaluate the serum cytokines
concentrations in children with diagnosed allergy and asthma and
evaluated whether this result could be identified for additional diag-
nosis in children with allergy.

2. Material and methods
2.1. Participants

The patients were recruited by specialists in the Regional
Specialized Children's Hospital in Olsztyn, Poland, informed consent
was obtained from all children’s parents and the study was approved by
the Local Bioethics Committee (No. 19/2016; 18/5/2016).

Our control group comprised 20 healthy children with no history of
behavioral disorders and the same amount of tested group 20 children
with diagnosed allergies (20 children with food allergies with: 1) co-
existing asthma n = 5; 2) atopic dermatitis n = 5). Children with fever,
infections and skin problems and those taking steroids or antibiotics
were excluded from the study. The patients were allowed 2 antago-
nists when necessary, but no medications were taken 72 h prior to blood
collection and all other medications, including anti-histamines, were
excluded during the study. Patients were selected based on established
criteria: diagnosed asthma, skin prick test, means of cIgE and a-sIgE in
the blood as well as blood eosinophilia. Demographic and clinical
characteristic of the study population are shown in Table 2.

2.2. Serum collection and cytokine measurements

Whole blood samples were collected in Vacutainers (BD Bioscience,
CA) with a clotting activator. Centrifuge at 2.000g for 10 min at 17 °C,
after that time we collected supernatants (serum) and aliquoted and
stored at —80 °C, as describes before Kordulewska et al. (2015); 2016;
2017).

Serum IL’s and chemokin levels were made using enzyme-linked
immunosorbent assay (ELISA) kits (Diaclone, MabTech and BD) ac-
cording to the manufacturer instructions. Triplicate samples were run
and the results were equalized by comparison with standard curves
expressed in pg/ml. Serum measurements in both tested group of study
participants included: interleukin-1f (IL-1p); interlukin-4 (IL-4); inter-
leukin-6 (IL-6); interlukin-8 (IL-8); interlukin-10 (IL-10); interlukin-13
(IL-13); tumor necrosis factor-a (TNF-a); interferon-y (IFN- y)
(Table 1).

Table 2
Characteristics of the study participants with diagnosed allergy and control
group.

Characteristics Control ASD with co-existing
allergies

Patient’s samples, no. 20 20
Age (y), mean * SD 7.60 = 1.93 5.4 + 1.95
Female sex, no. (%) 10 (35,7%) 8 (27,6%)
Diagnosed Allergy, no. (%) 0 (0%) 29 (100%)
Moderate/severe asthma, 0 (0%) 12 (41%)

no. (%)
Skin prick test positivity, no. 0 (0%) 29 (100%)

(%)
cIgE [IU/mL] mean *= SD 90.13 + 43.93%%** 338.9 + 177.2

a-sIgE [IU/mL] class Negative predictive
value, class 0

3.668 + 1.104%***

Positive predictive
value, class 4 - 6
Blood eosinophilia (mean % 25.83 + 5.027
of eosinophils in the

blood smear)

mean * SD

p < 0.0001 control group vs. allergy group.

Immunobiology xxx (XxXX) XXX—XXX

2.3. Statistical analysis

Analysis and evaluation of measured data were performed using
GraphPad Prism 7 (GraphPad Software, Inc., USA) and SPSS 17.0 sta-
tistical software (SPSS Inc., Chicago; IL); with results presented as
mean *+ SEM, and the mean values between control and allergy
groups. A p value of < 0.01 was considered significant. We used Mann-
Whitney nonparametric test for cytokin analysed data. To test sensi-
tivity and specifity of the biological markers of measured cytokines to
detect allergy, receiver operating characteristic (ROC) analysis were
perfomred. The correaltion between true positive rate (sensitivity) and
false-positive rate (1-specificity) was represented as a curve. The cut-off
point was choosen to minimize the sum of false-positive and false-ne-
gative test results. Efficient screening instruments are indicated by ROC
curver with high area under the curve (AUC). Sperman rank order
correlation analysis were used to dermine the relationship between
analysed parametres.

3. Results
3.1. Production of cytokines

3.1.1. IL-1p

We noted significantly 5.5-fold increased in IL-1f concentration in
the allergy group compared to the control group (p < 0.0001). In
control group the mean level of IL-13 was 62 pg/ml while in allergy
group 337 pg/ml (Fig. 1A).

3.1.2. IL-4

Significant differences were noted in serum IL-4 between control
and allergy groups (P < 0.0001) (Fig. 1B). The mean value in control
group was 55 pg/ml while in allergy group 278 pg/ml.

3.1.3. IL-6

We observed significant 1.8-fold increase in IL-6 concentration in
the allergy group compared to the control group (p < 0.01). In control
group the mean level of IL-6 was 210 pg/ml while in allergy group
374 pg/ml (Fig. 1C).

3.1.4. IL-8

We established 3.6-fold development in allergy group compared to
control (p < 0.0001) (Fig. 1D). Mean level of children with diagnosis
allergies was 68 pg/mL, when in control participants 248 pg/ml
(Fig. 1D).

3.1.5. IL-10

We detected 2.4-fold significantly increased of concentration of IL-
10 in allergy group compared to control (p < 0.0001) (Fig. 1E). Mean
level of children with diagnosis allergies was 146 pg/mL, when in
control participants 62 pg/ml.

3.1.6. IL-13

IL-13 concentration has been shown to be significantly 3-fold up-
regulated in children with diagnosed allergy (p < 0.0001) (Fig. 1F).
Mean level of children with diagnosis allergies was 198 pg/mL, when in
control participants 66 pg/ml (Fig. 1F).

3.1.7. TNF-A

We noted 2-fold increased serum levels of TNF-a (Fig. 1G) in chil-
dren with diagnosed allergies compared to control participants
(p < 0.0001). Mean level of children with diagnosis allergies was
168 pg/mL, when in control participants 82 pg/ml.

3.1.8. IFN-T
We established 3-fold decreased IFN-y in allergies group compared
to control group (p < 0.0001) (Fig. 1H). Mean level of children with
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Fig. 1. Mean serum and individual results of the subject concentrations of interleukin: (A) IL-1p, (B) IL-4, (C) IL-6, (D) IL-8, (E) IL-10, (F) IL-13, (G) TNF-a, (H) IFN-y.
Data are presented as the mean = S.E.M. *** p < 0.001, **** p < 0.0001 vs. control.
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Correlation Allergy Group
(n=20)

0 0250 0.500 0.750 1.000

Correlation Control Group
(n=20)

0 0250 0.500 0.750 1.000

Fig. 2. Correlation of cytokine levels in children with diagnosed allergy and healthy, control participants. Positive correlations are shown in blue and negative in
white. The intensity of the color increases with the significance of correlations. Correlation coefficients are given inside the squares. Statistically significant cor-
relations are highlighted by white circles (For interpretation of the references to colour in this figure legend, the reader is referred to the web version of this article).

diagnosis allergies was 142pg/mL, when in control participants
414 pg/ml.

3.2. Correlation analysis between the levels of cytokines

As revealed by Spearman correlation analysis significant correla-
tions have been noted between cytokine levels. In children with diag-
nosed allergies we found positive correlation in concentration of IL-8
and TNF-a (R = 0.560, p < 0.05) and IL-13 and IFN-y (R = 0.575,
p < 0.001) (Fig. 2A). On the other hand, we did not observe, any
correlation in control group (Fig. 2B).

3.3. ROC curve analysis

To assess the practicality of these factors as adjunct of additional
biomarkers for allergies, ROC analysis was prepared. The optional cut-
off for using IL-1f3 as a biomarker for allergies was 124.4 pg/mL. The
cut-point was associated with a sensitivity of 90% and specificity 90%
(AUC = 0.95; 95% Cl, 0.87-1.0, p < 0.0001) (Fig. 3A and Table 3).
The optimal cut-off point for using IL-4 as a biomarker for allergies was
87.04 pg/ml. The cut-off point was associated with a sensitivity of 90%
and specificity 90% (AUC = 0.93; 95% Cl, 0.85-1.1, p < 0.001)
(Fig. 3B and Table 3). The optimal cut-off point for using IL-6 as a
biomarker for allergies was 252 pg/ml. The cut-off point was associated
with a sensitivity of 70% and specificity 80% (AUC = 0.79; 95% Cl,
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Fig. 3. Receiver operating characteristic (ROC) curves for: (A) IL-1f3, (B) IL-4, (C) IL-6, (D) IL-8, (E) IL-10, (F) IL-13, (G) TNF-a, (H) IFN-y, (I) combined of 4-factors
(IL-1, IL-4, IL-6, IL-13) as a biomarkers for allergy — together, (J) separate every analysis and (K) combined of all 8-factors (IL-18, IL-4, IL-6, IL-8, IL-10, IL-13, TNF-
a, IFN-y) as a biomarkers for allergy — together and (K) separate every analysis and (L).

0.65 - 0.94, p = 0.002) (Fig. 3C and Table 3). The optimal cut-off point
for using IL-8 as a biomarker was 133 pg/ml. The cut-off point was
associated with a sensitivity of 90% and specificity 95% (AUC = 0.98;
95% Cl, 0.94 - 0.68, p = 1.1) (Fig. 3D and Table 3). The optimal cut-off
point for using IL-10 as a biomarker was 87 pg/ml. The cut-off point
was associated with a sensitivity of 85% and specificity 80%
(AUC = 0.93; 95% Cl, 0.85-1.0, p < 0.001) (Fig. 3E and Table 3). The
optimal cut-off point for using IL-13 as a biomarker was 81.06 pg/ml.
The cut-off point was associated with a sensitivity of 95% and specifi-
city 80% (AUC = 0.90; 95% Cl, 0.81-1.0, p < 0.001) (Fig. 3F and
Table 3). The optimal cut-off point for using TNF-a as a biomarker was
93.57 pg/ml. The cut-off point was associated with a sensitivity of 85%
and specificity 79% (AUC = 0.86; 95% Cl, 0.75 - 0.98, p < 0.001)
(Fig. 3G and Table 3). The optimal cut-off point for using IFN-y as a
biomarker was 211.5 pg/ml. The cut-off point was associated with a
sensitivity of 95% and specificity 95% (AUC = 0.97; 95% Cl, 0.92-1.0,
p < 0.001) (Fig. 3H and Table 3).

In addition, the diagnostic capability was significantly enhanced by
the combination of 3-factors were noted correlation between allergies
patients and control participants and all 8-factors measured in plasma.

Table 3

The combination of 3-factors had a sensitivity of 95% and specificity
87% (AUC = 0.97; 95% Cl, 0.92-1.0, p < 0.0001 (Fig. 3I, J and
Table 3). While, the combination of 8-factors had a sensitivity of 76%
and specificity 70% (AUC = 0.78; 95% Cl, 0.72 - 0.84, p < 0.001)
(Fig. 3K, L and Table 3).

4. Discussion

The purpose of this study was to analyze the plausible use of per-
ipheral biomarkers in assisting the diagnosis of allergies and define
levels of cytokine concentration in serum from children with diagnosed
allergies and control participants. The results of this case showed that
serum levels of IL’s are different in healthy controls and children with
allergies. We demonstrated a trend toward significantly higher con-
centration of tested IL’s in allergies sample, only IFN-y concentration
was lover in those group than control. We also observed correlations
between the levels of cytokines which implies the presence of an in-
teractive network between them. The ROC analysis indicated the IL-1f,
IL-4, IL-8 were the potential helpful biomarkers in diagnosis allergies.

Values of area under the ROC curve (AUC), sensitivity and specify for the optional cut-off point.

Variables AUC 95% Cl p-Value Sensitivity (%) Specificity (%) Cut-off point
IL-1p (pg/mL) 0.95 0.87-1.0 < 0.0001 90 90 >124.4
1L-4 (pg/mL) 0.93 0.85-1.1 <0.001 90 90 > 87.04
IL-6 (pg/mL) 0.79 0.65-0.94 0.002 70 80 > 252
IL-8 (pg/mL) 0.98 0.94-1.1 <0.001 90 95 <133
1L-10 (pg/mL) 0.93 0.85-1.00 <0.001 85 80 <87
1L-13 (pg/mL) 0.90 0.81-1 <0.001 95 80 > 81.06
TNF-a (pg/mL) 0.86 0.75-0.98 < 0.001 85 79 > 93.57
IFN-y (pg/mL) 0.97 0.92-1.0 <0.001 95 95 <211.5
Combination of 3-factors(IL-1(; IL-4; IL-8 pg/mL) 0.97 0.92-1.0 < 0.0001 95 87 <98
Combination of all factors where we noted correlation (IL-1f; IL-4; IL-6; IL-8; IL-13; IL-10; TNF-  0.78 0.72-0.84 < 0.001 76 70 <133.4

a; IFN-y pg/mL)
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4.1. Immune system

Recent findings indicate that interleukins can influence biological
responses through the increased/decreased production of them and
suggest that many allergic reactions and other biological processes may
be regulated by a "cytokine cascade" (Galli et al., 1994). Allergen-in-
duced IgE synthesis triggers eosinophils, basophils and mast cells to
release cytokines for differentiation of Th cells into Th2 cells to secrete
IL-4, IL-5, IL-10 and IL-13. Moreover, basophils, mast cells and eosi-
nophils act as effectors of allergic inflammation through the release of
pro-inflammatory, vasoactive and fibrogenic factors including hista-
mine, peptide leukotrienes, platelet activating factor tryptase and
chymase. These are responsible for allergy and inflammatory response
symptoms (Kordulewska et al., 2016).

4.2. IL-1B activity

Our results obtained from this study was in line with Kordulewska
et al., (2016) where they observed increased secretion of IL-1f in 30
people with diagnosed allergy in serum and peripheral blood mono-
nuclear cells (PBMC's) sample. In addition, Shoham et al. (2003) in-
dicated that monocytes from patients with auto-inflammatory diseases
produce increased IL-1f levels than control monocytes (Shoham et al.,
2003). In addition, researchers report that IL-13 serum levels can be
elevated in inflammatory and non-inflammatory conditions as different
as sepsis, chronic rheumatoid disease, allergic inflammation and non-
inflammatory tissue injury (Ulrich et al., 2001).

4.3. IL-4 activity

Research made by Matsumoto et al., (1991)measured concentration
of IL-4 in children serum samples with diagnostic allergies and con-
firmed significantly increased levels. In addition, with all clinical
manifestations, including food anaphylaxis, bronchial asthma and
atopic eczema. Our results were similar, with a significantly higher IL-4
level in allergic children than in non-allergic participants. Additional
support is provided by: (1) Pawankar et al. (1997) descried that nasal
mast cells (NMC) from patients with perennial allergic rhinitis (PAR)
expressed significantly higher IL-4 levels than cells from patients with
chronic infective rhinitis (CIR); (2) Hashimoto et al. (1993) who ob-
served increased serum IL-4 in patients with allergic asthma in com-
parison to normal control subjects and (3) Fujishima et al. (1995) found
that although their control group had small mean IL-4 concentrations in
their tears, patients with diagnosed seasonal allergic conjunctivitis and
vernal keratoconjunctivitis had significantly higher IL-4.

4.4. IL-6 activity

In our research study we noted significantly higher concentration of
IL-6 in allergy group in comparison to control. Given the multifunction
nature of IL-6 and its involvement in many category of inflammation,
including allergy inflammation, a possible involvement in asthma and
allergies has been suggested, what we confirmed in our study. This also
has been supported by elevated IL-6 concentrations in the sputum of
patients with diagnosed asthma. In addition, was noted higher IL-6 and
sIL-6 in serum at the same time when asthma attacks were confirmed
(Morjaria et al., 2010). What is more, murine models of asthma have
pointed out a beneficial reaction of inhibition of IL-6R, which was
shown to change the balance between Th2 cell feedback with increased
number of Treg cells formed that had immunosuppressive activity (Rath
et al., 2015). Similar results obtained Salem et al., (2018), where IL-6
was highly expressed by fibroblasts from severe asthmatics compared to
both cells from the mild asthmatics and healthy controls.
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4.5. IL-8 activity

We showed that children with diagnosed allergies had higher con-
centrations of IL-8 in serum than healthy controls. This finding con-
firms, at least in part, previous observations that in patients with al-
lergic asthma IL-8 levels were increased both in sputum (Jatakanon
et al., 1999) and in peripheral blood (Shute et al., 1997). This results of
increased concentrations of IL-8 are in agreement with the study of
Marini et al., (1992), who noted elevated levels of IL-8 and IL-8 mRNA
in freshly isolated bronchial epithelial cells of patients with asthma.
Furthermore, they also noted that the epithelial cells of people with
diagnosed asthma spontaneously produced more amount of IL-8 than
the epithelial cells obtained from helathy participants.

4.6. IL-10 activity

Our findings indicated a tendency towards increased IL-10 con-
centration in children with diagnosed allergy, what is in line with
previously study made by Kordulewska et al., (2016) in asthmatic pa-
tients. Further, our increased concentration in serum of IL-10 in chil-
dren with allergy concurs with Robinson et al.'s. (1996) observation
that IL-10 mRNA expression is increased in allergy and atopic asthma
and in plasma from asthmatic patient (Wong et al., 2001). Furthermore,
some authors demonstrated that bronchoalveolar lavage fluid from
asthmatic patients contains an increased level of IL-10 compared to
control (Robinson et al., 1996). However, reduced IL-10 expression in
peripheral mononuclear cells (PBMC) of asthmatic patients was also
demonstrated by Borish et al., 1996 and Wong et al., (2001). It seems
that IL-10 possesses pleotropic effects in addition to induce allergic
reaction. However, our research results of increased plasma cytokine
level confirm that Th2 cytokine IL-10 plays a central role in allergic
diseases.

4.7. IL-13 activity

Animal models and many clinical trials have indicated an important
role of concentration of IL-13 in the pathogenesis of allergic and asthma
(Yssel et Groux, 2000). In our study we observed higher levels of IL-13
in allergic children in comparisons to helathy participants, this is in line
with results made before by Kordulewska et al., (2016) in asthmatic
patients. These data, and the observations that IL-13 expression is up-
regulated in atopic skin, in the lungs of patients with asthma, in patients
with chronic sinusitis. Is also downregulated in response to corticos-
teroid therapy, underscore the unique and important role of IL-13 in the
regulation of atopic and allergic responses (de Vries, 1998).

4.8. IFN-vy activity

We observed significantly decreased levels of IFN-vy in children with
allergies in comparison to healthy participants. Similarly, the same
results obtained Wong et al., (2001); Litonjua et al., (2003) and Liu
et al., (2016) in patients with diagnosed asthma.

4.9. TNF-a activity

Our findings reported a significant increase of TNF-a in serum of
allergic patients compared to control, the same results were described
by Kordulewska et al., (2016). What is more, similar results obtained
Zhou and Liu (2005) in inflammatory response in asthmatic airways by
increased TNF-a mRNA and supported by higher level of protein (Mller
et al., 1998) in asthma patients’ airways, and also by Ying et al.'s.
(1991) research which reported increased TNF-a in asthmatic and al-
lergic airways (Cazzola and Polosa, 2006). In addition, Zipperlen et al.
(2005) indicated over-expression of TNF-a in both normal and inflamed
intestinal mucosa in patients with inflammatory bowel disease.



N.K. Kordulewska et al.

5. Correlation analysis between the levels of cytokines

We also demonstrated significant correlations between the levels of
cytokines which implies the presence of an interactive network between
them. In addition, our study is one of the most comprehensive eva-
luations of cytokine levels in allergy patients in the terms of the number
of assessed cytokines as well as correlation analysis between their levels
and ROC analysis.

There were no statistically significant correlations between the
plasma levels of analytes and clinical symptoms or: age, weight, height,
BMI but some correaltion had been noted between concentration cy-
tokines in serum allergy patients (Fig. 2A).

5.1. ROC curve analysis

A biomarker can be defined as a biological variable associated with
the disease of interest across and within individuals, measurable di-
rectly in a given patient or in his/her biomaterials using sensitive and
reliable quantitative procedures (Gabriele et al., 2014). Although some
researches regarded cytokines (Duramad et al., 2007) as the potential
biomarkers for allergy patients, only association analysis was used in
most of studies. However, it is not sufficient to define the biomarker
only by correlation analysis. In the present study ROC analysis was
performed to assess the usefulness of these biomarkers. We found that
the combination of 3-factors (IL-1f3, IL-4, IL-8) performed the very good
sensitivity and specificity in diagnosis of allergy, and the AUC is 0.97.
The AUC provides a useful metric to compare different biomarkers.
Whereas an AUC value close to 1.00 indicates an excellent diagonal and
predictive marker. AUC close to 1.00 is always accompanied by sa-
tisfactory values of specificity and sensitivity of the biomarker. The
high sensitivity means that in most cases the allergy will be identified,
while the high specificity means that few individuals whose positive
test results on the allergy prediction were false. This shows their use-
fulness as predictive biomarkers. This could be supported by the high
sensitivity and specificity recorded through ROC analysis. To our
knowledge, this is the first study to use the combined ROC curve to
analysis the potential biomarkers for assisting the diagnosis of allergy.

Of course, we know that the present study has some limitations.
Firstly, this study used a small sample (n = 20), because we choose to
restrict participation to a small, well-characterized sample of allergy.
Findings require replication in a larger group of individuals with di-
agnosed allergy. It is very possible that a closer analysis of the deep
relations of those analyzed 3-factors will offer insights for novel phar-
macologic treatments in diagnostic allergy when there are any un-
certainties in the diagnosis.

6. Conclusions

In this study, serum levels of cytokine differed among children with
allergies. However, the findings of this support the possibility of using
an appropriate selection of serum cytokine for the better diagnosis of
allergies and emphasize the need to standardize quantitative methods
for serum analysis. In brief, in the present study we demonstrated
dysregulation of cytokine levels in serum samples of allergy patients
compared with healthy, control participants which is in line with pre-
vious reports which highlighted the importance of immune responses in
the development and treatment of allergy.
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