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Functional realization of many signalling proteins and transcription factors implicated in the development and
progression of multiple sclerosis is mediated by proteasomes. Aim of this case-control study was to evaluate ge-
netic variations in the PSMBS5 and PSMA3 genes encoding proteasomal subunits on the susceptibility to multiple
sclerosis in Latvians. Methods. The rs11543947 (PSMBS5) and rs2348071 (PSMA3) loci were genotyped in 291
multiple sclerosis patients and 305 healthy individuals and analysed general, subtype and sex-specific associa-
tions with the disease. Results. Loci rs11543947 and rs2348071 were identified as disease neutral and sus-
ceptible respectively. The rs2348071 heterozygous genotype GA showed strong main effect (P < 0.001; OR =
=1.891, 95 % CI [1.360-2.628]), and moderate (P < 0.01; OR = 1.663, 95 % CI [1.152—2.402]) and strong (P <
<0.001; OR = 2.459, 95 % CI [1.534-3.943]) association with relapsing-remitting and secondary progressive
phases of disease respectively. No genotype-sex interaction associated with multiple sclerosis has been detected.
Conclusions. Our results suggest susceptibility of the rs2348071 heterozygous genotype to multiple sclerosis in

Latvians.
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Introduction. Multiple sclerosis (MS) is the most com-
mon, extremely heterogeneous clinically, chronic in-
flammatory disease of the CNS affecting about 2.5 mil-
lion people around the world (2500 of them in Latvia),
presumably young adults, with onset usually at the se-
cond to fourth decade of life and, similarly to other auto-
immune diseases, women being affected 3—4 times mo-
re frequent than men [1].

About 90 % of MS patients experience the relapsing-
remitting MS course (RRMS), the majority of these pa-
tients enter a secondary progressive course (SPMS)
and about 10 % of MS patients show a primary progres-
sive MS form, characterized by the progression of neuro-
logical disability from onset [2]. The cause of MS is not
clear. The disease develops in genetically susceptible in-
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dividuals with contributions of environmental factors,
such as infection, sunlight exposure, vitamin D deficien-
cy [3, 4]. The MS susceptible loci had been identified in
the regions containing genes with immune, co-stimula-
tory, signal transduction functions and related to vita-
min D function [5-10].

Ubiquitin proteasome system (UPS) plays a crucial
role in immunity and its disregulation and/or modulation
may influence the MS development and progression.
The 20S proteasome had been identified as a target of
the humoral autoreactive immune response [11] and a
major autoantigen in MS patients [12]. The proteolytic
activities of proteasomes are reduced in brain tissue of
MS patients [13]. The inhibition of proteasomes and ly-
sosomal proteases involved in major histocompability
complex II antigen presentation was shown to improve
the MS therapeutic effect [11, 14].
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Modulation of UPS efficiency could be influenced
by polymorphisms in the genes encoding UPS related
proteins. The immunoproteasome PSMB9 codon 60HH
variant was observed to have a reduced risk of develo-
ping MS in HLA-A*02 + Italian females [15].

Coexistence of autoimmune diseases recently evalua-
ted statistically [16] suggests a possibility of their com-
mon origin. In fact, despite generally heterogeneous ge-
netic architecture of the particular disease, some poly-
morphic loci were shown to be shared by MS and other
autoimmune diseases including rheumatoid arthritis [6,
17, 18] and type 1 diabetes mellitus [19, 20].

Genetic variations in the 14q11-24 genes encoding
proteasomal subunits were implicated previously in sus-
ceptibility to autoimmunity, type 2 diabetes mellitus,
cardio-vascular disorders, and population adaptation to
environment [21, 22]. It appears that there is a large po-
tential for some of these mutations also to be associated
with multiple sclerosis.

The aim of the current study was to genotype the
rs11543947 and rs2348071 polymorphisms of the
PSMB5 and PSMA3 genes encoding proteasomal pro-
teins on the MS main, subtype and sex specific associa-
tion in Latvian population.

Materials and methods. Case-control study. The
case group consisted of 281 MS patients referred to the
Latvian Maritime Medicine Center, Vecmilgravis Hos-
pital. MS patients were diagnosed according to the re-
vised 2010 McDonald criteria [23] and assigned to the
RRMS (188 patients) and SPMS (93 patients) groups.
Detailed description of the subject groups is given in
Table 1. Total control group of 305 samples were repre-
sented by the two independent sample sets including the
previously characterized [21, 22] first Latvian popula-
tion study consisting of 191 samples and the second Lat-
vian population study of 114 newly collected samples.
Ethnic origin of the subjects was not recorded; all of them
represent very mixed inhabitants of Riga, forming so-
me «average» genotype for North-East Europe. The da-
ta on the rs11543947 and rs2348071 allele and genoty-
pe frequencies in the first Latvian population sample set
were extracted from [21, 22] to be compared with the
data on genetic diversity obtained for the second Lat-
vian population study and then to be grouped providing
a total control group of 305 healthy individuals. All
controls were carefully assessed to exclude the diagno-
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Table 1
Description of the sample collections

G“;‘l'lfl”gmup Sex Number | Age + SD (years)
Cases Total 281  42.77+11.10

MS
Females 199 43.21+£10.87
Males 82 41.51 £ 11.65
RRMS Total 188 38.80£9.50
Females 132 39.42+£9.47
Males 56 37.30 £9.50
SPMS Total 93 50.56 +9.88
Females 67 50.61 +£9.53
Males 26 50.42 +10.92
Contols Total 305  38.80=10.54
Females 179 38.78 £ 11.52
Males 126 37.22+9.33
First population Total 191 54.80 + 18.60
Females 117 56.04 +19.84
Males 74 53.56 £17.36
Second population Total 114 21.20+2.47
Females 62 21.52+3.19
Males 52 20.88 £ 1.29

sis of any inflammatory disorders. The studies were ap-
proved by the Central Medical Ethics Commission of
the Republic of Latvia Ministry of Health and informed
consent was obtained from all the studies participants.
DNA extraction and genotyping. Genomic DNA was
extracted from nucleated blood cells using a kit for the
genomic DNA extraction («Fermentasy, Lithuania) and
from oral swabs using the salting out method [24]. The
rs11543947 and rs2348071 genotyping technologies
were the same as published previously [21, 22] inclu-
ding primer sequences, basic PCR procedure and ana-
lyses of amplified and digested products. For quality
control, the 16 randomly chosen samples per each mar-
ker were genotyped in duplicate in different experi-
ments. The concordance of genotyping was 100 %. The
genotyping data were verified by direct sequencing of
the corresponding DNA fragments in both directions
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using the Applied Biosystems 3130x/ Genetic Analy-
zer. Loci description and nucleotide numbering are gi-
ven according to the recommended nomenclature sys-
tem (http://www.genomic.unimelb.edu.au/mdi/mutno
men/recs.html). The chromosome 14 GRCh37.p5 assem-
bly (NCBI reference sequence: NC_000014.8) sequen-
ce information was used for loci description.

Data analysis. Single locus genotypes and alleles’
frequencies were estimated by direct gene counting. The
deviation from the Hardy-Weinberg equilibrium (HWE)
and differences between case and control groups in alle-
le, genotype and haplotype frequencies were evaluated
by x” using XLSTAT 2013 software for Windows. The
dominant, recessive, over dominant and multiplicative
genetic models for every individual locus were designed
according to [25] and analysed by using 2 x 2 contin-
gency tables. The odds ratio (OR) more than 2 and less
than 0.5 was considered to be clinically significant.
Stratification was performed by MS courses and sex.

Results and discussion. In both MS and the two
Latvian population cohorts, the genotyping call rate
was 100 %. Both markers were found to be in HWE in
controls (¢’ =2.72; p>0.05). Allele and genotype spect-
rums and distributions were found to be similar (P > 0.05)
for the first (191 samples, [21, 22]) and the second (114
newly collected samples) Latvian population studies for
each marker. The data of both population studies were
grouped and total control group of 305 samples was used
for further analysis. In cases the genotype distribution
corresponded to HWE (¢* = 2.72; P > 0.05) for
rs11543947, however a strong deviation from HWE was
observed for rs2348071 (¢’ = 14.14; P<0.01). Figure il-
lustrates SNPs the genetic diversity in cases and controls.

Depending on the transcript variant, the rs11543947
locus belongs to the PSMBS5 gene exon 1 (c. 70 C>T)
orintron 1 (c. 112+ 300 C>T). The allele and genotype
frequencies of this SNP were found to be similar for ca-
ses and controls, RRMS and SPMS cohorts (Figure, 4)
as well as for sexes (not shown). Similarly to current da-
ta, in Latvians this SNP did not show any association
with juvenile idiopathic arthritis [22] and bronchial asth-
ma in children (own unpublished data). However, this
locus appears to be susceptible to familial obesity in
Latvian children (own unpublished data).

The rs2348071 SNP is located in the intron 7 of the
PSMA3 gene (c. 543 +138G>Aorc. 522+ 138G > A
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Allele and genotype presentation in MS patients and controls: 4 —
rs11543947; B —rs2348071; (1 — control; 2 — MS (multiple sclerosis);
3,4 —RRMS and SPMS (relapsing remitting and secondary progressi-
ve MS course respectively))

depending on the transcript variant) and strongly discri-
minates Asians having as major an ancestral allele A
(about 70 %) and other ethnics having as major an
allele G (about 70 %). Transition A — G happened in
Caucasians about 15,000 years ago and was supported
by positive selection in Caucasians over the world [21].
The allele frequencies observed in current study were si-
milar for MS patients and controls, however genotype
distribution was found to be significantly different
(Figure, B). Both common and rare allele homozygotes
appear to be MS protective, however, heterozygous GA
genotype showed strong (p < 0.001) MS main effect,
and strong and moderate association with the SPMS and
RRMS respectively (Table 2).

Previously we have shown [21, 22] that nucleotide
substitution at the rs2348071 may significantly change
patterns of local targets for many regulatory molecules
including proteins of CART, MEF2 and HBPX families
known to mediate transcriptional control of neuronal
differentiation and nucleo- and cytoplasmic ribonucleo-
protein hnRNP A1 implicated in pathogenesis of many
neurodegenerative diseases including multiple sclerosis
[26-28]. Multiple sclerosis patients were shown to ge-
nerate antibodies to hnRNP A1 [26]. This splicing sig-
nal affecting splicing and post-transcriptional modifi-
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Table 2
Statistical result on the rs2348071 association with multiple sclerosis
Control MS RRMS SPMS
Genetic model P OR [95 % CI]
n =305 n=281 n=188 n=93
OR,;s = 0.657
Py < 0.05; [0.474-0.910];
GG vs AA + GA 161 vs 144 119 vs 162 85 vs 103 34 vs 59 Pyps < 0.01 ORgpy = 0.515
[0.320-0.829]
OR,,s = 0.463
Pys < 0.05; [0.243-0.883];
AA vs GG + GA 31 vs 274 14 vs 267 10 vs 178 4 vs 89
Pys < 0.001 OR,s = 1.891
[1.360-2.628]
ORypus = 1.663
Pprrus <0.015 [1.152-2.402];
GA vs GG + AA 113 vs 192 148 vs 133 93 vs 95 55 vs 38

Pgpns < 0.001 ORgpys = 2.459

[1.534-3.943]

cation of majority of expressed genes in mammals, was
shown to interact directly with PSMA3 proteins [29]
and may be potentially involved in regulation of the

PSMA3 gene expression through the rs2348071 allele-
specific targeting. In our previous studies, the rs2348071
heterozygotes were identified also as risk factor in Lat-
vians for juvenile idiopathic arthritis [22], obesity in
children with family history [30] and children bron-
chial asthma (own unpublished observation). In this
study we have tried to analyse separately the groups of
RRMS and SPMS patients, although the latter is con-
sidered to be the result of progression of the former. It
should be mentioned that in some studies [31] the two
forms appear to differ genetically. This provided back-
ground for the design of the study; in fact in our case the
rs2348071 heterozygote genotype was stronger associa-
ted with SPMS than with RRMS (Table 2).

We suggest that the rs2348071 heterozygote geno-
type is a case of heterozygote disadvantage resulted from
the imbalance of the locus functional capacity affecting
human health possibly through the modulation and/or
deregulation of the PSMA3 gene expression, UPS func-
tionality and network of different genes and proteins
involved in pathogenesis of multiple sclerosis and other
neurodegenerative and autoimmune diseases.

Conclusions. Our results suggest susceptibility of the
rs2348071 heterozygous genotype to multiple sclerosis
in Latvians.
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Ouinka acouiauii noiximMopdizmy reniB PSMBS (rs11543947) 1 PSMA3

(rs2348071) 3 po3cisiHUM CKIIEPO30M 3-ITOMIX kuTeiiB JlaTBil
1. Kanauns, H. ITapamonosa, H. Cesikcre, T. Chsikcre

Pestome

Ilpomeacomu onocepedxkog8yioms GUKOHAHHS PYHKYIL 6aeambox cue-
HAIbHUX OIIKI8 [ (pakmopie MmpancKkpunyii, 3a1y4eHux 00 pO3GUMK)
poscisanoeo ckneposy. Mema. Oyinumu Moxcaugy acoyiayiio ceHemu-
Hux eapianmis 2enie PSMB5 i PSMA3 3i cxunbHicmio 00 3aX80pro6a-
M HA PO3CIAHUL CKAepO3 3-nomidxc xcumenie Jlameii. Memoou. Jloky-
cu rs11543947 (PSMBS) i rs2348071 (PSMA3) cenomunysanu y 291
X80p020 Ha poscisinull ckiepos ma y 305 300posux iHOugioié i oyiHio-
8a/IU 3a ACOYIAYICIO 13 3aX80PI0BAHICINIO HA PO3CIAHUL CKAEPO3 AK MA-
Kutl, i3 niOomunamu xeopoou i nog ’sizanoio 3i cmammio acoyiayicio. Pe-
synemamu. Jloxyc rsl1543947suseuscs ne nog’sizanum 3 xeopoboio,
a noxyc rs234807 1 — acoyitiosanum 3 nero. I emeposucomnuti 2cenomun
I'A noxyca rs2348071 micuo acoyitiosanuil i3 3axX60pI0GAHHAM K Md-
xkum (P < 0,001; cnissionowenns wancie (CLLI) = 1,891; 95 % JI
[1.360-2.628]), nomipro acoyivosanui (P < 0,01; CLLI = 1,663; 95 %
I [1,152-2,402]) 3 pemimyrouo-peyudugyiouoio ¢opmoio 3axeopio-
sanns ma cunvho (P <0,001; CLL = 2,459, 95 % /1 [1,534-3,943]) —
30 mopunno npozpecylouoio gopmoio. 1106 ’si3anoi 3 xeopoboio 63ac-
MOOIT Midic cmammio i 2enomunom cyo’exma ne giomiveno. Bucnoeku.
Hawi pesynomamu exasyroms na me, wo scument Jlameii' 3 2cemepo3u-
comHum cenomunom rs2348071 cxunvHi 00 3aX80PIOBAHHS HA PO3CIsi-
HUL CK1epO3.

Kuiouosi cnosa: xpomocoma 14q, npomeacomni eenu, 00HOHYK-
neomudnuil nonimopgism, PSMBS5, PSMA3, poscianuil ckiepos.

OueHka accounanuu nonumopdusma renos PSMBS (rs11543947) n
PSMA3 (rs2348071) ¢ paccessHHbIM CKIIEPO30M cpean skuteneit Jlarsun

. Kanuwias, H. [Tapamonosa, H. Cesakcre, T. CosixcTe

Pesrome

IIpomeacomvl onocpedyiom binonHenue GyHKYuLl MHOZUX CUSHATLHBIX
0enKos u hakmopos mpancKpunyuu, G0GIEUEHHbIX 8 pa3eumue pacce-
annozo ckneposa. Henv. Oyenumo 603m021chyio accoyuayuio cenemu-
ueckux eapuanmog cenoe PSMBS5 u PSMA3 ¢ noogepowcennocmoio 3a-
0on1e6anHUI0 paccesHiblM CKIepo30oM cpedu scumeneti Jlameuu. Memo-
ouwt. Jloxycol rs11543947 (PSMBS) u rs2348071 (PSMA3) ecenomunu-
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posanuy 291 60abHo20 paccesinnvim ckiepozom uy 305 300poswix uH-
OUBUAOE U OYEHUBALU NO ACCOYUAYUL C 3aDONEBACMOCMBIO PACCEsIH-
HbIM CKIIEPO30M KAK MAKOGLIM, NOOMUnamu O01e3nu u cé3aHHoOl ¢ no-
nom accoyuayuu. Pesynomamur. Jloxyc rsl1543947 okazancs ne cesi-
3aHHBIM ¢ 60ae3HbI0, a 10KYC rs2348071 — accoyuuposannvim ¢ 3a60-
neeanuem. I'emeposucomuuiii cenomun I'A noxyca rs2348071 mecro
accoyuuposat ¢ 3a6oresanuem kak makosvim (P < 0,001; omnowenue
wancos (OLL) = 1,891, 95 % JIH [1.360-2.628]), ymepenno (P <
0,01; Ol = 1,663, 95 % /1 [1,152—-2,402]) — c pemummupyrowe-pe-
yuousupyrowei popmotl 3abonesanus u cuivno (P < 0,001; OLI =
2,459, 95 % JIU [1,534-3,943]) — co emopuuno npoepeccupyweii hpop-
mot. CeA3ann020 ¢ 601e3HbI0 63AUMOOCUCEUS MEeIHCOY NOLOM U 2eHO-
munom cybvekma ne ommeueno. Boreoowvt. Hawiu pezynomamol ykasol-
8aIOM HA NOOGEPIUCEHHOCHb dcumeneld Jlameuu ¢ eemepo3ucomubim
ecenomunom rs2348071 3abonresaemocmu paccesHHbIM CKAePO30M.
Kniouesvie cnosa: xpomocoma 14q, npomeacommvie eenvl, 00HO-
nykreomuonsiil nonumopgusm, PSMBS5, PSMA3, paccesinnbiii ckiepos.
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