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Aim. To study the a-synuclein (ASN) aggregates of different structural origin, namely amyloid fibrils and sphe-
rical oligomers, in comparison with a native protein. Methods. MALDI TOF mass spectrometry and atomic for-
ce microscopy (AFM). Results. The mass spectra of native and fibrillar ASN have similar character, i. e. they are
characterized by the well pronounced peak of protein molecular ion, the low molecular weight associates, and
rather low contain of fragmentation products. The spectrum of oligomeric aggregate is characterized by the high
contain of fragmentation products, low intensity of protein molecular ion and the absence of peaks of associates.
Conclusions. The difference between the spectra of fibrillar and oligomeric ASN could be explained, first, by the
different content of the «residualy monomeric ASN and the protein degradation products in the studied samples,
and, second, by the different structure-depended mechanisms of the protein degradation induced by the laser ioni-
zation. We suggested that the MALDI-TOF mass spectroscopy is a method useful for the investigation of ASN ag-
gregation and characterization of its high order self-associates; besides, there is an interest in estimating the po-
tency of the MALDI-TOF for the analysis of aggregation of various amyloidogenic proteins.
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Introduction. Pathogenesis of some harmful disorders
among them neurodegenerative disorders (Parkinson,
Alzheimer’s diseases), prion diseases, type II diabetes
is associated with the spontaneous uncontrolled protein
aggregation, particularly with the formation of amyloid
fibrils. Besides, a wide range of proteins, not involved in
a certain disease, are able to form amyloid aggregates
[1]. Thefore, the study on the protein aggregation is an
actual biomedical task.
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Among the methods of protein analysis the MALDI-
TOF mass spectrometry is known as a popular and ver-
satile tool [2]. In the proteomics, particularly in the stu-
dies on protein non-controlled aggregation, MALDI-
TOF is mostly applied for the identification of protein
origin by a proteolysis-based mass mapping method
[3,4].

The method of direct (excluding proteolysis diges-
tion) MALDI-TOF has a low descriptiveness for the
characterization of the protein high-molecular aggre-
gates and was applied to analyze the fibrillization in-



MALDI-TOF MASS SPECTROMETRY FOR STUDY ON AGGREGATES OF a-SYNUCLEIN

termediates and side products, e. g. the misfolded be-
ta-lactoglobuline dimers and protein degradation pro-
ducts [5].

Alpha-synuclein (ASN) is a small natively unfolded
protein that plays a central role in the etiology of Parkin-
son’s disease. It forms amyloid fibrils that are found in
Lewy bodies, i. e. cell depositions in the brain that are
characteristic of this disease [6, 7]. Besides, during the
aggregation process ASN forms small oligomeric inter-
mediates, which are considered as presumably toxic
species [8—10].

Here we report the examination of the ASN aggre-
gates populations of different structural origin, namely
amyloid fibrils and spherical oligomers, by the method
of MALDI-TOF mass spectrometry. We suggest that the
filamentous amyloid fibrils and spherical oligomers due
to the distinct folding of the protein molecules and asso-
ciation/degradation on the aggregation pathway could
possess the mass spectra of different character. Besides,
we intend to evaluate the applicability of MALDI-TOF
as a method for the analysis of protein aggregates and
study on the aggregation process.

Materials and methods. Reagents. Recombinant
human wild-type ASN was expressed and purified in
10 mM Tris-HCL, 50 mM NaCl (pH 7.4) as described ear-
lier [11]. ASN amyloid fibrils and oligomers were obtai-
ned according to [11] and [12] correspondingly.

MALDI-TOF studies. The samples of native, fibril-
lar and oligomeric ASN were prepared for the MALDI-
TOF analysis as follows: matrix material (12 mg of 3,
5-dimethoxy-4-hydroxycinnamic (sinapinic) acid) was
dissolved in 1 ml of water/acetonytyl solution 1:1 (v/v)
with addition of 0.1 % (v/v) of trifluoroacetic acid. The
obtained solution was incubated during 10 min at 30 °C
in ultrasonic bath up to the full dissolving of the acid.
[13]. The 50 umol protein samples in 0,05 M Tris-HCI
buffer (pH 7.9) with concentration of Img/ml were
then added to the matrix solution in 1:1 ratio. Small ali-
quots of the mixture were applied to the steel probe tips
and dried. Mass analysis was performed on the «Auto-
flex II» («Bruker Daltonics», Germany) MALDI-TOF
mass spectrometer with nitrogen laser (A = 337 nm).
Spectra were obtained for the mass range 7 000 to 100
000 m/z. in positive ion reflectron registration mode.
The spectra were obtained by summing the data of 100
laser shots.

Atomic force microscopy studies. The structure of
ASN aggregates was studied by means of AFM («Sol-
ver Pro My system, NT-MDT, RF). The scanning rate
was 30 um/s. For the formation of subnanolayer consis-
ting of separate nanoobjects, the reaction solutions we-
re diluted 30 times with bidistilled water. Then a drop
of the solution was applied on the freshly cleaved surfa-
ce of mica. The AFM measurements were carried out in
a tapping mode at ambient conditions after the full eva-
poration of the solvent. The AFM probes of type NSGO1
(NT-MDT) were used. The average diameter values of
ASN aggregates were determined based on their heights
in the AFM images.

Results and discussion. Structural peculiarities of
native, fibrillar and oligomeric ASN. ASN is a small
(140 amino acids) protein that is known to be natively
unfolded in solutions. The protein's amino acid sequen-
ce consists of a basic N-terminal region (residues 1-95)
containing repeats of highly conserved KTKEGYV hexa-
meric motif, and an acidic C-terminal region (residues
96-140) [14], the first 100 residues are predicted to ha-
ve a-helical propensity [15].

Amyloid fibrils are stable protein aggregates, with
cross-f} filament structure where the protein molecules,
making up the B-sheet, are arranged perpendicular to
the fibril axis [16]. The core of the ASN fibril contains
mainly the protein residues of the basic region (appro-
ximately residues 38-95 [17]). We have estimated the
characteristics of the ASN fibrils population by AFM.
These fibrils are both linear and branched long filaments
with the diameter of single filament about 3—8 nm (Fig.
1). The bundles of fibrils formed by overlapping of sing-
le filaments were observed in the studied sample as well.
The strong fluorescent sensitivity of the amyloid-
specific cyanine dye 7519 to the ASN fibrils was pre-
viously reported [18].

The ASN oligomers are known as spherical protein
aggregates of the size in the range 2—-20 nm [19-21], be-
sides, the structures with annular and tubular morpho-
logy have also been reported [21-23].

Our AFM study demonstrated the ASN oligomer
population to be mostly the species of the height from 3
till 6 nm (Fig. 2). Besides, the structures formed due to
the coalescence of these aggregates are observed; the
diameter of such «super-oligomeric» structures being
up to 10 nm.
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Fig. 2. AFM image of oligomer aggregates of ASN (a) and Z-profile along the line marked on the image (b)

Despite the oligomer aggregates are mainly consi-
dered to possess beta-sheet structure [24, 25], the pre-
sence of a-helical content has been shown as well [19].
The difference between the secondary structure motifs
of amyloid fibrils and oligomeric aggregates is indi-
cated by the different sensitivity of amyloid-specific
cyanine dyes to these ASN formations [26]. The noti-
ceably lower fluorescent response of the dyes on the
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presence of oligomers comparing to fibrils is explained
by the lower content of beta-pleated regions accessible
for the dye molecules.

MALDI-TOF studies. The mass spectra of native,
fibrillar and oligomeric ASN are presented in Fig. 3.
All spectra contain the peaks corresponding to the pro-
tein molecular ion about 14460 m/z and a wide range of
protein fragmentation peaks, but only two of these peaks
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gijtl:iif fragments and associates observed in mass spectra of native and aggregated ASN
Native Oligomer Fibril
Fragment Mass, m/z
I,a.u. I,a.u. I,a.u.
[5M] 72170 280
[4M]" 57720 734
[3M] 43260 2234 739
[2M] 28860 9808 2681
[M]” 14460 66459 1672 40648
F1 13720 6441 1167 9148
F2 10630 3379 3427 8407

N o t e. Mass — observed mass of the peaks; /- intensity of peaks; a. u. — arbitrary units; [M]"— molecular ion; [#sM]" (where n = 2-5) — molecular
associates of ASN containing » protein molecules; F1 and F2 — fragments that are common for all protein forms.

Table 2
Ratio between intensities of ASN fragments and molecular ion peaks
Fragment (Forme) I[M]/IIM]" = [1-40] | T[M]/IM]" —[1-7] M1 [2M]" [3M]" [4M]" [5M]"
Native 0.05 0.09 1 0.14 0.03 0.01 0.004
Oligomer 2.04 2.04 1
Fibril 0.20 0.22 1 0.06
a Lau b I au. c I, a.u.
M1 M1
3000 - 40000 -
60000
30000 H
40000 20009 4 m’]
20000 -
20000 1 1000 7
2M]" 10000 1 .
+ [2M]
J | BMI - amy* B3M]"
0 T T A T 1 0L T ! ! ! 0 T T T 1
20000 40000 60000 80000 20000 40/000 60000 80000 20000 40000 60000 80000
m/z

Fig. 3. General mass spectrum of native (a), oligomeric (b) and fibrillar (¢) ASN

(about 13720 and 10630 m/z) are common for all protein
forms.

The peaks corresponding to low-order associates
were detected only for native and fibrillar ASN. Thus, we
suggest that the protein mass-spectra depend on its
association degree and folding type (native ASN, oligo-
mer or fibril).

Molecularionand proteinassociates.
In the mass spectrum of native ASN the molecular ion
peak with molecular mass about14460 m/z is the most
intensive and highly resolved, it contains satellite shoul-
der corresponding to an associate of ASN molecule with
the matrix one (sinapic acid). The mass spectrum is cha-
racterized by insignificant content of the protein frag-
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Fig. 4. Representative mass spectra of native (a), oligomeric () and fibrillar ASN (¢) in molecular mass region 9000—15000 m/z
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Fig. 5. Sequence of human ASN (from uniprot.db, entry P37840)

mentation products. The series of peaks with the inten-
sities decreasing upon the mass increase are detected in
the high mass region; they correspond to the protein mo-
lecular associates from dimer to pentamer with molecu-
lar masses about 28860, 43260, 57720 and 72170 m/z,
correspondingly (Table 1, 2). The association is caused
by intermolecular interactions and is typically obser-
ved in the MALDI-TOF mass spectra of different pro-
teins (albumin, insulin, lysozime efc.) [4, 13], the forma-
tion of ASN dimer, trimer and tetramer was also descri-
bed [15].

In the fibrillar protein spectrum, similarly to that of
the native ASN, the peak of molecular ion is the most in-
tensive. The low order associates are also presented in
the spectrum, but the number of aggregated molecules
(only dimers and trimers were observed) and intensity of
peaks are lower than for the native protein. On the other
hand, the number and intensity of the peaks of fragmen-
tation products for the fibrillar ASN is enhanced as com-
pared to the native protein.

The mass spectrum of oligomer significantly differs
from that of native and fibrillar protein. It is characteri-
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zed by a very high fragmentation degree (the peak of
molecular ion is less intensive than the main peaks of
fragmentation products) and by the absence of associa-
tes peaks.

The fragmentation products. Inthe mass
spectrum of the native, fibrillar and oligomeric ASN the
wide range of protein fragmentation product is detected
(Fig. 4, Table 1, 2). However, only two of them with mo-
lecular masses about 13720 and 10630 m/z (F1 and F2
correspondingly), are common for all protein forms.

The content of fragmentation products in the native
ASN mass spectrum is quite low, the peaks with m/z of
about 13980, 13720, 10830 and 10630 correspond to
the major fragmentation products of ASN molecule.

In the case of fibrillar ASN the content of protein
fragmentation products is much higher than in the mass
spectrum of native protein, the major peaks with m/z of
about 13720, 12950, 11870, 10830, 10630, 9680 and
9300 were detected.

In the oligomeric ASN spectrum the wide poorly re-
solved bands of protein fragmentation products domi-
nate. The two peaks of about 11130 m/z and 13980 m/z
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are twice more intensive than this of the molecular ion
of ASN. Another intensive peak of about 10630 m/z is
also present in the spectra of native and fibrillar ASN.
The fragment with m/z about 13720 that is common for
all protein forms has low intensity in spectra of oligome-
ric aggregate.

Explanations of a distinct character of the fibrillar
and oligomeric ASN mass-spectra. We could propose
two explanations of the distinctions in the mass-spectra
of fibrillar and oligomeric ASN.

The first explanation is that the similarity
of the native and fibrillar ASN mass specta is caused by
the presence of an excess of non-aggregated protein in
the fibrillar ASN sample. Since the ASN monomeric
molecules are easily ionized they give a high intensive
peak of the molecular ion and associates.

The distinction between the fragmentation of fibrils
and oligomers could be caused by the presence of spe-
cific degradation products formed during the aggrega-
tion reaction or later storage of the samples.

Another possible explanation isdis-
similarity in the folding of protein molecules in the amy-
loid fibrils and the oligomeric species and different struc-
ture of these aggregates.

It may be supposed that due to their regular ladder-
like structure the degradation of the amyloid fibrils upon
ionization in a large extent occurs through the tearing
off the intact protein molecules from the end (one by one)
of the filament. These protein molecules are responsib-
le for an intensive peak of the molecular ion and peaks of
the low-ordered associates.

Besides, the laser-induced degradation could occur
through a break in the protein chain, that leads to the ap-
pearance of new intensive bands of the protein frag-
mentation products. This mechanism is proved by high-
er number, content and lower resolution of the protein
fragment peaks in the spectrum of fibrils comparing
with the native ASN.

The large content of fragmentation products in the
spectrum of the oligomeric aggregates and their low
resolution may be explained by the poor ionization and
poor stability of these structures. We assume that due to
their spherical shape the oligomeric aggregates degra-
ded through the lost of protein fragments from the ope-
ned surface regions. The suggestion about the hindered
ability of degradation of the oligomeric aggregate through

the tearing off a whole protein molecule is supported by
the very low intensity of molecular ion.

O. B. CeBepunosceka, B. b. KoBansceka, M. 10. Jlocumpkuii,
B. B. Uepenanos, B. Cyopamaniam, C. M. SIpmorok

Bukopucranus merogy MALDI-TOF macc-cnekrpomeTpii st

BUBYCHHS (QiOPUIIIPHUX Ta OJIFOMEPHUX arperaTis anbha-CHHYKICTHY

Pesrome

Mema. Busuenns acpecamie anvgha-cunyraeiny (ASN) piznoco cmpyk-
Mypo8020 NOXOOJCEHHS, a4 came — amiloiOHux Qiopun i cepuurux
onieomepis nopieHano 3 HamueHum oinkom. Memoou. MALDI-TOF
Mac-cnekmpomempiss ma amomuo-cunosa mikpocxonia (AFM). Pe-
3ynemamu. Mac-cnexmpu HamusHozo i Qiopunspnozo ASN maome
nooiOHUL Xapakmep — 01 HUX XAPAKMepHi iHMeHCUBHULL NIK MOJIeKY-
JIAAPHO20 I0HA OIIKA, NIKU HU3bKOMONIEKYISAPHUX ACOYIAmo8 ma 00Cumbs
He3HauHull emicm npooykmie gpacmenmayii 6inka. ¥ mou sce uac y
CneKmpi 01i20MepHUX azpe2amie CnOCMepicarmsbCsl BUCOKA KOHYEHM-
payis npodykmis ¢ppaemenmayii Oiika, HU3bKA IHMEHCUBHICMb MOIEK)-
aApHo2o iona ma eiocymuicme nikie camoacoyiamis. Bucnoseku. Pis-
HUYIo Misxe cnekmpamu puopuripno2o ma onicomepro2o ASN moocna
NOACHUMU AK HAABHICMIO Y 3paA3Kax «3anuuikoeozo» ASN i npooykmis
Oezpadayii 6inka, max i pisHUMU CIPYKINYPOBO 3ANEHCHUMU MEXAHI3-
Mamu pyuHy8auHs yux 080X 6uUdie azpeeamie npu iazepHiil decopo-
yii/ionizayii. MALDI-TOF mac-cnekmpomempiro MON#CHA 3anpOnoHy-
samu K Memoo 8UBHEHHS azpe2ayii ma ananizy 6UCOKOMONEKYIAPHUX
aepecamie ASN. Taxooic npedcmasisc inmepec susnauens eghpexmus-
HOCMI Yb020 Memooy 0Jist OOCIONCEHHs azpe2amis PIHUX aminoioo-
2eHHUX OLIKIB.

Kniouosi cnosa: anvepa-cunyknein, MALDI-TOF, aminoiona giopu-
aa, onicomepni azpezamu, AFM.

O. B. Cesepunosckas, B. b. KoBanbsckas, M. 10. Jlocunkni,

B. B. Uepenanos, B. Cyopamanuam, C. H. SIpmomntok

HWcnonp3oBanue meroga MALDI-TOF macc-ciekrpomerpun
IUIS U3y4eHUs (pUOPUILIAPHBIX U OJTUTOMEPHBIX arperaTos

anb(da-CHHYKIICHHA

Pesrome

Llenv. Uzyuenue acpecamos anvgpa-cunyrkieuna (ASN) pasznuunoil
CMPYKMypol, @ UMEHHO — AMULOUOHBIX QuOpUILL U chepuyeckux ou-
2oMepos 6 cpasHeHuu ¢ HamusHvlm beikom. Memoodvt. MALDI-TOF
MaAcc-cnekmpomempusi . amomMHo-cui08as mukpockonus (AFM). Pe-
3ynemamet. Macc-cnekmpol Hamugno2o u ubpunniprozo ASN ume-
10m no00OHLIIL Xapakmep — 05l HUX XapaKmepHsl UHMEHCUGHBI NUK
MONEKYIAPHOLO UOHA DENKdA, NUKU HUSKOMONCKYIAPHBIX ACCOYUAMO8,
a makdce 00CMAMOYHO HE3HAYUMENbHOE COOepIUCAHUe NPOOYKIMOG
ppacmenmayuu 6enka. B mo sice 6pemsa 6 cnekmpe 01uoMepHbIX azpe-
2amos HabIoOArMCsl BbLCOKAsL KOHYEHMPAayusi nPOOYKMos hppazmer-
mayuu 6enKa, MONEKYIAPHIN UOH HUZKOU UHIMEHCUBHOCIU U OMCYM-
cmeue nuxkog accoyuamos oenxa. Belgoodwsr. Pasnuuue medcdy cnexm-
pamu pubpuniaprozo u onuzomepro2o ASN mModxcHo 06vicHuUmb Kax
cooepacanuem «uzovimray ASN u npodykmos dezpadayuu 6enxa,
MaK u pasiuiHeIMu CMpYKmMypHO-3a8UCUMBIMU MEXAHUSMAMU PA3PY-
WeHUAMU 9MUX 08YX 8UO08 azpe2amos npu 1a3epHou decopoyuu/uo-
Huzayuu. MALDI-TOF macc-cnekmpomempuio MONCHO NpediotCUums
8 Kauecmee Memooda uzy4eHus azpecayuy U aHaiu3a 8blCOKOMONEK)-
asprbix acpecamos ASN. Takoice npedcmasisiem unmepec onpeoeie-
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Hue sppexmusrnocmu MALDI-TOF ons uccredosanus azpecamos pas-
JUYHBIX AMUTOUOOSEHHBIX OENKO8.

Kniouesvie cnosa: anvgpa-cunykneun, MALDI-TOF, amunouonas
Qubpunna, onucomepnvie acpecamol, AFM.
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