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mRNA expression levels of seven major cellular sialyl-modifying enzymes (Neul, Neu2, Neu3, Neu4
sialidases and hST6Gal.I, hST3Gal.III, hST3Gal.IV sialyltransferases) during apoptotic cells death was
compared. Identification of enzymes responsible for the processes of superficial desialylation at an apop-
tosis can become a potential biotechnology for modifying of AC phagocytosis and treatment of autoim-
mune disorders. Reverse-type PCR analysis to evaluate mRNA expression in human Jurkat T leukemia
cells was applied. After 2 h of etoposide-induced apoptosis (when cells were still annexin V-negative), an
increased mRNA expression of Neul, Neu3, Neu4, hST6Gal.I and hST3Gal.IV, and decreased expression
of hST3Gal.IIl mRNA were found. Expression mRNA of the above mentioned enzymes was decreased
after 6 and 12 hour of apoptosis induction, when cells gained typical apoptotic characteristics. mRNA
level of Neu2 was not significantly changed during the course of apoptosis. Increase of sialidase activity
during early steps of apoptosis and decrease afterwards were confirmed by enzymatic fluorometric assay

using 2’-(4-methylumbelliferyl)-a-D-N-acetylneuralminic acid as substrate.
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In our previous works, we have shown that
glycans, and particularly glycoproteins, of
plasma membrane are drastically changed dur-
ing apoptosis [1]. The main changes included
an increase in the exposure level of a-D-man-
nose and o-D-galactose residues [1], which
were the secondary signs to the intense desia-
lylation process on the apoptotic cell mem-
brane, but not in the cell milieu [1]. Decrease
in sialic acid residues was also reported by
other groups [2]; altered membrane glycol-
pattern was proposed to be used for apoptotic
cell detection [2—4] and isolation [5]. We also
proved that its physiological significance
involved recognition of asialylated surface
glycans by macrophages and subsequent clea-
rance of apoptotic cells, while artificial desialy-
lation of apoptotic cells dramatically enhance
their clearance [6]. Recognition of specific
glycans on the surface of apoptotic cells by
lectin-like molecules of the immune cells is es-
pecially important for the clearance of late
apoptotic cells, while inappropriate clearance
of apoptotic cells leads to the development of
autoimmune disorders [7—9]. All 4 known hu-
man neuraminidases (also referred as sialidas-
es) were shown to be associated with cancer
[10], surface sialylation level was shown to be
tightly connected with tumor cell invasiveness

and metastatic potential [11]. These data indi-
cated importance of cell surface sialic status
during both cell death and cancer prograssion,
thus finding of molecular target involved in
apoptotic cell desialylation can be the basis of
novel biotechnology aimed to facilitate apop-
totic cell clearance and prevent autoimmune
disorders.

Cell surface glycans are a heterogeneous
group of complex compounds, most of them
are sialylated at the terminal end. The amount
of sialic acid derivatives can reach up to 40,
while the types of their inter-connection make
them a highly variable and poorly character-
ized group [12]. A set of different enzymes are
responsible for the synthesis of this template-
independent glycostructures.

Here we compared the mRNA expression
levels of 7 enzymes involved in sialic acid modi-
fications during early apoptosis process,
namely of 1) sialyl-trimming enzymes, neur-
aminidase 1 or lysosomal sialidase (Neul),
cytosolic sialidase, N-acetyl-alpha-neuramini-
dase 2 (Neu2), neuraminidase 3 or N-acetyl-
alpha-neuraminidase 3 (Neu3) and neuraminidase
4 or lysosomal sialidase4; and 2) of 3 sialyl-attach-
ing enzymes — sialyltransferase 1 isoform a or
CMP-N-acetylneuraminate beta-galactosami-
de «-2,6-sialyltransferase (hST6Gal.l),

101



BIOTEXHOJIOT'IA, T. 4, Nel, 2011

Galal,3/4GlcNAc a2,3-sialyltransferase
(hST3Gal.III) and GalPf1,3GalNAc/Galp1,-
4GlcNAc 02,3-sialyltransferase (hST3Gal IV).
Although sialyl transferases are considered to
attach sialic acid residues by their transfer to
galactosylic residues of glycans, there are re-
ports that this action can be reversed, focused
on trimming of terminal sialic residues [13].
The long term goal of current study is the
identification of genes of sialyl-modifying
enzymes with changed expression at apoptosis
for development of biotechnology aimed to
facilitate apoptotic cell clearance and prevent
autoimmune disorders.

Materials and methods

Cell line and culture conditions. Jurkat
leukemia T-cells from the Cell Culture Collec-
tion of the Institute of Cell Biology, National
Academy of Sciences of Ukraine (Lviv,
Ukraine) were used in the research. Cells were
maintained in RPMI 1640 medium (Sigma
Chemical Co., St. Louis, USA) which was sup-
plemented with 10% heat-inactivated fetal calf
serum (Sigma), gentamycin (50 ug/ml, Sigma)
and glutamine (50 mM). Apoptosis was induced
by etoposide, 1 pM (Bristol-Myers, USA) and
controlled by Annexin V/PI staining.

Analysis of mRN A expression. Total RNA
was isolated according to Chomchinsky [14].
The quality of RNA isolation was checked by
agarose gel-electrophoresis and A260/A280
ration was found to be 1.74+0.1 as determined
by NanoDrop ND1000 Spectrophotometer.
mRNA was converted to cDNA using «Revert-
Aid TM FirstStrand ¢cDNA Synthesis Kit»
(Fermentas, Lithuania). RT(reverse-type)-
PCR analysis was performed according to [15]
using following temperature modes: 4 min at
94 °C, followed by 33 cycles including 30s at
94 °C, 35s at X °C, 30s at 72 °C, afterwards
4 min at 72 °C and cooling to 4 °C; where X = 56
for Neul, Neu2, Neu3, hST6Gal.I, hST3Gal.IV;
X = 54 for Neud’ and Neu4, X = 65 for
hSTGal.III and B-actin.

The following primers were used for PCR
amplification (Invitrogen, USA): NEUI,
PrimerBank (pga.mgh.harvard.edu/primer-
bank, [16]) ID 4557791al, F(forward) (5" — 3'):
GAGGCTGTAGGGTTTGGGTG, R(reverse):
GTGTCCACTGAGCCGATCT; NEU2, PrimerBank
ID4885515al, F: CCATGCCTACAGAATCCCTGC, R:
GGGTGCGTCGTAGTCTCCT; NEUS3, PrimerBank
ID 19923368al, F: CAGGGCTTGAGCT-
GAGTTGG, R: GGTAACGGCAACGAAAA-
GAGG; NEU3, PrimerBank ID 19923368a3,
F: TGACAGAGGGATTACCTACCG, R:
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AGCATCCTCATCTCTCCTCGT; NEU4,
designed by us, F: CGTCTTCCTCTTCTTCATCG,
R: GTAGAAGGCGAAGGAGTGAG;
hST6Gal.I, PrimerBank ID 27765091al,
F: TGCTGCGTCCTGGTCTTTC,
R: GCTTGAGGATACAGACTGGGAAT;
hST3Gal.III [16], F: ATGGGACTCTTG-
GTATTTGTGCGCAAT, R: TCAGATGC-
CACTGCTTAGATCAGTGATGAC; hST3Gal
IV [17], F: ATGCGTCTCTTCTACCCT-
GAATCT, R: TCAGAAGGACGTGAG-
GTTCTTGAT, B-actin: F: AGCATTTGCGGTG-
GACGATGGAG, R:
GACCTGACTGACTACCTCATGA. For primer
design, PerlPrimer program
(sourceforge.net/projects/perlprimer/) was
used, and primer mapping to genome sequence
was done by BLAST.

DNA samples were loaded into the dry
wells of 2% (w/v) agarose gel. Electrophoresis
was carried out in 0.5x TBE buffer, pH 8.0
until the marker dye migrated 6-7 cm.
Electrophoregrams were stained with ethydi-
um bromide and screened in transilluminator
under UV light and photographed.

mRNA level was estimated based on densit-
ometry data performed with GelPro 4.5 soft-
ware from Media Cybernetics, it was futher
normalized to B-actin level. Significance of the
difference in a typical experiment was assessed
by Student’s t-test. The level of significance
was set at 0.05. Statistical interpretation of the
data was done with Microcal Origin (Microcal
Software, Inc., Northampton, MA, USA).

Fluorometric assay for sialidase activity.
Sialidase activity was measured, as described
[18] with some modification. Briefly, cells
(1077 cells/ml) were suspended in PBS with 5
mM CaCl, and MgCl,, pH 7.2 in final volume
of sample at 190 pl, 10 pl of 0.5 mM 2’-(4-
Methylumbelliferyl)-o-D-N-acetylneuralminic
acid (4-MUNA, BioSynth, Switzerland) were
added and incubated for 3 h. If needed, siali-
dase inhibitor DANA (Sigma, in final concen-
tarion 15 pM) was added to protein samples.
Cleavage of the substrate by sialidase yields
the fluorescent product, 4-methylumbellifer-
one. Substrate used without lysate, served as
a blank to determine the nonspecific degra-
dation of the substrate. Cells were centrifu-
ged, supernatant was transferred to new tubes
and reaction was stopped by the addition of
1 ml of glycine-carbonate buffer, pH 10.7 and
fluorescence was measured (excitation —
325 nm, and emission — 450 nm) using Tur-
ner Quantech FM109510 (USA) fluorometer.
4- Methylumbelliferyl standard (Sigma) was
used for calibration.
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Results and Discussion

Jurkat T-cell used for mRNA study contained
the following amount of apoptotic (Annexin V+ /
PI-) cells: control — 7.32+0.45% ; 2h after etopo-
side treatment — 8.63+1.33%; 6h after etopo-
side treatment — 14.31+1.21% and 12 hour
after etoposide treatment — 34.26+2.65%.
Taking into account the limitation of the methods
we considered only mRNA expression values dif-
ferent more than +1.5 fold or less than
1/1.5=0.67 fold of control to be valid.

Level of Neul mRNA was significantly
(2.61 times of control) increased after 2 hours
of etoposide treatment and started to decrease
after 6 and 12 hour of treatment (0.48 and
1.31 times, correspondingly) (Fig.1). The level
of Neu2 mRNA was not significantly changed
during the course of apoptosis. Level of Neu3
mRNA was 1.53 fold increased after 2 hours of
etoposide treatment and decreased after-
wards. The increase was also observed for
Neu4 mRNA (4.55 fold after 2h treatments)
with subsequent decrease in mRNA level
hST6Gal.I mRNA level was significantly
increased at 2" hour (1.81 fold) and decreased
at 6™ (0.35) and 12" hour (0.44) of apoptosis
induction. hST3Gal.IIl mRNA was steadily
decreased during apoptosis induction (0.80;
0.16 and 0.18 fold correspondingly). hST3Gal.IV
activity was significantly increased after 2 h
of apoptosis induction (12.53 fold) and
decreased afterward (Table).

Determination of sialidase activity in the
lysates of Jurkat cells revealed a markedly
increased sialidase activity after 2h of apopto-
sis induction and its subsequent decline dur-
ing the course of apoptosis (Fig. 2). The data of
enzyme activity is in good correspondence
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Fig. 1. Agarose gel electrophoresis of reverse-type
PCR products of genes whose products are involved
in sialic acid modification during the course
of etoposide-induced apoptosis in Jurkat T-cells.
One typical image of 3 replicates is presented

with observed change in expression of mRNA
of sialidases Neul, 3 and 4, detected after 2h
of apoptosis induction.

Current data suggest an increase in mRNA
level of 3 sialidases — Neul, Neud and Neu4
and sialyltransferases hST6Gal.I and hST3Gal.IV
at the onset of apoptosis and subsequent
decrease afterward. While the decrease of
mRNA level the middle and late stages of
apoptosis is a logical consequence of apoptotic
machinery’s action, cleaving multiple intra-
cellular substrates, the increase in mRNA
level of some specific enzymes is interesting,
especially taking into account previously
established fact of increased surface sialidase
activity at apoptosis [19, 20]. Interestingly,
that enzymatic sialidase activity of Jurkat cell
during apoptosis induction correlated with

Level of expression of mRNA coding
for sialyl-modyfying enzymes and its change
during the course of etoposide-induced apoptosis
of Jurkat T-cells

In- | Time after apoptosis induction
tact 2h 6h 12 h

Neul 1.00|2,61+0.13|0.48+0.31|1.31+0.17

Neu2 1.00(1.13+0.07(1.21+0.19|1.38+0.23

Neu3 1.00{1.53+0.11|0.50+0.15|1.28+0.08

Neu4 1.00|4,55+0.18|1.39+0.19|0.27+0.49

hST6Gal.I {1.00(1.81+0.01|0.35+=0.50|0.44=+0.49

hST3Gal.IlI|1.00|0.80+0.16 |0.16+0.21|0.18+0.16

hST3Gal.IV|1.00(12,53+0.1{0.16+0.32|0.82+0.12

Notes. M+m, folds of control and also the mean value
of 3 independent experiments on rt-PCT products
quantification after the prior normalization to -actin
levels are presented. Significantly (p < 0.05)
increased values are highlighted dark grey and signi-
ficantly decreased — light grey.
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Fig. 2. Sialidase detection in Jurkat cells
suspension during the course of apoptosis
induction, measurement by enzymatic digestion
of fluorogenic sialidase substrate 4-MUNA.
Presented data are M = m of 3 replicates
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mRNA expression level, being 450% of control
at the 2™ hour after apoptosis onset and only
120% after 12 hours, as shown on Fig.2. An
increased mRNA expression level of Neu3 was
also reported during apoptosis by group of Prof.
Azuma by using real-time PCR and TaqMan sys-
tem [21], they have also observed the increased
in Neul mRNA level, however, the observed dif-
ferences were not significant. The authors rela-
ted changed sialidase mRNA expression level to
ganglioside methabolism, particularly to con-
version of GM3 into GD3, probably involved in
apoptotic signaling, and preceding surface phos-
phatidylserine exposure during apoptosis. Our
data demonstrated, that not only the expression
of Neu3 mRNA is changed at apoptosis, but also
of other sialyl-modyfing enzymes, Neul, Neu4,
hST6Gal.I and hST3Gal.IV.

Thus, we can speculate that synthesis of
mRNA of some or all of these enzymes can be
important at the onset of apoptosis, as sialidase
activity (mediated by neuraminidase acting in
forward direction or sialyltransferases acting in
reverse) is important for modification of apop-
totic cells surface starting after 6—12 hours after
the onset of apoptosis [3, 22] and subsequent
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ITopiBaIoBasu piBHi exkcupecii MPHK cemu oc-
HOBHUX KJITHHHUX ciagiaMogu@ikyoumx eH-
sumiB (ciamimasu Neul, Neu2, Neu3, Neu4d Ta
ciaminrpamcpepasu hST6Gal.I, hST3Gal.Ill,
hST3Gal.IV) mig uac amonTuyHoi 3arubesti KIiTuH.
InerTudikaiisa eHsuMiB, BimOBiZaIbHUX 3a IIPO-
Iecu IIOBEPXEBOTO JeciaJiyBaHHA NHPU aloNTo3i,
MOJKe CIOPUATH PO3BUTKOBI OGioTexHosoril mis
moaudikalii ¢paromuTo3y armonTOTUUYHUX KJITUH
Ta Tepamnil aBTOIMyHHUX B3axXBOpIOBaHb. [lna
oIiHoBaHHs piBHA excipecii MPHK kiaitTum jeii-
Kewmii srropuam gimii Jurkat T BuropmcToByBaIN
anaiis IIJIP-sBopoTHOro Tuiry. Yepes 2 rop micias
iHAYKIIII ammonTos3y eTono3uaoM (Ko KJIITUHY IIe
Oysu aHEKCHH-V-HETaTUBHUMM) CIIOCTepiraau
36inpiienusa ekcmnpecii MPHEK Neul, Neu3, Neu4,
hST6Gal.I ra hST3Gal.IV i amenmienus excupecii
MPHK hST3Gal.Ill. PiBenb excmpecii mmx eH-
3UMiB IIOCTYIIOBO 3HHU:KyBaBcsa uepe3 6 Ta 12 rox
micsd iHgyKIii anonTosy, Koau KJIiTHHY HaOyBaIu
TUIIOBUX ANIONTHUYHUX O3HAK. 34 YMOB AaIllOIITO3Y
piBerr MPHK Neu2 cyrTeBo He 3MiHIOBaBCH.
3pocTaHHA cialia3Hol aKTUBHOCTI Ha paHHiX eTa-
max amomnTo3dy Ta ii HacTymHe 3HHUKeHHs O0YJIo
TiATBEPAKEHO €H3UMATUYHUM (IYyOPUMETPUU-
HUM aHajJi3oM 3 BUKOPUCTAHHAM AK CyOCTpaTy
2’-(4-merurymbenipepnin)-o-D-N-aneTunneip-
aMiHOBOI KMCJIOTHU.

Knrwouosi crosa: aronTtos, ciaaryBaHHsA, HEHPOMIiHi-
nasa, ciasunarpancdepasa, MPHE, riikomporein.

ATIONITUYECKUE U3MEHEHHU S
DKCIIPECCUHU MmPHK, KOTHPYIOIIIX
CHAJIMJIMOTUPUITUPYIOIIUE SH3UMbI
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CpaBuuBasiu ypoBHU 9Kcirpeccuu MPHEK cemu oc-
HOBHBIX KJIETOUHBIX CHAMIMONA(DUIIUPYIOIINX 9H-
sumoB (cuanugasel Neul, Neu2, Neu3, Neu4 u cua-
nuirrpanchepass hST6Gal.I, hST3Gal.IIl,
hST3Gal.IV) nmpu amonTmyeckoii rubeau KJIETOK.
WpenTuduraius sH3UMOB, OTBETCTBEHHBIX 34 IIPO-
1ecchbl ITOBEPXHOCTHOT'O JeCUATNPOBAHUS IIPU AIIOI-
TO3€, MOXKET CIIOCOOCTBOBATH PA3BUTHIO OMOTEXHOJIO-
iu A MomumpuKaruy (GarornuTo3a AmOITO3HBIX
KJIETOK W Tepalmuy ayTOMMMYHHBIX 3a00JIeBAHUIL.
s orterku ypoBHs sKcripeccun MPHE wkiteTok seti-
KeMmuu yesioBeKa inuaun Jurkat T rcmoss3oBasiu aHa-
3 [TIP-o6paTHoro tuna. Yepes 2 U mmocjie MHIYK-
IIAY aTI0IITO3a STOMO3UI0M (KOTra KJIETKHU elre ObLIu
aHeKCHH-V-HeraTUBHBIME) HAOIIONAIN YBEJIMYEHe
srcnpeccur MPHE Neul, Neu3, Neu4, hST6Gal.I u
hST3Gal.IV, a Tak:ke yMeHbIIIEHNE SKCIPECCUU
MPHEK hST3Gal.Ill. YpoBeHb sKCIIPECCH STUX SH3U-
MOB IIOCTEIEHHO CHUKaJICs uepes 6 u 12 u mocsie uH-
OYKIIMU aTloNTo3a, KOrma KJIETKHU IPHroOpeTaIn THU-
MUYHBbIE alONTUYeCKNe IpusHaKku. ¥ poBeHb MPHEK
Neu2 mpu amomnTos3e CYIIeCTBEHHO He W3MEHJICH.
Poct cuanumasHoOl aKTHUBHOCTYA HA PAaHHUX STaIlax
aroITo3a U ee II0CJIeAyoIee CHUKeHne ObLIN IO -
TBEP:KI€HBI SH3UMATUIYECKUM (DIyOPIMeTPUUYEeCKIM
aHaJIM30M C HCIIOJIb30BAaHMEM B KauecTBe cyOcTpaTa
2’-(4-meTurymbenupeppmi)-o-D-N-ameruiaeiipa-
MUHOBOM KHUCJIOTHI.

Knrouesnvle cnosa: anontos, cuaiupoBaHue, Hel-

poMuHUIAa3a, cuanuiaTpauchepasa, mPHEK, riaum-
KOIIPOTENH.
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