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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 α�D�man�
nose and α�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 (Neu1),
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 α�2,6�sialyltransferase (hST6Gal.I),
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mRNA expression levels of seven major cellular sialyl�modifying enzymes (Neu1, 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 Neu1, Neu3, Neu4, hST6Gal.I and hST3Gal.IV, and decreased expression
of hST3Gal.III 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)�α�D�N�acetylneuralminic acid as substrate. 
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Galα1,3/4GlcNAc α2,3�sialyltransferase
(hST3Gal.III) and Galβ1,3GalNAc/Galβ1,�
4GlcNAc α2,3�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 μg/ml, Sigma)
and glutamine (50 mM). Apoptosis was induced
by etoposide, 1 μM (Bristol�Myers, USA) and
controlled by Annexin V/PI staining.

Analysis of mRNA 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 Neu1, Neu2, Neu3, hST6Gal.I, hST3Gal.IV;
X = 54 for Neu3′ and Neu4, X = 65 for
hSTGal.III and β�actin. 

The following primers were used for PCR
amplification (Invitrogen, USA): NEU1,
PrimerBank (pga.mgh.harvard.edu/primer�
bank, [16]) ID 4557791a1, F(forward) (5′ → 3′):
GAGGCTGTAGGGTTTGGGTG, R(reverse):
GTGTCCACTGAGCCGATCT; NEU2, PrimerBank
ID4885515a1, F: CCATGCCTACAGAATCCCTGC, R:
GGGTGCGTCGTAGTCTCCT; NEU3, PrimerBank
ID 19923368a1, F: CAGGGCTTGAGCT�
GAGTTGG, R: GGTAACGGCAACGAAAA�
GAGG; NEU3, PrimerBank ID 19923368a3,
F: TGACAGAGGGATTACCTACCG, R:

AGCATCCTCATCTCTCCTCGT; NEU4,
designed by us, F: CGTCTTCCTCTTCTTCATCG,
R:  GTAGAAGGCGAAGGAGTGAG;
hST6Gal.I, PrimerBank ID 27765091a1,
F : T G C T G C G T C C T G G T C T T T C ,
R: GCTTGAGGATACAGACTGGGAAT;
hST3Gal.III [16], F: ATGGGACTCTTG�
GTATTTGTGCGCAAT, R:  TCAGATGC�
CACTGCTTAGATCAGTGATGAC; hST3Gal
IV [17], F: ATGCGTCTCTTCTACCCT�
GAATCT, R: TCAGAAGGACGTGAG�
GTTCTTGAT, в�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 β�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
(10^7 cells/ml) were suspended in PBS with 5
mM CaCl2 and MgCl2, pH 7.2 in final volume
of sample at 190 μl, 10 μl of 0.5 mM 2′�(4�
Methylumbelliferyl)�α�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 μM) 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 Neu1 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 2nd hour (1.81 fold) and decreased
at 6th (0.35) and 12th hour (0.44) of apoptosis
induction. hST3Gal.ІІІ mRNA was steadily
decreased during apoptosis induction (0.80;
0.16 and 0.18 fold correspondingly). hST3Gal.ІV
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

with observed change in expression of mRNA
of sialidases Neu1, 3 and 4, detected after 2h
of apoptosis induction.

Current data suggest an increase in mRNA
level of 3 sialidases — Neu1, Neu3 and Neu4
and sialyltransferases hST6Gal.I and hST3Gal.ІV
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

Fig. 1. Agarose gel electrophoresis of reverseatype
PCR products of genes whose products are involved

in sialic acid modification during the course 
of etoposideainduced apoptosis in Jurkat Tacells. 

One typical image of 3 replicates is presented

Level of expression of mRNA coding 
for sialylamodyfying enzymes and its change 

during the course of etoposideainduced apoptosis 
of Jurkat Tacells

Ina
tact 

Time after apoptosis induction

2 h 6 h 12 h

Neu1 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.III 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 β�actin
levels are presented. Significantly (p < 0.05)
increased values are highlighted dark grey and signi�
ficantly decreased — light grey.

Fig. 2. Sialidase detection in Jurkat cells 
suspension during the course of apoptosis 

induction, measurement by enzymatic digestion
of fluorogenic sialidase substrate 4aMUNA. 

Presented data are M ± m of 3 replicates
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mRNA expression level, being 450% of control
at the 2nd 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 Neu1 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, Neu1, Neu4,
hST6Gal.I and hST3Gal.ІV.

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

enhancement of cell clearance by macrophages
[6]. At the time when cells have gained apoptotic
features (phosphatidyl serine externalization,
changed cell surface, etc) the mRNA level of sia�
lyl�modifying enzymes was already declined.
Other enzymes showed the decrease of their
mRNA in the course of apoptosis induction,
being the predicted behavior for cell death. 

We demonstrated an increase of mRNA level
of sialyl�modifying enzymes Neu1, Neu3, Neu4
and hST6Gal.I and hST3Gal.ІV after 2 h of apop�
tosis induction (early apoptotic stage) and their
decreased expression, as well as of hST3Gal.ІІІ,
after 6 and 12 of apoptosis induction (late apop�
totic stages). Potential targeting of these enzymes
involved in apoptotic desialylationn can serve as
novel biotechnology to facilitate apoptotic cell
clearance and prevent autoimmune disorders.

The author is grateful to A. Tomin for his
technical assistance, to Dr. M. Samborskyy for
his valuable advices during primer selection and
design, to Prof. R. Stoika for advises at article
proofreading. Financial support of NAS of
Ukraine and WUBMRC is highly appreciated.
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АПОПТИЧНІ ЗМІНИ ЕКСПРЕСІЇ мРНК,
ЩО КОДУЮТЬ СІАЛІЛМОДИФІКУЮЧІ

ЕНЗИМИ

Р. О. Білий

Інститут біології клітини НАН України, Львів

E%mail: R.Bilyy@nas.gov.ua

Порівнювали рівні експресії мРНК семи ос�
новних клітинних сіалілмодифікуючих ен�
зимів (сіалідази Neu1, Neu2, Neu3, Neu4 та
сіалілтрансферази hST6Gal.I, hST3Gal.III,
hST3Gal.IV) під час апоптичної загибелі клітин.
Ідентифікація ензимів, відповідальних за про�
цеси поверхевого десіалування при апоптозі,
може сприяти розвиткові біотехнології для
модифікації фагоцитозу апоптотичних  клітин
та терапії автоімунних захворювань. Для
оцінювання рівня експресії мРНК клітин лей�
кемії людини лінії Jurkat Т використовували
аналіз ПЛР�зворотного типу. Через 2 год після
індукції апоптозу етопозидом (коли клітини ще
були анексин�V�негативними) спостерігали
збільшення експресії мРНК Neu1, Neu3, Neu4,
hST6Gal.I та hST3Gal.IV і зменшення експресії
мРНК hST3Gal.III. Рівень експресії цих ен�
зимів поступово знижувався через 6 та 12 год
після індукції апоптозу, коли клітини набували
типових апоптичних ознак. За умов  апоптозу
рівень мРНК Neu2 суттєво не змінювався. 
Зростання сіалідазної активності на ранніх ета�
пах апоптозу та її наступне зниження було
підтверджено ензиматичним флуориметрич�
ним аналізом з використанням як субстрату 
2′�(4�метилумбеліферил)�α�D�N�ацетилнейр�
амінової кислоти.

Ключові слова: апоптоз, сіалування,  нейроміні�
даза, сіалилтрансфераза, мРНК, глікопротеїн.

АПОПТИЧЕСКИЕ ИЗМЕНЕНИЯ
ЭКСПРЕССИИ мРНК, КОДИРУЮЩИХ 

СИАЛИЛМОДИФИЦИРУЮЩИЕ ЭНЗИМЫ 
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Сравнивали уровни экспрессии мРНК семи ос�
новных клеточных сиалилмодифицирующих эн�
зимов (сиалидазы Neu1, Neu2, Neu3, Neu4 и сиа�
лилтрансферазы hST6Gal.I, hST3Gal.III,
hST3Gal.IV) при апоптической гибели клеток.
Идентификация энзимов, ответственных за про�
цессы поверхностного десиалирования при апоп�
тозе, может способствовать развитию биотехноло�
гии для модификации фагоцитоза апоптозных
клеток и терапии аутоиммунных заболеваний.
Для оценки уровня экспрессии мРНК клеток лей�
кемии человека линии Jurkat Т использовали ана�
лиз ПЦР�обратного типа. Через 2 ч после индук�
ции апоптоза этопозидом (когда клетки еще были
анексин�V�негативными) наблюдали увеличение
экспрессии мРНК Neu1, Neu3, Neu4, hST6Gal.I и
hST3Gal.IV, а также уменьшение экспрессии
мРНК hST3Gal.III. Уровень экспрессии этих энзи�
мов постепенно снижался через 6 и 12 ч после ин�
дукции апоптоза, когда клетки приобретали ти�
пичные апоптические признаки. Уровень мРНК
Neu2 при апоптозе существенно не изменялся.
Рост сиалидазной активности на ранних этапах
апоптоза и ее последующее снижение были под�
тверждены энзиматическим флуориметрическим
анализом с использованием в качестве субстрата
2′�(4�метилумбелиферрил)�α�D�N�ацетилнейра�
миновой кислоты.

Ключевые слова: апоптоз, сиалирование, ней�
роминидаза, сиалилтрансфераза, мРНК, гли�
копротеин.




