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Aim. Earlier, we have shown that antibody (AT) preparations obtained by precipitation with 50 % ammonium
sulfate from milk of some healthy mothers possess pro-proliferative activity toward transformed and tumor cells
invitro (Kit et al., 2008). We hypothesized that this effect is associated with the presence of the anti-histone H1
slgAs in AT preparations. Methods. To check this hypothesis, we obtained electrophoretically homogeneous
anti-histone H1 sIgAs from milk of healthy mothers by sequential chromatography on protein A-Agarose,
protein G-Sepharose and histone HI-Sepharose respectively. These Ab were tested on a proliferative activity
toward human T-leukemia Jurkat and human melanoma SK-MEL cells. Results. It was found that anti-histone
H1 sIgAs are able to stimulate proliferation of both tumor cell lines. Mitotic effect of these AB was confirmed
with an increase of signal proteins involved in cell proliferation (c-Myc, MAP-and cdc2-protein kinases),
detected by Western-blot analysis. We also studied the antigenic reactivity of anti-histone H1 sigAs toward
SK-MEL cell proteins. It was observed that these AB possessed an affinity for a number of melanoma cell
proteins with molecular masses of 60, 55, 48 and 38 kDa. Conclusions. It has been found that anti-histone H1
slgA antibodies can stimulate proliferation of human T-leukemia Jurkat and human melanoma SK-MEL cells in
vitro. The cross reactivity of these AB could serve as an explanation of their mitotic activity toward the target

cells.
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Introduction. Immune system of mammals ensures the
protection of the organism from harmful environmental
agents and is involved into the regulation of biological
functions, defining its homeostasis [1]. An important
role in maintaining homeostasis play antibodies (AT),
directed to foreign and self-antigens (auto-Ab) [1, 2].
Auto-ATs were found in the organisms of patients with
autoimmune and oncological diseases as well as in cli-
nically healthy people [3]. In healthy people, auto-ATs
are mainly presented by polyspecific low-affinity [gM
or high-affinity IgGs (anti-idiotypic AT), involved into
the regulation of immune response [3, 4]. Humans with
autoimmune diseases were revealed to have high-afti-
nity IgG auto-AT, which may participate in the deve-
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lopment of autoimmune processes [5]. The determina-
tion of the level of these auto-ATs in human blood se-
rum is a new approach, widely used in the diagnostics
of various autoimmune diseases as well as in predicting
the clinical course in patients [6].

Auto-ATs of various specificity were also found in
human secretory fluids. A significant level of secretory
immunoglobulin A (sIgA) with affinity to human acti-
ne, myosin, tubulin and spectrin was detected in saliva
and colostrum of clinically healthy women [7]. These
immunoglobulins were called polyspecific sIgA-anti-
bodies (poly-sigA).

Poly-slgAs with broad antigenic specificity are be-
lieved to be produced by B1-lymphocytes and to ensure
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the protection of mother and child from pathogenic
microflora [8].

Another type of auto-AT, revealed in human
secretions, is low-affinity anti-alpha-galactosyl AT
(anti-Gal AT). These AB interact with carbohydrate
residues Gal-a-1,3-Gal-p-1,4-GalcNAc-R (alpha-gala-
ctosyl epitopes) [9, 10]. They are synthesized in about 1
% B-lymphocytes in response to the effect of antigens
of gastric bacteria. Anti-Gal ATs were found in human
milk, saliva, vaginal smears and bile. They are capable
of causing agglutination of rabbit erythrocytes
(REA-AT) are binding bovine thyroglobulins, contain-
ing alpha-galactosyl epitopes [11].

Contrary to the secretory fluids where the sIgA le-
vel is high (3—5 mg/ml), the concentration of sIgA in
blood serum of clinically healthy people is low
(0.01-0.02 mg/ml). It was shown that the sIgA level in
human blood serum essentially increases due to some
chronic diseases of liver and gastrointestinal system,
autoimmune, oncological and a number of infectious
diseases of viral and bacterial origin. The functional
activity of secretory immunoglobulins in blood plasma
is poorly studied; although there are the data about their
influence on immune cells [11-19].

Our previous studies have demonstrated that the
preparations of antibodies, isolated from colostrum and
milk of healthy mothers have different effect on
T-leukemia Jurkat cells. Depending on donors, they are
capable of either induce apoptosis of Jurkat T-cells or
stimulate proliferation of these cells in vitro [20]. These
data demonstrate that secretory antibodies may also
influence the growth and viability of human tumor
cells. Our further studies showed that [the] cytotoxic
activity of secretory AT preparations towards tumor
cells could be linked with anti-DNA sIgA-antibodies
[21], though the mitogenic effect of secretory anti-
bodies remained unstudied.

Previously we have found that blood serum of
patients with multiple myeloma contains IgG-anti-
bodies with affinity to histon H1 (anti-histon H1 sIgA-
antibodies), capable of stimulating i vitro proliferation
of T-leukemia CEM-T4 cells [22].

We assumed that the milk of some mothers might
contain anti-histon H1 slgA-antibodies possessing
mitogenic activity similar to the anti-histon HI1
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IgG-antibodies from blood serum of patients with
multiple myeloma.

The aim of this work is purification of electro-
phoretically homogeneous preparations of anti-histon
H1 sIgA-antibodies from human milk and study of their
effect on tumor cells in vitro.

Materials and Methods. Mother's milk was pro-
vided by the Lviv Regional Perinatal Center according
to the cooperation agreement.

The isolation of antibodies with affinity to histon
HI1 (anti-histon H1 AT) from human milk. Anti-H1
slgA was purified from milk of clinically healthy
mothers by sequential chromatography according to the
scheme, described in [23]. As the first step, the milk
was centrifuged at 5,000 rpm with subsequent purifica-
tion of the fraction of total AT (IgG and sIgA) on
chromatography column with protein A-agarose ("Sig-
ma", USA) according to [26]. Further IgG and sIgA-
antibodies were separated on chromatography column
with protein G-Sepharose. The fraction of sIgA (1-3
mg of protein) that did not bind the sorbent, was dia-
lyzed against 20 mM tris-HCl-buffer, pH 7.5, contain-
ing 140 mM NacCl (tris-saline buffer, TSB), for 18 h,
and applied to column with histon H1-Sepharose (1
ml), previously balanced by the same buffer. The co-
lumn was washed with TBS and anti-histon H1 AT was
eluted with 0.1 M glycine-HCI, pH 2.6. The eluate was
neutralized with 1.5 M tris-HCI, pH 7.5, and dialyzed
against TBS for 18 h. Protein concentration in the pre-
parations of anti-histon H1 AT was measured at Nano-
Drop ND-1000 spectrophotometer (NanoDrop Techno-
logies, USA) at 280 nm wavelength.

The effect of anti-histon H1 AT preparations of hu-
man milk on tumor cells in vitro. Human T-leukemia
Jurkat cells, and SK-MEL human melanoma cells were
used to study the effect of sIgA preparations. Cell lines
were obtained from the collection of R. E. Kavetsky In-
stitute of Experimental Pathology, Oncology and Ra-
diology, NAS of Ukraine. The cells were cultivated in
Carrel flasks in RPMI-1640 and DMEM mediums
("Sigma Chem. Co.", USA) with addition of 10 % bo-
vine embryonic blood serum ("Sigma Chem. Co."), 50
ug/ml gentamicin ("Sigma Chem. Co.") until sub con-
fluent state of the cells. Jurkat cells in the concentration
of 1.5-106 cells/ml were seeded into 96-well cultural
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plastic vial, and SK-MEL cells — into 24-well vials at
starting concentration of 2.7-104 cells/ml.

After 2 h incubation to the suspension of cells was
added the preparation of anti-H1 sIgA AT (final con-
centration of 0.04 mg/ml) and incubated for 24, 48 and
72 h. Dead cells were stained by 0.1 % trypan blue
solution. The number of unstained living and stained
dead cells was calculated in the hemocytometry cham-
ber under light microscope Biolam R (LOMO, Russian
Federation).

Western-blotting of cell lysates. To the preliminary
washed in phosphate-buffer saline (PBS) cells was
added lysing buffer (1 % triton X-100, 20 mM tris-HCI,
pH 7.4 in the presence of the mixture of protease
inhibitors (Complete™, "Roche", France)) in ratio 50 pl
of lysing buffer per 1 million cells. Cells were perfor-
med for 30 min on ice and cell lysates were centrifuged
for 15 min at 12,000 g. The supernatant was dissolved
in 4-fold Laemmli buffer and heated at 900C for 5 min.
Samples were kept at — 20°C until used. Proteins were
separated by denaturing electrophoresis in 12 % poly-
acrylamide gel (PAAG) at 0.1 % SDS according to La-
emmli [24]. Proteins from PAAG were transferred to
nitrocellulose membrane ("Hybond", USA) with sub-
sequent processing of obtained blots using specific
antibodies. Membranes were blocked at room tempe-
rature for 1 h by 5 % solution of skimmed milk powder
in PBS, containing 0.05 % twin-20. Then the membra-
ne was incubated in the presence of monospecific anti-
c-Myc rabbit antibodies, phospho-p44/42 MAP Kinase
(Thr 202/Tyr204), cdc2 (Tyrl5) ("Cell Signaling",
USA) and B-actine ("Sigma") for 12 h at 4 °C.

Immunoreactive proteins on the membrane were re-
vealed using conjugates of horseradish peroxidase and
goat antibodies (Sigma), specific to rabbit IgG. For esti-
mation of proteins amount on the membrane the -acti-
ne-specific rabbit antibodies were used.

To determine the cross-reactivity of anti-histon H1
slgA we used Western-blotting analysis with two alter-
native methods of detection. In one case the cell lysates
were separated by SDS-electrophoresis in 12 % PAAG
with following electroblotting proteins on nitrocellu-
lose membrane. The membranes were blocked by 3 %
albumin solution in PBS with 0.05 % twin-20 for 18 h at
40 °C, and then incubated with previously biotinylated
anti-histon H1 slgA-antibodies (60 pg/ml) in the

blocking buffer. Immunoreactive proteins were detec-
ted after treatment of membranes with avidin-horsera-
dish peroxidase solution (1:10,000). In the second case,
the membranes after blocking were incubated with na-
tive anti-histon H1 sIgA-antibodies (60 pg/ml) dissol-
ved in buffer for blocking. Immunoreactive proteins
were detected after treatment of membranes by rabbit
IgG antibodies, conjugated with horseradish peroxi-
dase, mono specific towards heavy chains of human
IgA ("Sigma-Aldrich", USA) in 1:6,000 dilution.

Statistical processing of investigation results. All
experiments were repeated 3—5 times. Average values
and standard deviations (M + m) are presented in the
work. Statistical analysis was performed by Student's
criterion (t). The data at p < 0.05 were considered re-
liable. The charts and statistical processing of the data
were performed using Origin 4.0 and Excel 97 soft-
ware.

Results and Discussion. It was previously found
that slgA-antibodies possess the affinity to protein
A-agarose, but contrary to IgG-antibodies, they are not
capable of binding to protein G-Sepharose [25]. Ac-
cording to these data, anti-histon H1 sIgA was isolated
from milk by sequential affinity chromatography,
including: obtaining total fraction of milk AT by
chromatography on the column with protein A-agarose
(Fig. 1, path 1), purification of sIgA antibodies from
IgG by chromatography on the column with protein
G-Sepharose (Fig. 1, path 2); isolation of anti-histon H1
slgA-antibodies by chromatography on the column
with histon H1-Sepharose. Electrophoretic analysis of
these purified proteins demonstrated their similarity to
polypeptides corresponding to the secretory component
(SC), heavy (H) and light (L) chains of sIgA [26].

The purified preparations of anti-histon H1 sIgA-
antibodies were studied for their ability to affect the
growth and survival of cells in vitro. Target cells were
Jurkat T-cells (human leukemia) and SK-MEL (human
melanoma). As seen from the data, presented in Fig. 2,
a, growth-stimulating effect of anti-histon H1 sIgA on
Jurkat line cells was observed at the 24" and 48" h with
maximal growth (1.4-fold) at the 72 h of incubation.
The similar effect was also observed for the antibody-
treated SK-MEL melanoma cells (Fig. 2, b). Here the
maximum of cell growth was detected at the 48" h of in-
cubation.
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Fig.1. Electrophoresis in 12% PAAG in the presence of sodium
dodecylsulfate of sIgA preparations, purified from human milk by
consequential chromatography on columns with protein A-agarose
(1), protein G-agarose (2) and histon H1-sepharose (3) M — markers of
molecular mass of proteins. Arrows on the right hand indicate the
position of sIgA polypeptides on the gel (SC — secretory component; H
—heavy and L — light chains)
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Fig.2. The effect of anti-histon H1 sIgA-antibodies on the growth of
human T-leukemia Jurkat (¢) and human melanoma SK-MEL cells (b)

These data demonstrate that anti-histon H1 sIgA-
antibodies, isolated from milk of clinically healthy
mothers, are capable of stimulating proliferation of
both types of tumor cells. To prove this assumption we
studied the level of some signaling proteins, directly
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involved in the regulation of cell proliferation. For this
we used Western-blotting of proteins of Jurkat and
SK-MEL cells, treated and untreated by anti-histon H1
slgA-antibodies (Fig. 3). It was established that the
level of MAP-kinase (p42/p44 Erk 1/2) (42, 44 kDa) in
the cells, incubated with AT, was essentially increased
comparing with the control cells. Additionally, in
treated by anti-histon H1 slgA-antibodies cells was
revealed increased level of the transcriptional factor
c-Myc (57 kDa) which is an intracellular molecular
target for MAP-kinase, participates in the regulation of
cellular growth and may initiate cell proliferation
[27-29].

We also detected considerable increase of the phos-
phorylated form of cyclin-dependent kinase p-cdc2
(Tyr15) (34 kDa) in the Jurkat and SK-MEL cells in the
presence of anti-histone H1 sIgA. These data suggest
that the AT treated cells are in phase G1/S of the mitotic
cycle [30].

Thus, we determined that the anti-histon H1 sIgA-
antibodies, isolated from milk of healthy mothers, are
capable of stimulating proliferation of both human
T-leukemia Jurkat cells and human melanoma SK-
MEL cells in vitro (Fig. 3, a, b).

Mechanism involved in the stimulation of cell pro-
liferation by the anti-histon H1 sIgA-antibodies re-
mains unknown. We assume that pro-proliferative ef-
fect of these secretory antibodies could be linked with
their cross reactivity to positively charged proteins. We
revealed also the antibodies with similar antigenic spe-
cificity and pro-proliferative activity in the blood serum
of patients with multiple myeloma and systemic lupus
erythematosus [22—31]. This property might provide
the interaction of anti-histon H1 sIgA-antibodies with
varied protein antigens of target cells.

To check this assumption, the SK-MEL cells were
lysed in hypotonic buffer in the presence of 1 % triton
X-100, then antigen specificity of the anti-histone H1
slgA-antibodies towards lysate proteins was deter-
mined by Western-blotting using two independent
ways. In one case, immune reactive proteins were
detected using the previously biotinylated anti-histon
H1 sIgA with their subsequent identification on the
membrane by conjugate avidin-horseradish peroxidase
(Fig. 4, path 7). In the second case, for detection of the
immune reactive proteins on the membrane we used



MITOTIC ACTIVITY OF ANTI-HISTONE H1 sIgA-ANTIBODIES FROM MILK OF HEALTHY MOTHERS

a X 100 7 Jurkat b
Control  sIgA 9
g
c-myc ¢ § 75
- -
p-p44/42 g 50 4
MAP e | §
Q
©
pede? NG S P
§
pacine —G_— 5 .
S K c-myc p-p44/42 p-cdc 2 B-actine
MAP
Control slgA X 100 -| SK-MEL
. <)
c-mye N S Fig.3. The level of some proteins,
S g p
S 75 . . .
p-p44/42 3 involved in the regulation of cell
MAP s proliferation in Jurkat and SK-
. s 50 - MEL cells after their incubation
p-cdc 2 g . § with the anti-histon H1 sIgA-
S antibodies: ¢ — immunoblotting
kS 23 - of proteins of cell lysates; b —
B-actine ” 2 0 comparative content of regula-
E K c-myc p-p44/42 p-cdc 2 B-actine tory proteins in cells
V)
MAP
kD ; 5 kD
170 in the induction of cell proliferation (for instance,
130> receptors of polypeptide growth factors [32]).
95— — Since it is well-known that colostrum and milk of
72 —— mothers contain a broad spectrum of biologically active
T3 — — %9 compounds, possessing growth-stimulating as well as
48 growth-inhibiting activity towards different types of
431 cells [20, 21, 25], the data obtained do not allow us to
« 38 claim that pro-proliferative activity is a function of only
34 antibodies. The steroid hormones and growth factors,
previously found in human milk, could also be engaged
2 o
Ik e in this effect [33].
: At present, the effect of anti-histon H1 sIgA-
17—

P—
Fig.4. The affinity of anti-histon H1 sIgA-antibodies towards proteins
of melanoma SK-MEL cells: / — membranes were treated with pre-
viously biotinylated anti-histon H1 sIgA-antibodies, avidin-horse-
radish peroxidase, were used for detection of antigens; 2 — membranes
were treated with anti-histon H1 sIgA-antibodies, immune complexes
were determined using rabbit IgG-antibodies, monospecific to heavy
chains of human IgA, conjugated with horseradish peroxidase.

rabbit antibodies, monospecific to alpha-chains of
human IgA (Fig. 4, path 2). The data obtained
demonstrated that the anti-histon H1 sIgA-antibodies
possess an affinity to different proteins of melanoma
cell preferentially binding with p60, p55, p48 and p38
kDa. Although the nature of these proteins is yet to be
determined, one may suggest that these protein antigens
include receptors of the plasmatic membrane, involved

antibodies toward normal human blood lymphoid cells
needs to be clarified. Our previous data demonstrate
that these antibodies do not have considerable effect on
the human blood lymphocytes in vitro. Meanwhile they
are capable of stimulating the differentiation of isolated
monocytes into macrophages in the presence of phorbol
myristate acetate (unpublished results).

Conclusions. It was established that the sIgA-anti-
bodies from healthy mothers' milk, isolated by chro-
matography on the column with histon H1-Sepharose
(anti-histon H1-sIgA), are capable of stimulating the
proliferation of human T-leukemia Jurkat and human
melanoma SK-MEL cells in vitro. This effect may be a
result of cross reactivity of these antibodies to
membrane protein receptors of target cells.
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MirotnuHa akTHUBHIiCTH aHTH-ricToH HI1 sIgA-anTturin Mosoka

KJIIHIYHO 3/10pPOBUX MOPOAiTH
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Summary

Mema. Paniwe Hamu nokasano, wo npenapamu anmumin (AT), ompu-
MQHI 3 MOJIOKA O€sIKUX KIIHIYHO 300p08UX nopodine ocaddiceHHsm 50
%-po3uunom Cynvgamy amouilo, 80100iloms NPONihepamusHolo ax-
MUBHICMIO W000 MPAHCHOPMOBAHUX | NYXAUHHUX KIIMUH N Vitro
(Kim IO. ma in., 2008). Mu npunycmunu, wo MimomuyHa akmueHicme
yux npenapamie AT mooice 6ymu noe’sazana 3 NPUCYMHICMIO Y HUX
anmu-cicmon HI sIgA-anmumin. Memoou. /[ns nepesipxu yiei cino-
me3u 3 MOJIOKA KIIHIYHO 300P08UX NOPOOilb MEMOOOM NOCMAOIUHUX
xpoma- moepagiu 6inkie Ha 6inok A-acaposi, 6inok G-cepaposi i
eicmon HI-cepaposi odeporcano enekmpopopemuyno 2omozenHi
anmu-eicmon H1 sIgA i 0ocniosceHo iXHill 6n1ue Ha Hcumme30amHicmo
T-xnimun ninii’ Jurkat neiixosy nroounu ma knimun ainii SK-MEL mena-
Homu r00unu. Pesynemamu. Becmarnoeneno, wo anmu-cicmon H1 sIgA
cmumynoloms nponighepayito kuimun ainii’ Jurkat, a makoosic Kuimun
ainii SK-MEL in vitro. Mimomuynuii eghexm yux AT niomeepooicero
IMYHOOIOMUH2OM 3 3DOCMAHHAM Y KNIMUHAX PI6HA OESAKUX CUSHATb-
HUx 6LIKi8, 3anyueHux 0o nponigepayii (c-Myc, MAP- i cdc2-npo-
meinkinasu). Hamu maxooic 00caiodceno anmueeniy peakmue- Hicmo
anmu-cicmon H1 sIgA wooo 6inkie nizamie knimun SK-MEL. Busna-
yeno, wo yi AT susensiome cnopione- Hicmv 00 HU3KU OLIKIE 3 MOLEKY-
aapnoto macoro 60, 55, 48 i 38 x/la. Bucnoeku. Iloxazano, wo
aumu-cicmon H1 sIgA-anmumina 30amui cmumynosamu nponige-
payito T-xnimun ninii neuxo3y Jurkat ma meranomu SK-MEL nroounu
in vitro. Mimomuuyna 0ist yux AT modce Oymu nog’sizana 3 ixuboio ne-
PEXPecHOI IMYHOPeaKmueHICMIO.

Kntouosi cnosa: moioko nopooinb, agmoaHmuming, aHmu-2icmox
H1 sIgA, nyxaunni kiimunu, nponigpepayis.

M. A. Cmapuxosuy, P. C. Cmotixa, FO. . Kum

MuToTHyeckasi aKTUBHOCTh aHTU-TUCTOH H1 sIgA-anTtuten moisoka

KIIMHUYCCKU 3JOPOBBIX POKECHHUIL]

Pestome

Leny. Panee namu nokaszano, umo npenapamot anmumen (AT), nony-
YeHHble U3 MONOKA HEKOMOPLIX KIUHUYECKU 300POBLIX POICEHUY OCAIC-
denuem 50 %-m pacmeopom cyiepama ammonus, obaradarom npouu-
Gepamusnoll akmugHOCMbI0 8 OMHOUWEHUU MPAHCHOPMUPOBAHHBIX U
onyxoneguvlx kiemox in vitro (Kom FO. op., 2008). Ml npednonosicuiu,
YMo MUMomu4eckas akmueHOCmMy SMUX NPenapamos Modjicem obimy
cea3ana ¢ npucymcmeuem y Hux aumu-eucmon H1 sIgA-anmumen.
Memoowl. /[ nposepku 3moii 2unome3suvl u3 MOJIOKA KIUHUYECKU 300~
POBBIX POANCEHUY MEMOOOM NOCMAOUUHOU XpoMamozpaghuu 6eikos Ha
6enok A-azapose, 6enox G-ceghapose u eucmon Hl-ceghapose nonyue-
HblL 9eKmpogopemuyecku 2omozeHnvle anmu-eucmorn H1 sIgA u uc-
C1e008aHO UX 6IUAHUE HA JHCU3HECnOcOOHOCmb T-K1emok aetikosa ve-
noeexa nunuu Jurkat u knemok meararnomul yenosexa aunuu SK-MEL.
Pesynomamui. Ycmanoeneno, umo anmu-eucmon H1 sIgA cmumynupy-
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tom nponugepayuio kiemok aunuu Jurkat, a maxoce Knemox aunHuu
SK-MEL in vitro. Mumomuueckuii 3¢ppexm smux AT noomeeparcoen
UMMYHOOIOMMUH2OM NO 803DACMANUIO 8 KIEMKAX YPOGHS HEKOMOPDLIX
CUCHATbHBIX OeK08, 808NeueHHbIX 8 npoaugepayuro (c-Myc, MAP- u
cdc2-npomeunkunazet). Hamu makoice uccreoosana anmueennas pe-
akmusHocme anmu-cucmon H1 sIgA k 6enxkam nuzamog kiemok SK-
MEL. Onpeoenero, umo smu AT nposignstom cpodcmeo K psoy 6eakos
¢ monexynapuou maccou 60, 55, 48 u 38 x/la. Bvigoown. [loxazarno,
ymo aumu-cucmon H1 sIgA-anmumena cnocobnvl cmumyauposams
nponugpepayuro T-knemok neiikoza aunui Jurkat u menanomvr SK-MEL
yenoeexa in vitro. Mumomuueckas axmugnocms smux AT mooicem ovimy
CBA3AH C UX NEPEKPeCMHOU UMMYHOPEAKMUBHOCIBIO.

Knrouesvle cnosa: Mo10Ko podicenuy, aymoanmumend, anmu-2uc-
mon HI sIgA, onyxoneswvie knemku, npoaugepayus.
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