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CHANGES IN proHB-EGF EXPRESSION AFTER FUNCTIONAL
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The level of proHB-EGF expression on J774, Raji, KG-1 cells derived from different types of human
and mouse immune system cells under the standard in vitro culture conditions and during functional activa-
tion of these cells was investigated. Changes in the proHB-EGF expression on the cell surface were found to
depend on the density of cell population, the content of fetal bovine serum in the culture medium, the presence
of mitogenic factors — bacterial lipopolysaccharide and recombinant soluble HB-EGF — rsHB-EGF, as well as
anti-mitogenic factor — diphtheria toxoid (CRM197). The results obtained are important for the understanding
of the functional role of proHB-EGF receptor on the surface of macrophage-like cells and B lymphocytes and
indicate the involvement of this receptor in immune response regulation in organism.
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eparin-binding epidermal growth factor
H (EGF)-like growth factor (HB-EGF) is ex-
pressed on the cell surface as a 208 amino
acid transmembrane protein — proHB-EGF, which
consists of propeptide and 5 domains: heparin-bin-
ding, EGF-like, juxtamembrane, transmembrane and
cytoplasmic domains [1]. Processing of proHB-EGF
by matrix metalloproteinases (MMPs) and a disin-
tegrin and metalloproteinases (ADAMs) results in
the formation of 87 amino acid soluble form of HB-
EGF (sHB-EGF) which contains heparin-binding
and EGF-like domains [2].
sHB-EGF, owing to the EGF-like domain, ac-
tivates two types of tyrosine kinases receptors — hu-
man epidermal growth factor receptors HER1 and
HERA4 [3, 4]. sHB-EGF is a potent stimulator of cell
proliferation and migration, however, its main tar-
gets are fibroblasts, smooth muscle cells and epithe-
lial cells [5].
proHB-EGF induces proliferation and helps
the cell to adhere; it forms complexes with other
membrane proteins (such as CD9, DRAP27 (mon-

key homologue of CD9Y), integrin a31) essential for
cell adhesion and cell migration; and it is involved
in signal transmission between cells [6]. In addition
to stimulating the cell proliferation and migration,
proHB-EGF was shown to be implicated in a variety
of normal physiological processes, such as pregnan-
cy, wound healing, neuronal recovery after hypoxia
and ischemia; as well as in pathological processes,
such as tumor growth, smooth muscle cell hyperpla-
sia and atherosclerosis [7].

Furthermore, proHB-EGF is a receptor for
diphtheria toxin (DT), the main pathogenic factor of
Corynebacterium diphtheriae, the pathogenic bacte-
rium that causes diphtheria [§8]. A toxin can penetrate
via an alternative pathway only into immune system
cells (macrophages and toxin-specific B cells), owing
to phagocytosis and DT-specific immunoglobulin re-
ceptors [9]. DT receptor-binding subunit B (SubB)
interacts with the EGF-like domain of proHB-EGF
allowing the enzymatically active subunit A (SubA)
of DT to penetrate the cell. SubA ADP-ribosylates
eukaryotic translation elongation factor 2 (eEF2) that

©2017 Chudina T. O. et al. This is an open-access article distributed under the terms of the Creative Commons Attribution License,
which permits unrestricted use, distribution, and reproduction in any medium, provided the original author and source are credited.

31



ISSN 2409-4943. Ukr. Biochem. J., 2017, Vol. 89, N 6

leads to inhibition of protein synthesis and cell death
[10]. Cells of different species vary in susceptibili-
ty to DT. Thus, cells of most mammalian species
(including human and guinea pig) are susceptible to
DT, while mouse and rat cells are highly resistant
[11].

ProHB-EGF is expressed in the cells of many
organs and tissues including vascular endothelial
cells, smooth and skeletal muscle cells, keratino-
cytes, neurons and tumor cells [12]. ProHB-EGF is
also expressed on the immune system cells: mac-
rophages [5], CD4+ T cells [13] and B cells [14] that
perform totally different functions. The specific fea-
tures of proHB-EGF expression on various types
of immune system cells and its role in the immune
processes remain unexplored. The study of immune
cell receptors and their signal transduction pathways
is an important area of research, given the prospect
of using these fundamental data to develop mecha-
nisms to control immune response, as well as to de-
velop drugs for the treatment of immunodeficiency,
autoimmune diseases, cancer, transplantation com-
plications, etc.

The aim of this work was to study changes in
proHB-EGF expression on the cell lines derived
from macrophage-like cells and B lymphocytes un-
der the influence of various activating factors such
as: changes in cell density in culture, changes in the
content of fetal bovine serum (FBS) in the culture
medium, the presence of mitogenic factor — bacte-
rial lipopolysaccharide (LPS), as well as previously
obtained recombinant proteins: nontoxic form of
diphtheria toxin — CRM197 [15] or soluble form of
HB-EGF - rsHB-EGF [16].

Previously, we suggested determining proHB-
EGF expression on the cell surface using recombi-
nant fluorescent DT derivatives, in particular, SubB
genetically fused to enhanced green fluorescent
protein (EGFP) — EGFP-SubB [17]. This approach
allowed determining proHB-EGF expression on the
cells not only of susceptible to DT animal species
but also resistant to DT [18]. To study the proHB-
EGF expression at functional activation of various
types of the immune system cells we used the above-
mentioned approach with EGFP-SubB-labeled cells
and measuring their fluorescence by flow cytometry.

Materials and Methods

J774, Raji and KG-1 cell lines derived from
human and mouse B cells and macrophage-like
cells were used in our work. The J774 cell line was
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obtained from mouse sarcoma cells (mouse mac-
rophage-like cells), the Raji cell line originated from
cells of the Burkitt’s lymphoma of the 11-year-old
boy (human B cells), and the KG-1 cell line — from
bone marrow cells of the 59-year-old patient with
acute myelogenous leukemia (human macrophage-
like cells). The cell cultures were obtained from the
bank of cell lines of RE Kavetsky Institute of Ex-
perimental Pathology, Oncology and Radiobiology,
National Academy of Sciences of Ukraine.

In the research we also used previously ob-
tained in our laboratory recombinant proteins: non-
toxic DT analogue — CRM197 [15], HB-EGF soluble
form — rsHB-EGF [16] and genetically fused pro-
tein EGFP-SubB that consists of subunit B of DT
and enhanced green fluorescent protein (EGFP) [17].
CRM197 differs from DT by substitution of Gly52
for Glu within the enzymatically active subunit A
that results in a complete loss of toxicity, and slightly
alters the conformation of the receptor-binding subu-
nit B. Expression and isolation of recombinant pro-
teins were performed according to the protocols and
recommendations described in the mentioned above
publications.

Cell culture. Cells were grown to 70-90% con-
fluency in DMEM culture medium containing 10%
FBS, streptomycin (100 mg/1), penicillin (10 000 U),
and amphotericin B (250 pg/1) at 37 °C, 5% CO, con-
centration.

To study the effect of changing cell density in
culture on the proHB-EGF expression, the cells were
plated into 24-well plates in a number of 0.75x105,
1.5%10%, or 3x10° cells per well, and incubated under
identical conditions.

To study the effect of changes in the medium
FBS content on proHB-EGF expression, the cells
were plated into 24-well plates of 1.5x10° cells per
well in DMEM medium containing 2, 10, or 20%
FBS.

To study the LPS impact on proHB-EGF ex-
pression, the cells were plated into 24-well plates in
a number of 1.5x10° cells per well in DMEM me-
dium containing 10% FBS. After 6 h of adaptation,
a mitogenic bacterial factor LPS (Sigma, USA) was
added to a final concentration of 1 pg/ml, and the
cells were incubated for 16 h.

To study the influence of the recombinant pro-
teins: nontoxic DT analogue — CRM197 or rsHB-
EGF on the proHB-EGF expression, the cells were
plated into 24-well plates in a number of 1.5x10°
cells per well in DMEM culture medium containing
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10% FBS. After 6 h of adaptation, CRM197 to a fi-
nal concentration of 1.5 pM or rsHB-EGF to a final
concentration of 0.75 uM was added. The cells were
incubated for 20 h.

Cell staining. After incubation, the cells were
stained with fluorescent proteins: 1.5 uM EGFP-
SubB or 1.5 uM EGFP (control for nonspecific
sorption). The optimal number of cells for staining
was 0.3-0.5x10° cells per sample. To cells, prelimi-
nary precipitated at 200-300 g for 10 min, we added
1.45 uM fluorescent protein in 200 pl of BSA/PBS
solution (0.14 M NaCl, 0.03 M KCI, 0.01 M Na,HPO,,
0.002 M KH,PO,, 1% BSA; pH 7.2) to each sample.
Cells were stained for 15 min at 4 °C. To remove un-
bound fluorescent proteins, the cells were gently re-
suspended in BSA/PBS solution (added to the volu-
me of 1 ml) and again precipitated at 200-300 g for
10 min. The incubation medium was replaced with a
similar volume of BSA/PBS. After this, the suspen-
sion of the stained cells was transferred to the test
tubes for the flow cytometry analysis.

Flow cytometry. The fluorescence intensity of
cells was measured by Coulter Epics XL flow cy-
tometer (Beckman Coulter, USA). The results of
flow cytometry were normalized to control values
of cell autofluorescence, and the output was re-nor-
malized to the value of nonspecific sorption (EGFP
stained samples).

Parameters employed for the cytometer soft-
ware protocol were: small angle forward-scattered
light (FS), 90° side-scattered light (SS) and loga-
rithmic fluorescence on FL1 channel (515-535 nm).
The FS parameters were: voltage (Volts) — 500, am-
plification coefficient (Gain) — 1.0. The SS parame-
ters were: Volts — 500, Gain — 5.0. FL1 parameters:
Volts — 700, Gain — 10. Flow rate — medium or low
depending on the number of cells in the sample. The
above settings were determined experimentally.

Based on the data obtained, the cell distribution
by forward- and side-scattered light that allows de-
termining the cell morphology and the fluorescence
intensity by the channel FL1 Log were calculated.

Flow cytometry data analysis was carried out
using Flowing Software (Cell Imaging Core, Turku
Center for Biotechnology, Finland). The number of
measurements (events) employed to plot histograms
was 10,000. At the histogram analysis, the value of
the ratio of the fluorescence intensity in the experi-
ment to the fluorescence intensity in the control in
the range from 0.5 to 2 was considered to be slightly
different from 1, i.e. in these cases, the intensity of

fluorescence in the experiment differed from the in-
tensity of fluorescence in the control no more than
2-fold.

Results and Discussion

Studying proHB-EGF expression on the surface
of immune cells under standard culture conditions
in vitro. At the first stage, we studied the proHB-
EGF expression on J774, Raji and KG-1 cell lines
unexposed to any additional factors. Analysis of cell
size and granularity revealed two subpopulations in
all studied cell lines: a small granular subpopulation
(non-viable cells with damaged cell membrane integ-
rity) and a large less granular subpopulation (viable
cells). In further experiments, the proHB-EGF ex-
pression on subpopulations of viable cells of J774,
Raji and KG-1 lines was studied by measuring the
fluorescence of EGFP-SubB ligand.

The results of cytofluorimetric analysis of the
cells stained with EGFP-SubB or EGFP (control for
nonspecific sorption) are shown in Fig. 1. Autofluo-
rescence of unstained cells was taken as a normal
signal. The J774 and Raji cells bound proHB-EGF
ligand — EGFP-SubB, while the KG-1 cells did not
bind EGFP-SubB (the binding was found to be at the
level of nonspecific sorption). Raji cells evidently ex-
pressed the largest quantity of proHB-EGF on their
surfaces (3-fold increase in fluorescence compared
to control for non-specific sorption), and J774 cells
expressed less proHB-EGF (1.5-2 fold increase in
fluorescence compared to control for nonspecific
sorption). Further studies were carried out on cells of
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Fig. 1. Fluorescence intensity of Raji, J774, KG-1
cells stained with EGFP-SubB or EGFP, relative to
control (unstained cells)
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Fig. 2. Fluorescence intensity of Raji, J774 and
KG-1 cells stained with EGFP-SubB, relative to
control (cells stained with EGFP), depending on cell
density in plate well

3 lines derived from immune cells, which possessed
different initial levels of proHB-EGF expression:
high (Raji), low (J774) and almost zero level (KG-1).
KG-1 cells were used as a control, and in further
experiments, they did not respond to the activating
factors by changes in the level of their proHB-EGF
expression.

Studying proHB-EGF expression on the cell
surface of immune system cells under the influence
of activating factors.: changes in cell density, chan-
ges in FBS concentration, and the presence of LPS,
CRM197 or rsHB-EGF. The results obtained showed
that J774 cells’ ability to interact with proHB-EGF
ligand at a high cell density in culture (3x10° cells
per well) increased 2.5-3-fold compared to the con-
trol sample (1.5x10° cells per well) (Fig. 2). Raji cells,
on the contrary, better bound proHB-EGF ligand at
a lower density. An increase in density up to 3x10°
cells per well resulted in a 3-fold decrease in binding
proHB-EGF ligand compared to the control sample.

J774 and Raji cells were found to tend to an
increased level of proHB-EGF expression with an
increase in the medium FBS concentration. J774
cells exhibited approximately 2-fold higher level of
proHB-EGF expression at 20% FBS than at 2 and
10% FBS (Fig. 3), while Raji cells exhibited a slight
increase in proHB-EGF expression at 10 and 20%
FBS (1.3-fold) compared to 2% FBS.

The addition of LPS led to an increase in the
level of the proHB-EGF expression by J774 cells
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Fig. 3. Fluorescence intensity of Raji, J774 and KG-1
cells stained with EGFP-SubB, relative to control
(cells stained with EGFP), depending on FBS con-
centration in culture medium

(more than 2-fold compared to the control) and a
slight decrease in the proHB-EGF expression by Raji
cells (Fig. 4).

Culturing J774 and Raji cells in the presence
of rsHB-EGF resulted in opposite effects (Fig. 5):
proHB-EGF expression on J774 cells increased 1.3-
fold, and on Raji cells decreased 1.3-fold. Culturing
in the presence of a DT analogue (CRM197) had
practically no effect on the proHB-EGF expression
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Fig. 4. Fluorescence intensity of Raji, J774 and
KG-1 cells stained with EGFP-SubB, relative to
control (cells stained with EGFP), in the presence of
mitogen LPS in culture medium
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Fig. 5. Fluorescence intensity of Raji, J774 and
KG-1 cells stained with EGFP-SubB, relative to
control (cells stained with EGFP), in the presence
of recombinant proteins: nontoxic analogue of diph-
theria toxin CRM197 or analogue of soluble form of
HB-EGF — rsHB-EGF

by J774 cells, but enhanced the proHB-EGF expres-
sion (1.3-fold) by Raji cells.

Data on the changes in proHB-EGF expres-
sion on the surface of J774 and Raji cells (KG-1 cells
were taken as control) under the influence of various
activating factors: increasing cell density in culture,
increasing FBS concentration, the presence of LPS,
CRM197 or rsHB-EGF in culture medium are sum-
marized in Table.

Interestingly, the nontoxic DT analogue — re-
combinant protein CRM197 — did not alter expres-
sion of proHB-EGF by J774 cells but increased
proHB-EGF expression by Raji cells. This is probab-

ly due to cell peculiarities across species: human
cells (Raji) are susceptible to DT, while mouse cells
(J774) are resistant to DT. DT was shown to bind to
proHB-EGF on the cell surface of both toxin-suscep-
tible and toxin-resistant organisms that led to inter-
nalization of the complex [18]. However, in cells of
resistant to DT organisms, subA translocation from
endosomes to the cytosol did not occur, probably,
due to the effect of DT T-domain on the endosomal
pH [19]. Mouse cells are characterized by lower DT
binding activity of proHB-EGF due to differences in
the proHB-EGF amino acid sequences across spe-
cies [20] and proHB-EGF-associated transmembrane
protein CD9, which in mice is not able to upregulate
DT binding activity of proHB-EGF [21]. These dif-
ferences are likely to affect signal transmission from
proHB-EGF receptor after its binding to CRM197,
which increases proHB-EGF expression only on hu-
man cells.

Thus, J774 cells derived from mouse mac-
rophages and possessed a low initial level of proHB-
EGF expression, in most cases responded to activa-
ting factors by increasing proHB-EGF expression,
while Raji cells derived from human B cells and pos-
sessed a high initial level of proHB-EGF expression
responded to activating factors mainly by decreasing
proHB-EGF expression.

The changes in an amount of proHB-EGF on
the cell surface can be realized via two main mecha-
nisms: first, by altering the synthesis of proHB-EGF
de novo; second, by changing the intensity of proHB-
EGF shedding to form a soluble form — sHB-EGF.
The formation of sHB-EGF depends on many fac-
tors and negatively regulated, i.e. is inversely pro-
portional to the amount of sHB-EGF in a medium.

Changes in proHB-EGF expression on the J774 and Raji cell surface in the presence of activating factors

Cell line

Origin

Initial level of proHB-EGF

Increase in cell density

Increase in FBS concentration in medium
LPS

CRM197

rsHB-EGF

1774 | Raji
Mouse macrophages Human B cells
low high
+ _
+ -
+ -
+
+ _

Notes: + increase in proHB-EGF expression; -|- slight increase in proHB-EGF expression; — decrease in proHB-EGF
expression; -- slight decrease in proHB-EGF expression; Empty cell — proHB-EGF expression remains unchanged
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Different types of cells are supposed to employ dif-
ferent mechanisms for changing proHB-EGF expres-
sion under the influence of activating factors.

The studied J774 and Raji cells derive from
different immune system cell types: macrophages
and B cells, respectively, which significantly differ
in their functional purpose. Macrophages migrate to
inflammation area, scavenge and digest pathogens;
they are involved in the wound healing process, se-
creting a large amount of growth factors. Due to in-
tensive sHB-EGF shedding by J774 cells, the level
of membrane proHB-EGF expression was low. The
main tasks of B cells are recognition of antigen of a
pathogenic agent, differentiation into plasma cells,
which synthesize specific antibodies. Raji cells are
likely to secrete a small amount of sHB-EGF into
the medium and therefore, express a large amount of
proHB-EGF on their surface.

The functional differences between mac-
rophages and B cells underlie different responses of
these cells to activating factors. When macrophages,
which secrete a significant amount of sHB-EGF in
the inflammatory focus, receive signals of an in-
crease in their density in the inflammation area, the
presence of other mitogen factors and a sufficient
amount of sHB-EGF in the medium, they reduce
sHB-EGF shedding that lead to an increase in the
amount of detectable proHB-EGF on the cell sur-
face. This process was observed at the increase in
cell density and FBS concentration, as well as un-
der the effects of LPS and rsHB-EGF on J774 cells.
B cells, possessing a large amount of proHB-EGF
on their surface, are always ready to respond to mi-
togen agents from other cells by producing their own
sHB-EGF. This process is thought to be important
for triggering proliferation of some B cell clones
that recognize an antigen and interact with T helper
cells and to support the formation of a large number
of antibody-producing cells and the formation of a
strong humoral immune response. Thus, increasing
sHB-EGF expression in response to such activating
factors as an increase in cell density, the presence
of LPS and rsHB-EGF resulted in a decrease in the
amount of proHB-EGF on Raji cells.

A slight increase in the amount of proHB-EGF
on the Raji cells surface at high FBS concentrations
is thought to be caused by activated cell metabolism
owing to growth factors present in FBS and an in-
crease in proHB-EGF synthesis de novo.

The immune system functions as a well-or-
ganized organism owing to a large number of re-
ceptors on the cell surface of different immune cell
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subpopulations, that are involved in constant signal
transmission realized through receptors of neigh-
boring cells, binding of cytokines, hormones, neu-
ropeptides, growth factors, etc. Recognition of these
signals leads to metabolic changes in cell, synthesis
or removal of its own receptors. The results obtained
showed that proHB-EGF receptor plays an impor-
tant role in the regulation of the immune system
cell activity (at least macrophage-like and B cells),
providing (along with other factors) various respon-
ses to activating factors and supporting immune sys-
tem cells functioning to form full protection of the
organism against pathogenic agents.

3MIHHU B EKCITPECII proHB-EGF
MIJ YAC ®YHKIIOHAJBHOI
AKTHUBANII KJITUH IMYHHOI
CUCTEMU
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Hocmimkeno pisenb excrapecii proHB-EGF
Ha kiiTuHax miHid J774, Raji, KG-1, mo moxoaars
3 pI3HUX THMIB KJIITHH IMYHHOI CHCTEMH JIOIH-
HU Ta MHIII, 32 CTAHJIAPTHUX YMOB KYJIHTHBYBaH-
HS in vitro Ta mia 9ac (yHKITIOHAIHHOI aKTHBAIlIl
ouxX KIiTHH. Busgeineno 3miHm ekcmupecii proHB-
EGF na moBepxHi KIITHH 3aJIG)KHO BiJ IIUTFHOCTI
KJIITHHHOI TIOMyYJISAIii, BMICTY (eTallbHOI CHpPOBAT-
K1 OWKa y KYJIBTYPAIBHOMY CEPEIOBHIIII, ITi T BILIH-
BOM MITOTEHHOTO YHMHHHKA — JIIIOMOJicaxapumay
0aKTepiaTbHOTO TIOXOMKCHHS, a TAKOK HEAKTHBHOL
MMOBHOPO3MipHOT  opMH  AUPTEPIHHOTO  TOK-
cuany (CRMI197) 1 pexkomMOiHAaHTHOTO aHAaJo-
ra posumnaoi ¢opmu HB-EGF - rsHB-EGF.
OpeprxaHi pe3ybTaTH € BAXIUBUMHU JUIS PO3Y-
MiHHS (YHKIIOHATRHOI poji perentopa proHB-
EGF Ha moBepxHi MakpodaromomiOHUX KIITHH i
B-nmimdonuTiB Ta CBiqUaTh MPO 3aJYUCHHS IIHOTO
perenTopa 0 pPeryismii IMyYHHHUX TIPOIECiB B
opraizmi.

KnwouoBi cnosa: proHB-EGF, excrpecis,
KJIITUHHI ~ JiHil, wmakpodaru, B-mimdouuru,
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Jinononicaxapua, pekomOiHaHTHI npoTeinn, sHB-
EGF, neaktuBnuii nudrepiiiauii tokcun CRM197.

N3MEHEHUSA

B OKCIIPECCHUMU proHB-EGF
MPA ®YHKIIMOHAJTBHON
AKTHUBAIINUA KJIETOK
UMMYHHOUN CUCTEMBI

T. A. Yyouna'?, A. FO. Jlabvinyes',
C. U. Pomaniox', J[. B. Konu6o'?,
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UccnenoBan ypoBeHb 3kcnpeccun proHB-
EGF na knerkax muanit J774, Raji, KG-1, npownc-
XOIAIIUX OT PA3JIMYHBIX TUIIOB KJIETOK UMMYHHOM
CHCTEMBI YEJIOBEKa M MBILLIH, IIPH CTAHAAPTHBIX yC-
JIOBUSIX KYJIBTUBUPOBAHUS in Vitro 1 Ipu QyHKIIHO-
HaJbHOM aKTHBALMM 3THUX KJETOK. BBIsSBICHBI M3-
MeHeHus 3xcnpeccun proHB-EGF na noBepxHocT
KJIETOK B 3aBUCHMOCTH OT IUIOTHOCTH KJICTOYHOM
MOMYJIALMH, conepKaHusl (eTanbHOH CHIBOPOTKH
ObIKa B KyJBTYPaJIBHOH cpelie, MO BIUSHUEM MHU-
TOTEHHOr0 (PakTopa — JUIONOJINCcaxapuaa OaxTe-
PHAJIBHOTO MPOUCXOKICHHS, a TAK)Ke HEaKTHBHOM
MOJTHOPa3MepHOH (opMbl TUPTEPUHHOIO TOKCHHA
(CRM197) 1 pekOMOMHAHTHOTO aHAaJloTa PacTBO-
pumotii popmer HB-EGF — rsHB-EGF. Ilomyuennsie
Pe3yabTaThl BaXKHBI 17151 HOHUMaHUs! PyHKIIMOHAIIb-
HOl ponu peuenrtopa proHB-EGF Ha noBepxHOCTH
Makpo(aromnoJo0HBIX KIETOK ¥ B-mumponnTos,
CBHJICTEJIBCTBYIOT 00 YYaCTHM 3TOrO PELENnTopa B
PEryJisiiMi UMMYHHBIX [IPOLIECCOB B OPraHU3MeE.

Knwouesrie cnoBa: proHB-EGF, skc-
mpeccus,  KJIETOYHBIE  JIMHUM,  Makpodaru,
B-numdonuutsl, Junonojucaxapui, peKOMOUHAHT-
Heie nporeunbl, SHB-EGF, HeakTuBHBIN gudTe-
puiinblil Tokcus CRMI197.
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