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History of developing synergy between monoclonal antibodies, anti-tumor activity of monoclonal
antibodies against tyrosine-kinases receptors EGFR/ErbB-1 and HER2/ErbB-2 as well as growth factor
VEGF in various combinations are considered in the article. There were proposed hypotheses about poten-
tial molecular mechanisms underlay synergy between monoclonal antibodies (for homo- and hetero com-
binations of antibodies appropriately specific for antigenic determinants on the same or different recep-
tors). Future trends in researches necessary to deeper understanding causes of this phenomenon and
perspectives for practical application of monoclonal antibodies acted synergistically as immunotherapeu-

tic drugs for human tumors treatment are reviewed.
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Efforts to initiate a specific approach to
immunotherapy of cancer started with the
attachment of chemotherapeutic drugs by a
weak covalent link to antitumor antibodies, at
that stage still polyclonal [1-3]. Spacers such
as dextran or polyglutamic acid were used to
allow high drug load. At a later stage the anti-
bodies were biotinylated, whereas the drug
was attached to avidin, allowing a two stage
drug targeting to the tumor [4]. During these
experiments we noted that there was no need
to covalently attach the drug to the antibody,
which by itself had some antitumor activity.
For example, when monoclonal antibodies
(mAbs) to epidermal growth factor receptor
(EGFR) were injected together with cisplatin [5]
they exerted a strong synergistic effect on the
ability to reduce the size of tumors (KB human
epidermal carcinoma). This early observation,
of a synergistic effect on cancer between an
antibody and a chemotherapeutic drug, has
paved the way for an extensively used clinical
protocol [6] .

To further explore ways to enhance thera-
peutic efficacy, we addressed the mechanism
underlying tumor inhibition by mAbs to recep-
tor tyrosine kinases such as EGFR/ErbB-1 and
HER2/ErbB-2. One mechanism attributes
tumor growth inhibition to the ability of anti-
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receptor mAbs to induce endocytosis and
degradation of the receptors. The mAbs down-
regulate the receptor leading to attenuated
ligand-induced signaling potency and dura-
tion. To enhance antibody-mediated endocyto-
sis of these cancer-causing receptors we intro-
duced combinations of mAbs and found that
epitope-distinct mAbs to the same receptor
(homo-combination) can significantly enhance
the rate of receptor breakdown in KB cells
over-expressing EGFR [7]. Further, when com-
bined, the mAbs synergize in terms of growth
inhibition of N87 human gastric carcinoma
over-expressing HER2 [8]. The combinations act
in synergy if they are directed against distinct
epitopes, i.e. sufficiently remote from each
other on the receptor. The mAbs then cross-
link the receptors and efficacy of immuno-
therapy is attributed to receptor cross-linking
and size of antibody-receptor clusters formed
at the cell surface. The clusters are rapidly
removed, a step which dictates the rate of
endocytic clearance, receptor down-regulation
and extent of signaling blockade [6].

A mechanistically distinct approach simul-
taneously targets two different receptors,
such as targeting both EGFR and HER2 (hete-
ro-combination) or a receptor (e.g., HER2) and
an anti-angiogenic growth factor (VEGF,
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using Avastin-bevacizumab). The extracellu-
lar domain of human ErbB presents adjacent
or over-lapping determinants harboring mul-
tiple antigenic sites. Depending on the site, a
mAD can be dormant, propagate tumor growth
or mediate a distinct detrimental effect. It can
disturb ligand binding, interfere with he-
terodimer formation that induce signal trans-
duction, or interfere with any other pathway
not yet identified. Scientific rationale sug-
gests that combining two mAbs to two epitopes
on the same receptor, or two mAbs to the two
receptors, can target different pathways.
They may perturb the cancer cell by inducing a
collaborative damage of simultaneously
impaired functions often by differing but com-
plementary mechanisms of action of the two
mAbs.

While conducting experiments with various
combinations of antibodies to HER2, we noted
an interesting observation: an antibody which
by itself exerted no effect on tumor growth in
animals was nevertheless able to enhance the
tumor-inhibitory effect of an otherwise weak-
ly inhibitory mAb. Another interesting obser-
vation relates to the target epitopes. Our most
effective mAb combinations always included
an antibody directed to the dimerization arm
of HER2, a region permitting HER2 to form
heterodimers with EGFR and ErbB-3.
Whether these observations can be genera-
lized and applied to tumor markers other than
HERZ2 is an intriguing issue, the elucidation of
which requires additional investigation and
broader repertoires of mAbs to HER2. The
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current challenge is to identify pathway-spe-
cific therapies and explore their potential
additive or preferably synergistic effects,
while avoiding excessive toxicities.

Our study was recently extended to human
pancreatic carcinoma, a malignancy with
extremely poor prognosis, which is largely
considered incurable. We compared the effects
of nine homo- and hetero-combinations of
mAbs to EGFR or HER2, on the growth of
human pancreatic carcinoma BXPC3 expres-
sing moderate level of EGFR and low level of
HER2. MAbs to the two receptors inhibited
tumor growth in animals as single agents but
acted in synergy and were more effective when
paired in homo-combinations, exerting
improved inhibition. Anti-HER2 mAbs,
despite the low HERZ2 receptor, acted as
important partners in collaborating with
mAbs to EGFR to form highly inhibitory
pairs. These hetero-combinations acted in sy-
nergy and were the most effective in generat-
ing long-term inhibitory activity.

The low effectiveness of therapeutic
mAbs and the evolution of patient resistance
call for deeper understanding of mechanisms
that underlay immunotherapy. Because the
superiority of mAb combinations extends to
tumor cell cultures, it may be assumed that
in addition to cellular responses, non-
immunological mechanisms also contribute
to antibody synergy. Translation of these
lessons to clinical applications may enhance
patient response and delay acquisition of
resistance.
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PoaragaryTo icTopiro BiZKPUTTA ABUINA CHUH-
€pPrivyHOCTi MOHOKJIOHAJBFHUX aHTUTIJ, pe3yJibTa-
TU JOCJiIKEeHb IMPOTUNYXJUHHOI aKTUBHOCTI iX
pisHMX KOMOiHAIIM IPOTU PEIEeINTOPiB TUPO3UH-
kinasaoro EGFR/ErbB-1 i HER2/ErbB-2,
a Takoik (paxTopa pocty VEGF. Buciosieno mpu-
OYIeHHA PO MOMKJIMNBI MOJIEKYJIAPHI MexaHis-
MU, 1[0 JeXXaTh B OCHOBiI ABUIIa CUHEPTiUYHOCTI
MOHOKJIOHAJIBbHUX AHTUTIJI (I BUMAAKIB rOMO-
i rerepoxkoMOinaIiii aHTUTII, cuenmudivHUX Bix-
HOBiJHO M0 AHTUTEeHHUX OAeTepMiHAHT OJHOTO
1 Toro camoro abo ABOX pPi3HUX peIenTopiB).
OO6roBOpeHO HANPAMU IOJANBIITNX TOCIiIKeHb,
HeOOXiMHUX [JIA TJIMOIIOro PO3YMIiHHA NPUYUH
IIBOT'O ABUIIA, & TAKOK ITePCIeKTUBU IPAKTUYHO-
IO 3aCTOCYBaHHSA iMyHOTepaIlleBTUUHUX IIperapa-
TiB HA OCHOBi CHHEPTiYHMX MOHOKJIOHAJbHUX
AHTUTIJ JJId JTiIKYBaHHS MYXJIUH JIOTUHA.

Knwuwosei cnoea: imyHOTEpamis MOyXJWH,
MOHOKJIOHAJIbHI  aHTHUTiJIa, CHUHEPTiYHiCcTh,
pelenTopu emizepMalbHUX (PAKTOPiB pPOCTY
EGFR/ErbB-1i HER2/ErbB-2, ergoreito cyaux
(VEGF).
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PaccMoOTpeHbl MCTOPUA OTKPBITUS SBICHUSA
CUHEPTUYHOCTH MOHOKJIOHAJBbHBIX AaHTHUTEJ,
pe3yabTaThl UCCJIEOBAHUN ITPOTHUBOOITYXO0JEBOM
AKTUBHOCTU UX PA3JINYHBbIX KOMOMHAIIUN IPOTUB
perenropoB TuposumHkuHasHbix EGFR/ErbB-1
u HER2/ErbB-2, a trak:xe paxTopa pocta VEGF.
BoickasaHbl TIPEANOJOMKEHUA O BO3MOMKHBIX
MOJIEKYJIAPHBIX MeXaHU3MAaX, JeKAIIIUX B OCHOBE
ABJEHUS CUHEPTUYHOCTH MOHOKJIOHAJTBHBIX
aHTHUTEJa (A4 ciiydyaeB IOMO- M TreTepOKOMOmHAa-
MU aHTUTEN, CIemU(PUUHBIX COOTBETCTBEHHO
K aHTUTeHHBIM JeTePMUHAHTAM OJHOTO 1 TOTO JKe
160 ABYX PABIUYHBIX PerenTopoB). O0Cy K IeHbI
HaIlpaBJIeHWuA MJaJbHEUIIUX WCCJIEeAO0BaHUM,
Heo0XOAMMBIX AJis 6oJiee TIyOOKOTO IIOHUMAHUS
IPUYUH 9TOTO ABJIEHUS, a TAKKe MMePCHEeKTUBHI
MPaKTUYECKOr0 IPUMEeHEeHU UMMYHOTEePAaIleBTH-
YeCcKUX IMperapaToB HAa OCHOBE CUHEPTUUYECKUX
MOHOKJIOHAJBbHBIX AHTUTEJ IJIA JeUeHUs OMyXOo-
Jieil yesoBeKa.

Knwuesvie cnoeéa: mMMyHOTEpANNs OIIYyXOJIel,
MOHOKJIOHAJbHELIE AHTHUTEJa, CHHEPIrHUYHOCTD,
pelenTopsl sHHUAEPMAaJbHBIX (PaKTOPOB pocTa
EGFR/ErbB-1 u HERZ2/ErbB-2, sumorenusa
cocynos (VEGF).





