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Immunotherapy is currently emerging mode of breast cancer therapy as efficacy of traditional thera-
pies seems to reach plateau nowadays. First transplanted generation from non-SPF spontaneous BLRB
mammary adenocarcinoma (MAC) were used as appropriate mouse model to examine whether single local
interleukin-2 (IL-2) is efficient against mammary cancer. We showed that survival dynamics of syngeneic
BLRB males with early emerging transplanted mammary cancer (short subclinical period) taken from
naturally arisen female mammary carcinoma could be significantly improved by a single IL-2 treatment
(2,5 x 10° IU per mouse) applied locally two weeks after MAC cell inoculation. However, the same IL-2
therapy mode applied to later emerging tumors (long subclinical period) of the same average size of 5 mm
as late as eighth week after tumor cell inoculation notably shortened the survival of tumor-bearing mice.

So, both the fundamental significance and applied implications of biphasic IL-2 effect on mam-
mary cancer growth was shown.
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Introduction. Breast cancer affected about each eighth woman in industrial count-
ries; and the incidence of disease is progressively augmented in developing countries.

Numerous studies presented evidence that breast cancer (BC, in women) patients
exhibit a T-cell mediated functional immunosuppression, which progresses during tu-
mor growth, so that the early localized disease shows a low-grade defect and advanced
disease shows a high-grade generalized immune dysfunction both in mice [1] and BC
patients [2, 3]. IL-2 deficiency is essential in this immune impairment. These data pro-
vided a rationale of the in vivo therapeutic administration of the IL-2 in BC patients [4].

However the therapeutic potential of IL-2 against BC is still not clear both in mice
[5, 6] and human patients although distinct therapeutic benefit has been achieved in li-
mited cohorts of patients (discussed in [2]). Two major explanations exist: (i) [L-2 ther-
apy is still applied to BC patients without selection procedure for patients that might
benefit from this kind of immunotherapy [7], and (ii) the average tumor growth delay
and disease-free and total survival are calculated and compared between the whole
treated and untreated groups without distinction between benefit and non-benefit popu-
lations. We hypothesized that a therapeutic IL-2 potential might be revealed evaluating
therapy efficacy for short and long survivors separately, suggesting that both benefit
and non-benefit subgroups exist in IL-2 treated tumor-bearing mouse population. Pre-
viously we have shown that promising anti-cancer potential of a single IL-2 treatment
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could be revealed in various transplanted mammary carcinoma (MC, in mice) models
after therapy efficacy estimation in early and late emerging transplanted mammary car-
cinoma separately [5].

Materials and methods. We used mice of our own strain of BLRB-Rb (8.17)
Ilem (thereafter called BLRB) with high incidence of naturally arisen mammary adeno-
carcinoma (MAC) [8]. Animals were maintained in non-SPF, but thoroughly control-
led, conditions at Mouse Model Facility of Biothechnology Department of the Institute
of Bioorganic Chemistry, Moscow. Mice were fed according Institutional guidance
in own modifications and got water ad /ibitum. Each animal had its individual label and
was followed through the whole lifespan.

Experimental design. Twenty-six BLRB males were used for MAC cell transplan-
tation. The mice were relatively old (about 12 months of age) to mimic BC appearing
in elderly women. MAC cells were taken from naturally arisen female mammary ade-
nocarcinoma. At day 0,107 cells from this suspension were injected in male mice s.c.
near right fad pads. IL-2 was applied as a single peritumoral IL-2 therapy when the visi-
ble tumors were about 5 mm in size (described in [5]). At day 14 seven males with early
emerging tumors of about 5 mm in diameter were treated peritumorally with 2,5 x 10° U
Chiron IL-2 suspended in 0,5 ml containing 0,9% NaCl and 0,1% Bovine Serum Albu-
min (BSA). Six control mice with tumors of the similar size were injected in the same
manner with 0,5 ml 0,9% NaCl/0,1% BSA at the same time. Six males with late emer-
ging tumors of about 5 mm in diameter were treated by IL-2 in the same manner
at day 51; seven control males with the tumors of the same size received control liquid.
Then mice were inspected each day for survival and health monitoring. The mean tu-
mor diameter was measured once a week as described in [5].

Statistical Analysis. The different groups consisted of 6—7 animals. The signifi-
cance of differences in averages was determined by the parametric Student #-test. The
Mann-Whitney non-parametric U-test was used to compare tumor growth kinetics and
survival dynamics as was previously described [5].

Results. Early emerging MCs of average size of 5 mm were observed in 13 BLRB
males at day 13 after transplantation the MC cell suspension from fast and slowly grow-
ing syngeneic female mammary carcinomas. Seven males were treated by a single peri-
tumoral (PT) IL-2 treatment (2,5 x 10° IU). Six males treated by control liquid consti-
tuted a control group. No difference in average tumor diameter was found. However,
the IL-2 treated males survived significantly longer (p < 0,05, U-test) (Figure 1, white
figures).

The other 13 males had late emerging slowly growing MCs. They reached the ave-
rage size of about 5 mm at day 51 after MC inoculation. Six males were treated by a
single PT IL-2 treatment (2,5 x 10°TU); seven males treated with the vehicle constituted
the control group. The IL-2 treated males survived shorter than the controls. The survi-
val dynamics differed significantly from day 35 until day 135 (p < 0,05, U-test) (Figure 1,
black figures).

These data show that a single peritumoral high dose of IL-2 applied to early emer-
ging MACs within second week after tumor cell transplantation prolonged the survival
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of tumor-bearing mice. However, delayed IL-2 application (7 weeks after MAC cell
inoculation) in the same schedule to late emerging MCs of the same initial average size
resulted in reverse effect.

Conclusions. Taken together, these data (i) may demonstrate both benefit and
damage of IL-2 therapy of murine mammary carcinoma and (ii) compel to find out
prognostic factors that may predict the therapeutic effect of IL-2 therapy. These find-
ings may facilitate to develop basic principles of a selection procedure for BC pa-
tients who may benefit from local IL-2 therapy as was proposed by Kedar and Klein.
Finally, this task seems to be urgent as, up to now, local IL-2 treatment did not lead to
clinically promising outcomes in BC clinic [7].
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HNmmyHOTepanus — 3TO croco0 Teparnuu paka MOJIOYHO KeJe3bl, KOTOPBIA MOSBUIICS B HACTOS-
mee Bpemsl. IlepBoe nepecaxeHHOe MOKoNeHUe 0T non-SPF HenmocpeacTBEHHOU IpyIHON aleHOKapIUHO-
mMbl BLRB (MAC) ucnosnb30Bajioch Kak COOTBETCTBYIOIIAS MOJIEb MBIIIH, YTOOBI HCCIIEI0BATh, (P eK-
THUBEH JIM CJMHCTBEHHBIH MecTHBIH mHTepyeiikuH 2 (IL-2) mpoTHB rpymHOro paka. Mbl MOKa3aid, 4To
JMHAMUKa BbDKMBaHMA syngeneic BLRB MyX4unHBI ¢ paHHUM HOSIBIICHHEM TPYAHOTO paka (KOpOTKHUiM
TO/IKJIMHUYECKUH TePHO.T), B3ITOTO OT €CTECTBEHHO BO3HUKIIEH )KEHCKON TPYIHON KapIMHOMBI, MOT' OBITH
3HAYUTENBHO YIYYIIeH eUHCTBEHHON 00padoTkoii IL-2 (2,5 x 10° U 3a MBIIIIB), TPAMEHEHHON B MECT-
HOM MaciuTale CIycTs JIBe Helenu nocie npuBuBky sueiiku MAC. OmgHako TOT ke caMblid croco0 Tepa-
mmu [L-2 oTHOcuTCs K omyxoisiM ¢ Ooliee TIO3THUM MPOSBICHHEM TOTO )K€ CaMOr0 CPEeTHEro pazMepa
(5 MM) yxe Ha BOCBMOH Hejene IOCe TOro, Kak IPHBUBKA sMEHKM OIyXOJIM COKpallana BbDKHUBAHHE
MMEIOLIHX OIyXOJIb MBIILIEH.

Tak, moka3aHo 3Ha4YCHUE U TIPUMEHEHHbIC IBYX(a3Horo 3ddekra IL-2 Ha pocT paka rpyau.

KaroueBble ci10Ba: pak MOJIOYHOH jKeJIe3bl, MOJIENTb MBIIIH, TIpeIBenIaomue GakTopbl, HMMYHO-
Tepanus, UHTEPJIEHKHH 2.





