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(MSCs), stromal adult stem cells with immunomodulatory properties.
The aim of this study was to investigate the role of MSCs on expansion
and activation of G-MDSCs. Us.inE How r:,-mutri: a:ul}r:.l:. we ab-
served that G-MDSC (CD11b+CD353+CD14-HLADR-) percentage in
MM was greater than MGUS and healthy donoes (HD) (61221 6% ver-
ars 53,742 2% and 49.7 2] 4% respectively, p=0.026 and p<0.001). We
Found a T-cell anergy driven 'I:vy MM-G-bA 5. Suhuquentl'y, wWe In-
vestigated the capacity of MSCs from MGUS and MM patients and HD
nerate MDSCs. Briefly, human E:Fheml blood monomacleated
cells isolated from HD were cultured alone, with HD (n=4), MGUS {n=£)
or MM MSCs (n=7) (1:100 ratia). Afer one week, PEMCs were collected
and G-MDSCs iselated using anti-CD86b magnetic microbeads. The
enotype of G-MDSC was confirmed by cytofluorimetric analysis,
ir immunesuppressive capacity was anabyzed evaluating T-cell pro-
liferation when co-cultured with a'utulr.rg_mu CFSE-labeled T cells ssim-
ula.teds?r phytchaemagghutinin (PHA). Only MM MSCs-educated
G-MDSC exhibited suppressor effece with a reduction of T cell prolif-
eration of about 3449 6% (p<0.01) compared to G-MDSC control (iso-
Lated after culture in medium .)]r.mc:l. Nuhbl)r. neither MDSCs contral
nar myeloid cells co-cultured with HD or MGUS MSCs showed sup-
pressive activity. Using real time PCR, we analyzed the expression of
immune modulatory Baceors (Argl, NOS2, COX2, TME TGE, IL8, IL10,
IL1) by MSCs after 48h of co-culture with FEMCs, MM MS5Cs showed
an increase of COX2, ILS, IL10, IL1, TGF and NOS2 expression (p<{0.05)
compared to HD MS5Cs, suggesting thae multiple mechanisms ase in-
valved in MDACs inducton by M MSCs. The same immune modu-
Latory Factors were investigated in MDSCs befare incubation with T
cells, MM MECs-educated MDSCs expressed higher levels of Argl,
NOS2 and IL8 (p<0.05) compared to MDSCs contrel. In conclusion,
MSECs From MM but noe MGUS patients are able to activate G-MDSCs
with potential implication in immune escape that favours plasma-cells
groweh, survival and resistance to drugs,
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BORTEZOMIB INHIBITS DSTEOCLASTOGEMESIS AND BOME RESORPTION THROUGH
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Ohaeeolytic bone disease I 8 common manifestation of mulsple
myeloma (MM) that leads o progressive skeleson destruction and is the
most severe cause of rrvnlludl.a,- i bAoA patients, CHIT1 and YEL4D are
mammalian chitinases evolved to h:,'d.ldh;u chitin. Recently, our graup
has demonserated that chitinases are important during human OC dif-
ferentiation and silencing CHIT1 and YEL40 with siRNAs in mature os-
teoclases (OCs) results in decreased bone rEsSOrptive activiey mn vit,
suggesting a key role for chitinases in OC Renction. The aim of this work
wias to investigate the inhibition of osteoclastogenesis by bortezomib
(BOY) analyzing its regulation of chitinase expression and explore the role
of chitinases in n!tunlynu activity of Flau':u cells (PCx). Frst, we con-
firmed that BO exposure during OC differentiation led to the inhibition
of osteoclastogenesis reducing expression of OC markers (MMPY,
RANE, CTSK and TRAP; p=0.0001) and reducing bone digestion abiity
in a dose-dependent manner (2.5 and 5 nM), We Further showed that
drug treatment down-regulated expression of CHIT] and YKLA0 in a
dose-dependent manner (p<00001), In particulas, BO affected both the
component (cytoplasmic and secretory) of CHIT, YELAD and MMP9,
whaose expression is clodely associated with chitinases production.
Measuring CHIT| enzyme activity in cell-free supermatanes, it abio re-
suleed affected by BO during all differentiation process (Fle5%, 821 %,
6544% and SBx4% respectively st 5, 7, 15 and 21 days; p<0,002). Mare-
over, immunoflucrescence evaluation of OCs showed thae BO was able
to translocate YEKLAO into the nucleus, while CHIT] remained into the
cytoplasm, Subsequently, we chose to Investigate if chitinases ase in-
vobved in PC ability to participate in bone resorption. U286 expressed
higher CHIT1 actaviey (468x111.29 v 216£19.07 and 98441, 44) and
showed higher levels of CHITT and YEKLA0 mRMNA than SKM-M1 and
MM MM cell lines (p<0001). A significant reduction of MM cell &
geation activity was observed sllencing CHIT1 and YKLAD alone
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{21.9825 2% and 25.08£3% vs negative control; p<0.003) or in combi-
nation (82857 %; p<(L0001). Interestingly, exposure of U266 to BO
wias able o decrease CHIT1 and YEL40 EXPIELAIOn N g diose -depu:u:hant
manner (p<0.0001). In conclusion, we demonstrate that BO treatment
inhibits csteoclastogenesis and bone resarption through d tian
of CHIT1 and YEL40, not anly in OCs bue also in PCs. All these BO ef-
Fects contribute to it ml:.myclmmn el".ﬁcacy.
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Pasents with mwlud:,'aq:la.ltl: syndromes (MDE) and acute myelaid
leukernis (AML) with multilneage dysplasia show several immunelog-
ical abnormalities. Azacitidine represents a therapeutic option for these
disorders and has been demonstrated to pote influence T-cell po-
larization. The aim of this :tud}- is to monstor the kinetic of the T-cell
receptos (TCR) repertoire during Azacitidine treatment in order o ex-
plose sts potential ability to reverse the immune derangement eypical of
these patients. Our study consisted in a Bow cytometric and spectr
ing mal:,.'sis P\:rﬁu’mud an the Perl.[.lhural bload of 11 patients
normal contrals. The Fow ery anahsis was based on a panel of
24 B variable (BV) Family-specific antibodies. The profile of thard
com| Ementanty-d.cturmmin@-mﬁm [CDRS) in separated CD4d+ and
CDE+ T-cells was then .:naly:red ¥ Spectratyping, flow cytometTy,
we first demonstrated an improvement from baseline to the following
evaluations in the Frequency of CD3+ (mean 3.00% ws 6824%,
p=0.08), CDd+ (40.09% v 42.05%, p=0.04) and CD8+ cells (20.17% v
25.10%, p=0.02], while the frequency of regulatory T-cells (0.53% v
0.45%, p=0.84) and BV expansions was stable in both CDul+ (mean
1.60% vs 2.53%, p=0.36) and CDE+ cells (5.20% vs 5.80%, p=0.7%
Motewarthy, when monitored b CEr: during their treatment
aur Fnﬂ!:ﬂy!hﬂwtd significane :h:f,gesl‘:tnytpl'll-:ﬁ' Cl:l;g profiles, which
were much more evident in CD4+ T-cells. In Fact, the frequency of
skewed BVs was significantly decreased from baseline to tl‘mﬁlﬂwmﬁ
evaluations in the CD4+ subset (mean 81,45% vs 70,17 %, p=0.004)
Thas PALtem Was gven moge prnnm.umed in pasents m!pund.ms to Azac-
itidine (B9.80% w 81 47%, p=0.002), Also in the CDE+ subset 5 slight
but stasistically significant trend rowards a reduction in the Frequency
of skewed CDR3 profiles (mean 99.27% v 9874%, p=0.01) was
demorstrated, Our flm:hnp ﬁrsﬂy confirmed in our patients an overall
derangement of the TCR sepertoise. However this pamem seems wo
gradually improve during Azacitidine teatment, a5 witnessed by the
improvement in T-cell counts observed on Hlow cytometry but much
mare hy the progressive restoration of the CDR3 dl.wmzy detecned hy’
spectratyping, especially within the CDd+ subset, Therefore our data
suggest that stidine could be potentially able o reverse the immune
derangement typical of patients with MDS and AML with multilineage
dywplasia



