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* Yersinia pestis, the causative agent of bubonic 7.3(IgG1) migG 2B2(lgG2a) = ]l o IL-10 * Opsonophagocytosis of Yersinia
and pneumonic plague, remains a significant IL-10* | 3.59 0.56 0.25 ; ] . IL-3 pestis with anti-LcrV antibodies
public health and biothreat risk with few targeted IL'LF; 1: (1)-;‘; ‘13-29 S q LIF may differentially induce
treatment and immunization options. woy OEZ D - .1 - . IL-1B cytokines based on isotype, with

* Antibodies targeting the F1 capsule and LcrV el . S S g * IL-2 IgG1 antibodies upregulating
antigen have been developed but their GM-CSF* 117 049 035 2> « | - >k immunosuppressive  cytokines
immunomodulatory properties have not been well L2* 106 059 054 = - : 'F;'Ll_g such as IL-10 and M-CSFE
described. 16”103 EE—— S 1 & ¥ M= Partial rescue of infected mice

+ LcrV is part of the Type Ill secretion system and :\';'zp"l 18(1) (1’(5)3 ggg g 1 & i - with 1gG1l antibodies can be
can iIndependently induce an MIP-1b 1:00 1:00 1:49 0 | £y e IFN-a boosted by the addition of IL-10-
Immunosuppressive IL-10 response. MIP-1a  1.00 1.00 1.00 0 é 1'0 1'5 2'0 2'5 IL-22 neutralizing antibodies.

 Certain 1gG isotypes preferentially bind Fc MIP-2  1.00 1.00 1.00 _ IL-9 » Neutralizing antibodies against
receptors carrying ITAM- or ITIM-containing RANTEi 1.00 1.00 1.00 Days Post-Infection IL-13 the ITIM-bearing FcyRIIb
motifs, potentially polarizing immune response in '\I"LCF;;* g::’; 8?; 8'2‘2‘ -©- anti-IL-10 -~ 25 g 7.3 + anti-IL-10 :t;; receptor may blunt IgG1-
addition to inducing opsonophagocytosis. w0 B IgG = 25ug 7.3 +1gG IFN-y meeleied  MmIeEPRIEsENe |

IL-28  0.94 0.19 0.69 IL-12p70 and improve intracellular killing
| Fotaxin® ~ 0.93 067 062 Fig 2. |n Vivo Survival. 8-week female BALB/c mice were  GM-CSF N RAW264.7 macrophage-like

2. Materials and Methods I,LLZ: 83(2) 8:2 égi infected via whole-body aerosol with 1.0 LD, of wild-type GRO-a cells.

e VY. pestis C092 (pgm-/ppst_) were grown IL-15 0:87 0:59 0:67 C092 with or without 25 910 of 7.3 antibOdy and/or an anti- N * FUth:e develop_ment of
overnight at 28 °C, transitioned to 37 °C 2 hours IL5* 0.8  0.52 0.50 mouse IL-10 neutralizing rat antibody or rat IgG control. mggi’ candidate velbiss and
prior to co-incubation of bacteria and antibodies L-13% 083 045 0320 * = p < 0.05, *** = p < 0.001 via Mantel-Cox test. IL-17A IETEPeUNe anflaotiss  snoul:
for 1 h. RAW264.7 cells were subsequently GH .78 222 S 107- IL-15 interrogate the role of isotypes
) . ) _ ro-a 0.73 0.86 0.72 * X * x i i7ati
infected with antibody-bound bacteria at an MOI ENA-78 071 0.74 0.77 IL-1la and Fe-mediated polarization on
of 10, incubated for 2 hours, and transitioned to L-1I7A 069 070 085 106 R 7C MoKl [ESpOnEE D el
gentamicin-containing media to kill extracellular FN-a 066 066 066 : . i taxin therapeutic value.
bacteria. Where appropriate, RAW cells were G-CSF BtSER 0.36 3105— IL-28 Op‘”“’”s"gtifpma“ot”hs'C°”fc';‘;‘°”5;§”d .
Incubated with 100 pg/mL of anti-Fc antibodies for TI'E'FZZO‘ gfs 8:3? ggg 2z 18 ;ionn;? ne:ceasslg;?li/aerr?doizzcz)y theeaLlJJ.S.O;r:;.

1 h prior to infection. Supernatants were - t5 104 mAb 1.3 7373 2B2 2Bz 2Bz rescarch, was canclucted I comp lance with the |
collected, and RAW cells were lysed with 0.1% IP-10 0.27 0.47 0.40 TRl ! f ! f ren,c;?l:tiones raerlztirf;ig a:ltnslrs :njr;;teﬁ:qtee;tin
Triton-X for subsequent plating of intracellular IL-1B* 0.17 0.84 0.93 10°- Fig 4: Cytokine Expression with involving animals and adheres to principles stated
b?cterla. Supernatants welz_e analyz?d using a 36- Fig 1: Cytokine Expression 102— FcyRIlb Blockade. RAW264.7 cells Z]ntrneaiuﬁaet{g;;?;;Zr:rgﬁzéjj:c?{éccl)lﬁrc"l'thogy

:Drgl(rul_rgrenr:?.ex MOYEE GRS PEE] @ & MEgF of Anti-LcrV  Antibodies. AT198 - o o e b A d - o b e were pre-treated with inhibitory anti- e e e O e sment an

RAW?264.7 cells were
Infected with Yp CO92(pgm- Time 2 hours 24 hours
[pPst-) at an MOI of 10:1.

Supernatants were collected
at 24 hours and cytokines Fig 3: Invasion Assay. RAW264.7 cells were pre-treated with

measured via Luminex. * = p anti-FcyRIlb antibody AT128, co-incubated with anti-LcrV
< 0.05 via Mann-Whitney antibody-bound bacteria, and Internalized bacteria were
test, vs. migG. enumerated. ** = p < 0.01 via Mann-Whitney test.

FcyRIIb antibody AT128, or activatory Accreditation of Laboratory Animal Care
AT130-2, co-incubated with anti-Lcry International.
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supernatants measured via Luminex.
Expressed as fold change vs. bacteria POINTS OF CONTACT
alone. * = p < 0.05 via Mann-Whitney liTalyansky - gy
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test vs. anti-V mADb alone.

« For in vivo infection, 8-week female BALB/c mice
were Infected via whole-body aerosol with
approximately 1.0 LD., (6.8x10* CFUs) of wild-
type CO92. Animals received 25 pg of anti-LcrV
mAb 7.3 or a PBS control and/or 200 pg of anti-
mouse IL-10 antibody or rat IgG control
Intraperitoneally 18 hours prior to infection.
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