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RATIONALE METHODS
We recently demonstrated that murine Langerhans Cells (LC) Endotoxin-free OVA protein was applied epicutaneously or intra-
are capable of cross-presenting soluble protein antigen. In this cutaneously on mouse skin. To dissect the influence of endotoxin,
study we tried to augment those findings in terms of the mode LPS was given systemically prior to OVA immunisation or applied
of antigen application. The influence of systemic (a la Wilson / locally together with OVA. Epidermal and dermal explants were
Villadangos) vs. local LPS / Endotoxin on the antigen presenting placed in culture 6h after immunisation. Subsequently, migratory DC
capacity of skin DC is the second issue. were co-cultured with antigen-spec. T cells (OT1/2) in vitro.
While it is not definite that LC themselves present antigen in To test for in vivo relevance, CFSE labelled OT1 T cells were
vivo in the lymph node, epicutaneous immunisation may injected i.v. 24h before immunisation. T cell responses induced by
provide benefits by induction of locally restricted T cell cross-presentation were detected by CFSE proliferation assay. In
responses. addition, the systemic influence of LPS was measured.
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in vitro 2 & LPS.OVA 2008 experimental setup:
OT1 0oT12 = LPSiv.10ug . OVAZ250 g epicutaneous
n w il OVA 250 ug epicutaneous
epidermal epid c.0. OT epid c.0. OT 2 % A 48,7 % n‘t - OVA 250 ug‘ ep\cuéaneoug +LPS 59
crawlout soone o0 32
+ e pcwaoun || i
200000 - g, u-la‘“i 3 () OVAepic
c g & LPSiv. injected OVA 1ol 1ot T oar o 1ot B () OVA+LPS epic
g - LS. epe v g oo b W Bl LPS iv. OVA epic
- R S s 4
20m0 < s oo ova - 2
. ﬁ, TS g e 5
. = unieatd conol o = uned covol go 8
o B a M
dermal dermal c.0. OT 1 dermal c.o. OT 2 S re} ""'E?' = ] ot o
crawlout 0000 x 0 OVALPS 2010 7 6 5 4 3 2 1 0
number of division
40000- p =
o000 - epic. ova g 84,3%
§ ~+ LPS iv. infected OVA Lg)j 3 LPsivinkcied ova E o systemic LPS inhibits whereas locally applied LPS
20000- - necied oA ® I ' supports cross-presentation in vivo.
- -+ LPSv. epic. OVA : m; iv. L:T:ELTA v 0¥ .-.;;- 1o 1wt
o- & unreated control & untreated control CFSE
- —
20 00 a0 1000 0 00 300 1000 CFSE dilution / CD8*
Dchmel oChel
. . o . 4. Antigen specific T cell responses are locally restricted
2. Antigen presentation of injected OVA protein and ) o . .
i S if Ovalbumin is applied epicutaneously
MHC-I presentation of SIINFEKL peptide in vivo is
marginally suppressed by systemic LPS. - B brachal (N LPS v OVA T
only intradermally injected OVA B3 brachial LN - OVAni
invivo = is cross-presented in lymph nodes t
. A opd wic b 2008 that do not drain the immunisation spot I
OVA 250 pg SIINFEKL 25 pg y )
injected id epicutaneous R .:o
. TR - EL ge s}
: 5 o bra LFSiv OVA inj 022 LPS Iv. 1019 ;
;. 957 % b OVAs hardly  © T >O0VA 250 pg 204
g 2 cross-presented injected (ear)
. s W appied without * | ; t i i J
’ Y | I S T B
- L L . : 44,6 % Teell number of division
= proliferation in
4 brachial
ymph node epicutaneously applied OVA
g is rarely cross-presented in
‘ o l‘ lymph nodes that do not drain the
=5 o z o immunisation spot
untreated 0 oo e wd
1 } L g ba-OVARnj02s o brachiol LN[LPS v ova epe sractial L [ovaepic]
- e _.. >OVA 250 g “’“ -
4 CFSE 1 injected (ear) - - M
~ CFSE dilution / CD8* q L | 4 4
) . o, Swee £ B h.i?'f'eram in $a i
W W 8" brachial Pt =l
5} & _ o lymph node TS 5 T3 510 TEE I 11
b _ o LPsh number of division number of division
8 8 comol @
m Mo ol [ Al ° o - l iy I
T i ° T mmarotavison ool e e yettoaion 2 :
number of division number of division CFSE is reduced to § . é .
background
‘ =2 inhibited antigen-specific T cell proliferation under the influence of systemic LPS ‘ v TTETT R T
SUMMARY-CONCLUSIONS ]
moon] = Do oo petes i |
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similar to LPS applied topically...or with endotoxin traces in Ovalbumin protein I /
# epicutaneous immunisation with Ovalbumin protein results in poor CD4+ T cell responses in vitro . e um
# MHC-I presentation of OVA peptide and cross-presentation is suppressed under sytemic LPS in vivo -
# cross-presentation of epicutaneously applied Ovalbumin is locally restricted in vivo o S e .
? do epicutaneous immunisations “overrule” systemic inhibition of T cell responses ? ochel




