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Extracorporeal photopheresis induces CD4" CD25" regulatory T cells
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Action mechanisms of photopheresis
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Figure 1. Scheme of experimental in vivo model for
CHS and ECP.

Spleen and lymph node cells were obtained from mice
which were sensitized with DNFB. Cells were exposed
extracorporeally to 8-MOP+UVA radiation. Treated
cells were injected i.v. into naive syngeneic recipients

(1°recipients). Five days after injection, recipients

were sensitized against DNFB and ear challenge per-
formed 5 days later. In some experiments lymph node
cells were obtained from the recipient mice and trans-
ferred i.v. into a second generation of syngeneic naive
mice (2°recipients). 24 h after transfer, mice were sen-
sitized against DNFB and ear challenge performed 5
days later.
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Figure 2. Injection of ECP-treated cells, obtained from
DNFB-sensitized mice, inhibits sensitization in the re-
cipients.

Spleen and lymph node cells were obtained from mice
which were sensitized with DNFB. Cells were exposed
extracorporeally to 200 ng/ml 8-MOP + 5 J/cm” UVA ra-
diation. Treated cells were injected i.v. into naive syn-
geneic recipients (1°recipients). Five days after injec-
tion, recipients were sensitized against DNFB and ear
challenge performed 5 days later. Positive control mice
were sensitized and challenged without injection, nega-
tive control mice were ear challenged only. Ear swelling
was measured 24 h after challenge. Ear swelling re-
sponse is expressed as the difference (cm x 10-3, mean
£SD) between the thicknesses of the challenged ear
compared to the thickness of the vehicle-treated ear.
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Figure 3. Injection of ECP-treated cells obtained from
DNFB-sensitized mice induces transferable tolerance in
recipients.

Spleen and lymph node cells were obtained from mice,
which were sensitized with DNFB. Cells were exposed
extracorporeally to 200 ng/ml 8-MOP + 5 J/cm” UVA ra-
diation. Treated cells were injected i.v. into naive syn-
geneic recipients (1°recipients). Five days after injec-
tion, recipients were sensitized against DNFB. Five
days thereafter, spleen and lymph node cells were ob-
tained from the recipient mice and transferred i.v. into a
second generation of syngeneic naive mice (2°recipi-
ents). Mice were sensitized against DNFB 24 h after
transfer and ear challenge performed 5 days thereafter.
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Figure 4. ECP targets CD11c" cells.

Spleen and lymph node cells were obtained from mice,
which were sensitized with DNFB. Cells were exposed
extracorporeally to 200 ng/ml 8-MOP+ 5 J/cm® UVA
radiation. One group of cells was depleted by magneto-
bead separation of CD11c" cells. Depleted or bulk cells
were injected i.v. into naive syngeneic recipients (1°re-

Neg. Co Bulk CD11c-depl.

cipients). Five days after injection, recipients were sen-
sitized against DNFB and ear challenge performed 5
days later.
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Figure 5. ECP inhibits also the effector phase of CHS.
Splenocytes and lymph node cells were obtained from
DNFB-sensitized WT mice and treated with 8-MOP and
UVA. Cells were injected into naive mice which were
sensitized against DNFB 4 days earlier (1°recipients,
A). 24 h thereafter recipient mice (ECP) were chal-
lenged with 0. 3% DNFB. Ear swelling was measured
24 h after challenge. Splenocytes and lymph node cells
obtained from 1° recipients were injected into naive
mice (2° recipients, B). Mice (ECP) were sensitized
against DNFB 24 h after transfer, and ear challenge was
performed 5 days later.
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Figure 6. Mechanisms of tolerance induced by ECP.
ECP-treated dendritic cells and monocytes phagocytosed
apoptotic lymphocytes induce tolerance via induction of
functional CD4"CD25" regulatory T cells.
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