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Supplementary Figure 1

Supplementary Figure 1: BT‐061 treatment of PBMC induces CD4 down‐modulation and no
depletion of T cells. (A) PBMC were treated with 10 µg/ml of BT‐061 for 45 min at 4°C and were
then cultivated for 18 h at 37°C. After this incubation CD4 expression of T cells was determined
cytofluometrically. One donor out of three is shown. (B) Statistical analysis from all donors.
(C) PBMC were treated with BT‐061 (10 µg/ml) for 45 min at 4°C or left untreated and then(C) PBMC were treated with BT 061 (10 µg/ml) for 45 min at 4 C or left untreated and then
cultivated for 18 h at 37°C. Absolute numbers of CD3+ cells was determined cytofluometrically using
counting beads.



Supplementary Figure 2

Supplementary Figure 2: CD4 down‐modulation of T cells induced by immobilized BT‐061 is
dependent on Lck activation, whereas recovery of CD4 expression is dependent on de novo protein
biosynthesis. (A) PBMC were treated for 45 min at 37°C with PP1 at the indicated concentrations. Cells
were cultivated for 18 h at 37°C in medium, medium supplemented with BT‐061 (10 µg/ml), or
medium supplemented with PP1 (at the indicated concentrations), then CD4 expression was
determined cytofluometrically. One experiment with cell derived from 3 donors is shown. (B) Statistical
analysis from all experiments as shown in (A). (C) MACS enriched CD4+ T cells were incubated for 3 h in
untreated wells, in medium supplemented with CHX (10 µg/ml) or in wells coated with BT‐061
(10 µg/ml). Untreated cells were further cultivated in untreated wells (white circle), whereas CHX pre‐
treated cells were cultivated in medium supplemented with CHX (10 µg/ml) (white square), and BT‐
061 treated T cells were cultured on immobilized BT‐061 (10 µg/ml) (white diamond), medium (black
triangle pointing down) or medium supplemented with CHX (10 µg/ml) (black triangle pointing up). In
experiments with CHX, every 24 h CHX was added at a concentration of 10 µg/ml. CD4 expression was
determined after the indicated time cytofluometrically. Statistical analysis of one experiment with cells
derived from 3 different donors. (D) Depiction of values obtained after 72 h incubation based on the
data also shown in (B). Error bars indicate SEM.



Supplementary Figure 3

Supplementary Figure 3: BT‐061 mediated CD4 down‐modulation in a circulating whole blood
system is not abrogated due to interaction with the complement system. Fresh human whole
blood was set to rotate in surface‐heparinized loops made of polyvinylchloride and treated with
1U/ml (black line) and 10 U/ml (red line) heparin and additionally with the indicated concentrations
of BT‐061 or PMA (0.05 µg/ml)/Ionomycin (0.75 µg/ml). The loops were placed on a wheel rotatingof BT 061 or PMA (0.05 µg/ml)/Ionomycin (0.75 µg/ml). The loops were placed on a wheel rotating
at a speed of 10 rpm. Following an incubation of whole blood at 37°C for 15 min, 3 or 6 h samples
were harvested and then CD4 expression was determined cytofluometrically.


