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SUPPLEMENTAL FIGURE LEGENDS

SUPPLEMENTAL FIGURE S1. Fluorescence of beads in multiple flow cytometry channels. The odd
numbered peaks of fluorescent particles sets Yellow, Pink, and Blue were measured in all channels on an
LSR-II (Becton Dickinson) flow cytometer. The exact laser and filter set-up of the flow cytometer used
for analysis is indicated by (a) the excitation lasers (b) the band pass filters (¢) the common chromophore
detected in that channel. Histograms with a black background indicate no appreciable fluorescence above
background in that particular channel, whereas histograms with a white background indicates detectable
fluorescence in that particular channel.

SUPPLEMENTAL FIGURE S2. Fluorescent bead assay compared to ELISA. Results obtained for
stabilization of (a) human HLA-A*02:01, (b) murine H-2K®, and (¢) murine H-2D" by fluorescent bead
assay (left column) were compared by running the identical experiment using the conventional enzyme
linked immunosorbent assay (ELISA) format (right column) as described by Rodenko et al. (1)The black
bar graph (*) indicates that the H-2D" control reaction was incubated at 50°C to drive complex
disintegration to completion. No qualitative differences could be discerned.

SUPPLEMENTAL FIGURE S3. Fluorescent bead assay compared to ELISA. Results for (a) the
alanine-scan, (b) the arginine-scan, and (¢) the aspartic acid-scan of HLA-A*02:01 molecules that were
ligand-exchanged with peptide derivatives of the known parent peptide ligand P10 obtained by
fluorescent bead assay (left column) were compared by running the identical experiment using the
conventional enzyme linked immunosorbent assay (ELISA) format (right column) as described by
Rodenko et al. (1) No qualitative differences could be discerned.

SUPPLEMENTAL FIGURE S4A. Two dimensional coding of Yellow beads. The gating strategy is
shown of the mixture of two-dimensionally coded beads, and the schematic of the combinatorial coding in
two dimensions with an internal primary color and the secondary color on the bead’s streptavidin-coated
surface. Of the 12 individual populations of the Yellow beads a maximum of 11 peaks could be separated.
As a result peak #2 was omitted because it too closely overlapped with peak #3. These 11 populations
were coated in 3 different intensities with near-infrared (NIR) fluorescent reactive dye as the secondary
color. The clear separation of the 33 individually coded populations could be accomplished in a single
experiment. In this figure, the color schemes of the beads intensity are based not on physical appearance
of the beads but on the emission properties. Dotted lines were drawn in arbitrarily after analysis to serve
as visual aid and do not represent specific gates.



SUPPLEMENTAL FIGURE S4B. Two dimensional coding of Pink beads. The gating strategy is shown
of the mixture of two-dimensionally coded beads, and the schematic of the combinatorial coding in two
dimensions with an internal primary color and the secondary color on the bead’s streptavidin-coated
surface. The 12 individual populations of the Pink streptavidin-coated fluorescent particles were coated in
3 different intensities with near-infrared (NIR) fluorescent reactive dye as secondary color. This allowed
the clear separation of a grand total of 36 individually coded populations in a single experiment. In this
figure, the choice of color schemes of the beads intensity is based not on physical appearance of the beads
but on the emission properties. Dotted lines were drawn in arbitrarily after analysis to serve as visual aid
and do not represent specific gates.

SUPPLEMENTAL FIGURE S4C. Two dimensional coding of Blue beads. The gating strategy is shown
of the mixture of two-dimensionally coded beads, and the schematic of the combinatorial coding in two
dimensions with an internal primary color and the secondary color on the bead’s streptavidin-coated
surface. The 10 individual populations of the Blue streptavidin-coated beads were coated in 3 different
intensities with green fluorescent reactive dye as the secondary color. The clear separation of 30
individually coded populations in a single experiment was feasible. The choice of color schemes of the
beads intensity, in this figure, is based not on physical appearance of the beads but on the emission
properties. Dotted lines were drawn in arbitrarily after analysis to serve as visual aid and do not represent
specific gates.

SUPPLEMENTAL FIGURE S5. Stability of secondary color. The individually coded populations as
described in Supplemental Figure 4 for (a) Yellow, (b) Pink, and (¢) Blue beads were stored at 4°C and
shielded from light for several weeks and the individual fluorescence was measured at the indicated
timings. From this experiment no appreciable decay of fluorescence can be observed for the Low,
Medium, or High populations of secondary color.
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Supplemental Figure S1:
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Supplemental Figure S2:
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Supplemental Figure S3:
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Supplemental Figure S4A:
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Supplemental Figure S4B:
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Supplemental Figure S4C:
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Supplemental Figure S5:
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