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Spot Span=2 Span=6 Span=8 Span=9 Span=10
A1 15 16 16 16 16
A2 10 16 16 16 16
A3 14 16 16 16 16
A4 11 16 16 16 16
A5 8 16 16 16 16
A10 1 0 0 0 0
B1 2 0 0 0 0
B2 3 2 2 2 2
C1 1 0 0 0 0
C10 1 0 0 0 0
C11 1 0 0 0 0
D5 1 1 1 1 1
E1 13 14 15 16 16

    E2 10 7 12 11 15
E3 8 8 7 6 8
E4 3 0 0 0 0
F1 16 16 16 16 16
F2 15 16 16 16 16
F3 11 16 16 16 16
F4 11 16 16 16 16
F5 6 3 0 0 0
G1 14 14 14 16 16
G2 15 14 14 16 16
G3 13 11 12 13 16
G4 8 4 5 3 4
G5 3 0 0 0 0
H1 16 15 15 13 15
H2 10 15 16 16 16
H3 11 8 10 11 12
H4 3 5 5 5 3

The threshold value for the median filter was determined by the partition analysis. Wells in the 
bolded rows were easily detectable by the naked eye.
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1 2 3 4 5 6 7 8 9 10 11 12

A 2.5 0.5 0.25 0.05 0.025 0.005 0.0025 0.0005 0.00025 0.00005 0.000025 0.000005 Flu
B
C
D
E 2.5 0.5 0.25 0.05 0.025 0.005 0.0025 0.0005 0.00025 0.00005 0.000025 0.000005 IgG
F 25 5 2.5 0.5 0.25 0.05 0.025 0.005 0.0025 0.0005 0.00025 0.00005 IgG
G 12.5 2.5 1.25 0.25 0.125 0.025 0.0125 0.0025 0.00125 0.00025 0.000125 0.000025 IgG
H 2.5 0.5 0.25 0.05 0.025 0.005 0.0025 0.0005 0.00025 0.00005 0.000025 0.000005 IgG

Supplementary Figure S1. Template of antigen plate. Flu vaccine was spotted in row A. Immunoglobulin G (IgG) was spotted in rows E–H. Rows B–D are 
blank rows containing buffer only. Values are the actual amount of material (in nanograms) spotted in the wells.


