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Electronic Supplementary Figure 1. Four pm microspheres-TrxGAD6S set.
Population of microspheres seen in FSC vs. SSC dot plot for gating purposes (a), and
FL1 vs. number of events histogram (b), for measuring of fluorescence (representative
signals from normal human serum and diabetic patient’s serum are shown).



[ FloCMIA for GADA detection J

[ ProtocoIAJ [ Protocol B \ ‘ Protocol C J
1
[ Reaction Mix ]
50 pL /5 diluted 20 uL /, diluted 20 uL pure serum
serum serum 6.25x10°
5x10° microspheres- 1x10* microspheres- microspheres-
TrxGAD65 TrxGAD65 TrxGAD6E5
[ | | |
[ Incubation ]
. 3h, RT ON, 4°C ON, 4°C
[I. ON, 4°C
[ Transference to 96-well filtration plate ]
[ | | |
[ 5 Washes (vacuum manifold) ]

[ 1
[ Detection of bound GADA ]
|

50 WL /500 Alexa 50 UL /540 biotin-anti 50 pL /5, TrxGADG5-
Fluor488-anti lgG nlaG blotln
[
Incubation (1 h, R.T)) |
| [ 1 |
5 Washes (vacuum manifold) ]
50 WL 450 S0 HL1/100
streptavidin-DTAF streptawdln DTAF
| Incubation (1 h, R.T) ]
- |-
[ 5 Washes (vacuum manifold) ]
[ Acquisition on Flow Cytometer ]

Electronic Supplementary Figure 2. Flowchart of experimental protocols for
FloCMIA A, B and C.



