Dunst et al., Supplementary Figure 1
A B

BW5147
TC-treated time after replating onto non-TC-treated [h] plate-bound
9 32 54 72 TC-treated hydrogel anti-CD3

1 10% FCS 0.1 o|jo 0|]4.8

EAaR AR

38] V45V

1 Vy5Ve 1l
i w1v.se.4d
105 ] 0% FCS 105]13 Vy1Vs6.4
10¢ ] -
104
S B
o) 10°
= 102 b N
% ° k = R
0 10% 104 405 102 10° 10
sFT-red TNF
4G4
plate-bound o wevet _ Wy1vee4
TC-treated hydrogel anti-CD3 TC-treated  non-TC-treated non-TC-treated
0.1 0.1(Jo Vy5Va1 0.07 ] 1.05 unstim.
3 . 11 ;
105{3:8 3.9//0.1 0| Vy1V56.4 108 4 anti-
: 0 ] TCRyd
beads
8 108 9
el
A 1 102 3
Lo i
0 10° 10* 10°
sFT-red
Vy1V§6.4 Vy1V§6.4 Vy5V81
8.8 CDR33 (HIGGIRA)
QRPL
KNKK
45°
ﬂ KAKK
2 o TCRS
o TCRS °TCRy

e positively charged aa
e negatively charged aa

o TCRy
s CDR35 (HIGGIRA)

FR1 Vy1Vs6.4
Vgl MLLLRWP-TF----CCLWV--FGLGQ--—-—--—-—-— LEQTELSVTRETDESAQISCIVS 42 2635 AT
Vg2 MLLLRWF-TS----CCLWV--FGLGQ----=--=—-= LEQTELSVTRETDENVQISCIVY 42 W/\ \TC—tlreated
Vg4 MKNPGSQALLPLYLPWEANLADENPLLKVV-TIF----LCLLT-~FGHGK-----=---~- LEQPEISISRPRDETAQISCKVE 65 . lunstim.
Vg5 - MSTSWLFLL----SLTCV--YGDSW---=-==--=~- ISODQLSFTRRPNKTVHISCKLS 42 1041 28\ ssDNA
Vg6 - MGLLLQVETLASLRICKCMAFRGIEDTGKRAKGSSLTSPLGSYVIKRKGNTAFLKCQIK 59 990 hydrogel
Vg7 - --MLWALA------- LLLAFLPAGR----- QTSSNLEERIMSITKLEGSSAIMICDTH 44 90 gDNA
. Lr et RNA
0108 10¢ 10°
CDR1 FR2 CDR2 FR3 CDR3 SFT-blue
Vgl L-PYFSNTATHWYRQKA-KHFEYLIYVSTNYN-QRPI}GKNKKI EASKDFQTSTSTLK INY LKKEDEATYYCAVWI 115
Vg2 L-PYFSNTAIHWYRQKTNQQFEYLIYVATNYN-QRPL-GGKHKKIEASKDFKSSTSTLEINYLKKEDEATYYCAVWM 116
Vg4 I-ESFRSVTIHWYRQKPNQGLEFLLYVLATPT-HIFL-DKEYKKMEASKNPSASTSILTIYSLEEEDEAIYYCSYG- 138
Vg5 G-VPLHNTIVHWYQLKEGEPLRRIFYGSVKTY-KQ---DKSHSRLEID-EKDDGTFYLIINNVVTSDEATYYCACWD 113
Vg6 TSVQKPDAY IHWYQEKPGQRLQRMLCSSSKEN-IVYEKDFSDERYEARTWQSDLSSVLTIHQVTEEDTGTYYCACWD 135
vg7 ——--RTGTYIHWYRFQKGRAPEHLLYYNFVSSTTVVDSRFNLEKYHVY-EGPDKRYKFVLRNVEESDSALYYCASWA 116
.. . L.

Lkkk s ok s

Supplementary figure 1. Recognition of synthetic polyanionic ligands underlies ‘spontaneous’ reactivity of Vy1 ydTCRs.

(A) Flow cytometric analysis of sFT-blue and sFT-red expression by Vy5V51- and Vy1V36.4-expressing reporter cells after overnight culture
on TC-treated culture surface and replating onto non-stimulating (non-TC-treated) surface at indicated time points; cells were cultured in
complete medium (10% FCS) or under serum starvation (0% FCS). (B-C) Analysis of intracellular cytokines IL-2 and TNF in Vy5V&1- and
Vy1Vd6.4-expressing BW5147 (B) and 4G4 cells (C) after 8h of culture on the indicated culture surfaces in the presence of BrefeldinA.

(D) Flow cytometric analysis of sFT-blue and sFT-red expression by the reporter cells transduced with indicated TCRs upon stimulation with
anti-TCRyd-coated beads or non-coated beads (unstimulated) on negatively charged (TC-treated) or non-charged (non-TC-treated) cell
culture surfaces. (E) Visualization of Vy1V86.4 structure modeled by SWISS model in two indicated projections. (F) Visualization of the
distribution of positively and negatively charged amino acids on models of Vy1Vd6.4 (left) and Vy5V&1 (right) TCRs. (G) Alignment of all
functional murine Vy segments, framework regions (FR) and complementarity determining regions (CDR) are indicated and clusters of
positively charged amino acids within Vy1 are highlighted (boxes). (H) Flow cytometric analysis of sFT-blue signal in Vy1V56.4-expressing
reporter cells upon stimulation with ssDNA (15uM), genomic DNA (gDNA, 15ug/m), or RNA (15ug/ml).



