


Sll. PhysicalMeasurements
'H-NMR spectra were recordext 400 MHz using Bruker Ascend 400 spectrometer, and

13C NMR spectra usindgeol ECS-400at 101 MHzfrequency All the spectravere calibrated
with respect toresidual solvent peak The following abbreviations were used to describe
peak patterns wherever appropridie: broad; ssinglet d, doublet t, triplet; q, quartet; m,
multiplet. All coupling constant$§J) are reportedn Hertz (Hz). High-resolution mass spectra
(HRMS) were performedn an electron spray ionization tirogflight (ESFTOF). Melting
pointswere measuredith a micro melting point apparatus. Single CrystaRXy Dffraction
(SCXRD) measurementaere doneon a BrukerKAPPA APEX Il CCD diffractometer.
Fluorescence spectnere recordedrom Fluoromax4 from JobinYvon Edisorequipped
with an injector port and a magnetic stirrer. All buffer solutions \a€jastedo required pH
using a Helmer pH meter. All data from fluorescence studiese processedby either
KaleidaGraph3.51or OriginPro8.5 software

Slll. Synthesis.
Synthesis oftert-butyl (2-aminophenyl)carbamate2:5!

NH
©:NH2 Boc,0, CH,Cly, NEts, @: 2
0°C = rt, 4h. NHBoc

NH,
68 %
1 2

Scheme 1Synthesis ofert-butyl (2-aminophenyl)carbamat

In a 100 mL round bottom flask, # solution ofo-phenylenediamine (1 g, 9.24 mmol) in
CH2Cl> (5 ml) was addedli-tert-butyl bicarbonate (2.01 g, 9.24 mmol) and triethylamine
(2.28 ml, 9.24 mmol) at @C with continuous stirring. The reaction mixture stirred for 4 hours
at 0°C under N atm. The reactiowas quenchedith water and the aqueous layer extracted
with EtOAc (2 x 50 mL).The combined organic layers were dried overS@ and
concentrated irvacuo. The solid residue was purified by column chromatography on SiO
(Eluent Hexane:EtOAc from 91:9 to 88:12) to obtai as awhite solid (1.308 g, 67.94%).
'H NMR (400 MHz, CDC}%) : =727 (d,J=7.8 Hz, 1H), 7.00 (td] = 7.6, 1.5 Hz, 1H), 6.79
(td, J = 7.6, 1.4 Hz, 1H) 6.77 (dd,= 7.8, 1.2 Hz, 1H), 3.70 (s, 1H},51 (s, 9H)HRMS
(ESF) m/z [M + H]* caled for C11H17N202: 209.1290found: 209.1292.



Synthesis oftert-butyl (2-(1H-indole-2-carboxamido) phenyl) carbamate (4):

o)
0 N
N\ EDC-HCI, HOBt, Et;N,
+ H HN

H OH HoN THF, 24 h, rt, 88 %

NHBoc BocHN

3 2 4

Scheme 2Synthesis ofert-butyl (2-(1H-indole-2-carboxamidyphenyl)carbamaté.

In a 100 mL rounébottomed flask equipped with a magnetic stirrer, to a solutiondufié2-
carboxylic acid (835 mg, 5.185 mmol) in dry THF (10 mL) was added EDC-HCI (994 mg,
5.185 mmol) and -1 hydroxy benzotriazole (HOBt, 700 mg, 5.185 mmol) at room
temperature and the reaction mixture stirred for 10 minéti}er 10 minutestert-butyl (2-
aminophenyl) carbamatke (900 mg, 4.321 mmol) and triethylamine (656 mg, 6.481 mmol)
were addedat room temperature and the reaction mixture stirred for 24 hours. After
completion of the reaction mixture was concentrated to remove excess THF, Thé5@ater
mL) was added and the mixtuneas extractedvith EtOAc (3 x 30 mL), the organic layers
were separated, washed with brine, dried over anhydrouS®afiltered and concentrated
under reduced pressure. The solid residue was purified by column chrospatpogn SiQ
(Eluent HexaneEtOAc 91:9) to obtaird as a white solid (1.33 g, 87.8 %).

M.p.: 194°C; 'H NMR (400 MHz, CDC#) : = 9136 (s, 1H), 7.83 (d) = 8.0 Hz,
1H), 7.66 (dJ = 8 Hz, 1H) 7.44 (dJ = 8.3 Hz, 1H), 7.34i 7.13 (m, 7H), 7.09 (s, 1HE.75
(s, 1H), 1.56(s, 9H);*C NMR (101 MHz, CDC#): U = 160.3, 154.8, 136.8, 130.9, 130.4,
130.0, 127.9, 126.2, 126.1, 125.9, 124.9, 124.5, 122.2, 120.8, 112.2, 103.6, 81(8C28.5
HRMS (ESI") m/z [M + Na]" calcd for CooH21NsNaQs: 374.1481found: 374.1481

Synthesis ofN-(2-aminophenyl)-1H-indole-2-carboxamide (3):

(6] N\ O
THF, BF5 Et,0,
HoN
5

NH H NHBoc rt, 24 h, 90%
Scheme Synthesis oN-(2-aminophenyh1H-indole-2-carboxamides.

In a 100 mL round bottom flask, t® solution oftert-butyl (2-(1H-indole-2-carboxamidg
phenyl) carbamaté (740 mg) in THF (5 mL) was added BPE® (98%,6 mL) was added at

room temperature. The reaction mixture was stirred for 24 hours (followed by TLC). After

S3



completion otthe reactiorthe THF was removed wacua To the liquid reidue water(5 ml)

was added. The excess of 8PEb was quenched with the dropwise addition of saturated
NaHCGQG until the effervescence of CQtops. The mixture extracted with ethyl acetate (50
mL x 2),the organic layer separated, dried over.8@&;, filtered and concentrated wacua

The residue was purified by column chromatography on @@ent 1% MeOH in CHCIy)

to obtain5 as a yellowish solid (510 mg, 96.5 %).

M.p.: 206°C; 'H NMR (400 MHz, DMSQde): U = 11.69 (s, 1H), 9.68 (s, 1H), 7.65
(d,J = 8.0 Hz, 1H), 7.46 (d] = 8.3 Hz, 1H), 7.36 (s, 1H), 7.21 (t#i= 6.2, 1.1 Hz, 2H), 7.06
(t, J= 7.5 Hz, 1H), 6.99 (t, 7.6 Hz, 1H), 6.81 (dus 8.0, 1.2 Hz, 1H), 6.63 (td,= 7.7, 1.3
Hz, 1H), 4.95 (s, 2H)3C NMR (101 MHz, DMSQde): U = 159.8, 143.2, 136.6, 131.5,
127.1, 126.7, 126.5, 123.5, 122.9, 121.6, 119.8, 116.3, 11623, 103.6 HRMS (ESI)
m/z [M + H]" calcd for CisH14N30: 252.1137found: 252.1144.

General Procedure for Synthesis of Transprter l1a- 1g:

0 cl 2 i [ }
©E\>_/< 1o THF, Pyridi = N 0
N HN . , Pyridine NH H HN.
H 30 min, rt $=0
H,N R
5 6a-6g 1a-1g R
6a, R = 2,3,4,5,6-Pentafluoro, 1a, R = 2,3,4,5,6-Pentafluoro, 86%
6b, R = p-Br, 1b, R = p-Br, 89%
6¢c, R = p-NO,, 1¢c, R=p-NO,, 92%
6d, R = p-Me, 1d, R = p-Me, 91%
6e, R = p-CF3, 1e, R = p-CF3, 95%
6f, R = p-OMe, 1f, R = p-OMe, 87%
69, R = 2,4,6-Trifluoro 19, R = 2,4,6-Trifluoro, 88%

Scheme 4General synthesis of transporferi 1g.

In 10 mL round bottom flask, ta stirred suspension M-(2-aminophenyh1H-indole-2-
carboxamide5 (50 mg, 0.199 mmol) and Aryl sulfonyl chloriéa - 6g (0.298 mmol) in dry
THF (1 mL) was added pyridine (1 mL)he reaction mixture was stirred for 30 miies at
room temperature. THwas removedindervacuum and the residugas takerin 4M HCI,

extracted with ethyl acetatd@ mL x 2).The aganiclayer £parated, dried over MNaOy,



fitered and concentrated wmacua The residue was purified by column chromatography
(Eluent 1% MeOH in CHCI,) to obtain produclai 1gi n 8 6 .92% yield

N-(2-((perfluorophenyl)sulfonamido)phenyl}1H-indole-2-carboxamide (1a): Beige color
solid; M.p.: 286 °C;H NMR (400 MHz, DMSQdg): ti=11.75
o o (s, 1H), 10.35 (s, 1H), 9.66 (s, 1H), 7.70Jd; 8.0 Hz, 1H), 7.56
— F (d,J=7.88 Hz, 1H), 7.48(d, J = 6.24 Hz, 1H), 7i44.37 (m,
NH F\QF 1H), 7.31 (td,J = 7.34, 1.46 Hz, 1H), 7.25 (td = 7.58 1.06 Hz,
Pk 1H), 7.20 (d,J = 1.5 Hz, 1H), 7.09 (tJ = 7.46 Hz, 1H);13C
NMR (101 MHz, DMSQdg): U 159.7, 143.7 (dm] = 242 Hz), 137.3 (dm, 252 Hz), 137.1,
132.8, 130.0, 129.0, 128.3, 127.6, 126.9, 126.3, 126.2, 124.2, 121.8, 121.1, 114 .34},

112.5, 103.8HRMS (ESI) m/z [M + H]* calcd for Cz1H13FsN3OsS: 482.0598 found:
482.0595

N-(2-((4-bromophenyl)sulfonamido)phenyl}1H-indole-2-carboxamide (1b): White solid;
M.p.: 264 °C;*H NMR (400 MHz, DMSQde): ti = 11.78 (s, 1H),
o Q o 9.80 (s,1H), 9.58 (s, 1H), 7.75 (dd,= 8.12, 1.12 Hz, 1H), 7.72 (d,
_ J=8.08 Hz, 1H), 7.60 7.44 (m, 5H), 7.34 7.21 (m, 2H), 7.20
NH Q 7.07 (m, 4H):}3C NMR (101 MHz, DMSQde): U = 159.6, 138.5,
gr 137.0, 132.8, 132.3, 130.7, 128.5, 128.0, 127.5, 127.1, 126.9 (2C)
125.5, 124.7, 124.1, 121.9, 120.1, 112.5, 10BIBMS (ESI") m/z [M + H]* calcd for
C21H17BrN3OsS: 470.0174found: 470.0176

N-(2-((4-nitrophenyl)sulfonamido)phenyl)-1H-indole-2-carboxamide (1c): Light brown
color solid;M.p.: 295 °C;'H NMR (400 MHz, DMSOdg): U =

0 Q 11.68 (s, 1H), 9.95 (s, 1H), 9.45 (s, 1H), 8.05)¢, 8.7 Hz, 2H),

_ 7.79 (d,J = 8.7 Hz, 2H), 7.67 (dd] = 16.5, 8.0 Hz, 2H), 7.45 (d,
= 8.3 Hz, 1H), 7.39 7.30 (m, 1H), 7.28 7.18 (m, 3H), 7.14

NOz 7.06 (m, 2H)XC NMR (101 MHz, DMSQde): U = 159.5, 149.4,



144.8, 136.9, 132.8, 130.5, 128.0 (2C), 127.9, 127.6, 126.8, 125.8, 125.4, 124.5, 124.5, 121.8,
120.1, 112.5, 104.0:RMS (ESTI) m/z [M + H]" calcd for C21H17N4OsS: 437.0919found:
437.0915.

N-(2—((¢methylphenyl)suIfonamido)phenyl}lH-indoIeZ—carboxamide (1d):.  White
solid; M.p.: 230°C; 'H NMR (400 MHz, DMSQds): U= 11.79 (s,
1H), 9.69 (s, 1H), 9.55 (s, 1H), 7.72 (b 7.96 Hz, 1H), 7.72 (d]
= 8.04 Hz, 2H), 7.49n4, 3H), 7.32i 7.22 (m, 2H), 7.19 7.06 (m,
6H), 2.21 (s, 3H)33C NMR (101 MHz, DMSQds): U = 160.0,
143.8, 137.4, 137.0, 133.2, 131.4, 130286, 127.5, 127. 4 (2C),
127.1, 125.7, 124.9, 124.5, 122.3, 120.6, 113.0, 104.2; RBRMS (ESI) m/z [M + H]*
calcd for C22H21N30sS: 406.1225found: 406.1226

N-(2-((4-(trifluoromethyl)phenyl)sulfonamido)phenyl) -1H-indole-2-carboxamide  (1€):
White sdid; M.p.: 234 °C; 'H NMR (400 MHz, DMSQdg): U =

0 o 11.72 (s, 1H), 9.91 (s, 1H), 9.53 (s, 1H), 7.80)g, 8.2 Hz, 2H),
NH HN—g=0

_ 7.761 7.66 (M, 4H), 7.47 (d] = 8.3 Hz, 1H), 7.34 7.28 (m, 1H),
NH Q 7.24 (t,J = 7.5 Hz, 1H), 7.21 7.15 (m, 2H), 7.14 7.06 (m, 2H):
tF, 13C NMR (101 MHz, DMSQde): il = 159.6, 143.3137.0, 132.8,
1322 (q,J = 33 Hz,CCR), 130.6, 127.9, 124.4, 127.4, 126.9, 126.5, 126.4, 125.6, 124.9,
124.1,123.2 (9] = 272 Hz,CFs), 121.8, 120.1, 112.5, 103.BIRMS (ESF) m/z [M + HJ*
calcd for CooH17F3N30sS: 460.0942found: 460.0948

N-(2-((4-methoxyphenyl)sulfonamido)phenyl}1H-indole-2-carboxamide  (1f): Pale
yellow solid; M.p.: 231°C; 'H NMR (400 MHz, DMSGds) =l

Q ,\% E:O 11.81 (s, 1H), 9.62 (s, 1H), 9.59 (s, 1H), 7.78)(d,7.24 Hz, 1H),

— 7.72 (d,J=7.96 Hz, 1H), 7.54 (d1 = 8.9 Hz, 2H), 7.49 (d] = 8.3

a Hz, 1H), 7.31i 7.23 (m, 2H), 7.18 (d] = 1.5 Hz, 1H), 7.16 7.05

OCH; (m, 3H), 6.86 (dJ = 8.9 Hz, 2H), 3.66 (s3H); 3*C NMR (101



MHz, DMSO-de) ua 162. 4, 159. 5, 136. 9, 132. 8, 130.
125.2, 124.2, 124.0, 121.9, 120.1, 114.3, 112.5, 103.7, BRBIS (ESI") m/z [M + H]*
calcd for CooH20N304S: 422.1174found: 422.1178

N-(2-((2,4,6trifluorophenyl)sulfonamido)phenyl) -1H-indole-2-carboxamide (1g): yellow
Orange coloredsolid; M.p.: 23871 239 °C; 'H NMR (400 MHz,
Q Q O\ DMSO-ds): Ui=11.81 (s, 1H), 10.06 (s, 1H), 9.79 (s, 1H), 7.72)(d,
= F\QF = 8.0 Hz, 1H), 7.64 (d) = 8.1 Hz, 1H), 7.49 (dJ = 8.3 Hz, 1H),
7.357 7.30 (m, 2H), 7.28 7.21 (m, 3H), 7.15 7.05 (m,3H); 13C
F NMR (101 MHz, DMSQds) U 1 6J4 25B.4 16@ Hz), 156.2
(dm,J =259.3 Hz, 2C) 137.0, 132.6, 130.5, 127.6, 127.4, 127.0, 125.9, 125.2, 1249, 121
120.1, 114.0dt, J = 16.9, 4.8Hz), 112.6, 104.0, 102.5 @,= 27.2 Hz) HRMS (ESI) m/z
[M + H]* calcd for C21H15F3N30sS: 446.0786found: 446.0785

SIV. Supporting NMR Spectra
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SV. Single Crystal X-ray Crystallographic Analysis Study.

Single crystals suitable for-kKay diffraction were obtained by slow diffusion of atmospheric
moisture into DMSO solutions of compouid and 1g. The cocrystal of [Le-CI][TBA "]

was obtained by mixing thleeand TBACI (10 equvi.) in adenitrile at room temperature and
slow evaporation of acetonitrile gave the uniform crysiefe solidstate structure of bothc

and 1g showed hydrogen bonding interactions with DMSO through amide and sulfonamide
Ni H and indolic CH protons (Fig. S20).

Single crystal Xray intensity data of compounegere collectecbn a Bruker KAPPA
APEX Il CCD diffractometer with graphitmonochromatized (M&a = 0.71073 A)
radiation. The Xray generatowas operatedt 1500 W power, 50 kdnd30 mA. Datawere
collectedwi t h t he scan width of 0.ahd1808 keepingthd er en't
sample to detector distance fixed at 40 mm and thedetectposi ti on (2d) fi Xe€
ray data collectiorwas monitorecby SMART program (Bruker, 2003). The structure was
solved by the direct method using SHELXTL and refined=@rby full-matrix least squares
technique using the SHELX874 program packagwithin the WINGX programme. All nen
hydrogen atomswere refinedanisotropically. All the hydrogen atoms were placed in
geometrically idealized positicas riding over their parent atoms.

Details of Cocrystal of 1¢-DMSO: CCDC 1840631, &H22N40eS, M = 514.56, colorless

blocks, triclinic, space groupP -1, Cell: a=7.567(2), b=12.628(4), c¢=12.890(4), V =
1178.3(6)A3, Z =2, , T = 296 Kdmax = 28.368, Deac(gcm® = 1. 450, F(000)
(mm) = 0.274, 21482 reflections collected, 5854 unique reflections<M.0706), GoF =

0.980, R = 0.0554, wR = 0.1611, R indices based on 5033 reflections with | >2s(l)
(refinememk= on. "R ,.T quP . J.52 (eA

A B
- Prob = 50
_ 05 Temp = 296

58

- (70318)

™ PLATON-Apr 30 1B8:44:31 2018

28 shel x P -1 R = 0.086 RES=_ 0 54 X

Fig. S200RTEP diagramA) and Xray crystal structure oflc-DMSO]. For clarity, the only
hydrogen atoms involved in hydrogen bonding are shown. The hydrogen bonds are shown by
purple lines.
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Details of Co-crystal of 19g-DMSO: CCDC 1835297,C2sH26F3N30sS;, M = 601.67
colorless blocks, Monoclinic, space group #c2Cell: a =19.508(2), b = 8.2786(10), ¢ =
17.511(2)V = 2713.5(3 A3, Z =4, T = 296 K,dnax= 28.363, Dcaic (g cmi®) = 1473, F(000)
= 1248, =£0.385mb72 reflections collected6778 unique reflections (R =
0.0689, GoF =0.905 Ry =0.0407 wR2 = 0.1387 R indices based ds033reflections with |
>2s (1) (refifenbddt goan 0.3020A3). o)

A
Prob = 50 B
Temp = 296

0y

- (70318)

™  PLATON-Apr 20 07:42:35 2018

-35  55-02-177_P 2l/c R = 0.04 RES= 0 -118 X

Fig. S210RTEP diagranftA) and Xray crystal structure dflg-DMSO]. For clarity, the only
hydrogen atoms involved in hydrogen bonding are shown. The hydrogen bonds are shown by
purple lines.

Details of cocrystal of 1e with TBACI: CCDC 1838526 CzgHs2CIF3N4O4sS, M = 761.34
colorless blocks, Monoclinic, space group C2/c, Cell: 20:234(4), b = 13.246(2), ¢ =
30.365(6)V = 7963(2)A3,Z =8, , T = 296 K,dmax= 25.086, Dcacc (g cm®) = 1.270, F(000)
= 3232 (mm?l) = 0.207 38339 reflections collected7067 unique reflections (R =
0.0625), GoF = 1.31, Rt =0.0888 wR> = 0.2830Q R indices based of668reflections with |
>2s(l) (refinement on F2Jp jnax = 0947, P jnin =1 0.640(eA™).
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Fig. S22A0ORTEP diagram ofe co-crystalized with TBACI.
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Fig. S22B Frontand back view of cerystal ofle-Cl-.
Hirshfeld Surface Analysis:

The Hirshfeld surface analysis is very usebol to identify the intermolecular interactions in
molecular crystals. The tool has been widely used for analyzing the interactions in crystal
structure$>54 This tool also provide the- 8 AAAX ( X = Nhepm@senceSlof, et c
hydrogen bondingniteractions wer@isualizedusing the CrystalExploret7.5 softwareThe

results of Hirshfeld surfacanalysis shown in theg. 23. The progranwas used tadentified

the C(a@nNAABCH) AAAO contact s 238A3 Tchupdenstanthen b o n
electron density distribution on the receptor molecmleco-crystal structureusing the
CrystalExplorerl7.5 progrant? The Hirshfeld surfacevasalsogeneratedor the Cl ionsin

the same softwar@ig. 23B). The red, white, blue and color codélirates strong, medium

and weak interactions respectivéfy>° The results obtained are analogous to the previously
predicted results obtained using Mercury 3.0 softwak&e have also generated the
electrostatic potential of the receptor using the crydtdh. The electrostatic potential on
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receptor surfacg ener ated i n crystal Explorerl1l7 softwa
methodi DFTO and -Ba&( @y &D.tin this6case, the blue and red colors

indicate the electron deficient antkeron rich areas on a moleculgid. 2D). The analysis

clearly indicates that the indoleH\ carboxyamide N and sulfonamide N are strongly

electron deficient while threeHCprotons Ha, Hc andHe) are moderately electron deficient.
Therefore, theseeniters can participate in hydrogen bonds.

A B

Fig. S23. The dorm mapped over the Hirshfeld surface using universal red, blue and white
color code to show important interactions taking a neighbouring molecule. Hirshfeldesurfa
generated for receptoA) and C! atoms B). The red, white, blue and color code indicates
strong, medium and weak interactions respectively. The ChemDraw structure of rdeeptor

(C). The electrostatic potential on receptor surface generatexystdExplorerl7 software
using t he def aul t program AToMiGidd O). Imet hod
electrostatic potential surface the blue and red colors indicate the electron deficient and
electron rich areas on a molecule.

SVI. 'H NMR Binding Studies
The stock solutions dfa-1g (0.01M) and tetrabutylammonium chloride (1M) were prepared

in either acetonitrilads or DMSO-de. All the receptors and TBACI were dried in vacuum
destcatorbeforeuse.'H NMR spectra were recorded on a Bruker AsBéa00 specometer
and calibrated with respect to residual pretlvent peak in Acetonitritels (d = 1.94). NMR

titrations were performed by suasese addition of aliquots of the agent anionic guest as
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the tetrabutylammonium (TBA) salt. In acetonitrilg a ctange in the chemical shift of all
three NH (Amide NH, indole NH, and Sulfonamide NH)sebservedTheH NMR stacked
plotswere processed using MestReNova 6 saféwTo obtain the binding constants data was
curvefitted with 1:1 binding model of the Wir@NMR2 computeprogrant®
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Fig. S24 'H NMR titration spectra fofla with stepwise addition of TBACI in acetonitriti at
25 °C. The equivalents of added TBA&te shownon the stacked sgptra A). Fit plot of
chemical shift ¢ ppm) of sulforamideNH proton versus concentration of TBACI fitted to 1:1
binding model ofWInEQNMR2 program B). J o b 6 s
titration indicating 1:1 binding afa:Cl- (C).
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Fig. S25 'H NMR titration spectra folld with stepwise addition of TBACI in acetonitritiy at
25 °C. The equivalents of added TBAG@re shownon the stacked spectrd\) Fit plot of
chemical shift(d ppm) of sulforamideNH proton versus concentration of TBACI fitted to 1:1
binding model othe WinEQNMR2program B).J obd6s pl ot gene'dAMR d
titrationindicating 1:1 binding oid:CI- (C).
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Fig. S26 'H NMR titration spectra fol.e with stepwise addition of TBACI in acetonitriti; at
25 °C. The equivalents of added TBA@te shownon the stacked spectrd\); Fit plot of
chemical shift § ppm) of sulforamideNH proton \ersus concentration of TBACI fitted to 1:1
binding model ofWInEQNMR2 program B). J o b 6 s

titration indicating 1:1 binding afe:Cl- (C).
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Fig. S27 'H NMR titration spectra fotf with stepwise addition of TBACI in acetonitriti at 25

°C. The equivalents of added TBA@&le showron the stacked spectrA) Fit plot of chemical
shift (d ppm) of sulforamide NH proton versus concentration of TBACI fitted to 1:1 binding
model of WInEQNMR2 program B). J ob 6s pl ot g e n e tHaNMR ditratfom o m
indicating 1:1 binding off:Cl- (C).
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Fig. S28 'H NMR titration spectra foflg with stepwise addition of TBACI in acetonitritis at
25 °C. The equivalents of added TBAG@re shownon the stacked spectrd\) Fit plot of
chemical shift d ppm) of sulforamideNH proton versa concentration of TBACI fitted to 1:1
binding model ofWInEQNMR2 program B). J ob 6s pl ot g e n e tHaNMRd
titrationindicating 1:1 binding oig:Cl- (C).
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SVII. lon Transport Studies:

A. Preparation of EYPC-LUVSEHPTS in NaCl: In a10 mL clean and dry round bottom flask

a thin and transparent film of egg yolk phosphatidylcholine (EYPC) was prepared by #irying
mL of EYPC lipid (25 mg/mL in CHG) with continuous rotation and slow purging of nitrogen
gas. The transparent film then dried in high vacuum 6r fours to remove all the traces of
CHCls. The dried lipid filmwas hydratedvith 1 mL of buffer (10 mM HEPES, 100 mM NacCl,
1mM HPTS, pH = 7.0). The resulting suspension was vortexed at an intért@l minutes
during60 minutesThe suspension was then subjected to 10 fréeme cycleqliquid Nz, 55 °C
Water bath), and > 19 times (must be an odd number) extruded through a polycarbonate
membraneof pore size 100 nmAn extravesiculardye was removeal by size exclusion
chromatography using Sephadex5G (SigmaAldrich) by eluting with buffer (10 mM HEPES,
100 mM NaCl, pH = 7.0)FHnally, the vesicular suspesion was diluted to 6 mL. Final
conditions: ~ 5 mM EYPCinside 10 mM HEPES, 100 mM NaCl, 1 mMPTS, pH 7.0;
outside 10 mM HEPES, 100 mM NaCl, pH 7.0.

B. lon Transport Activity by HPTS Assay®’ In a clean and dry fluorescence cuvette, 1875

of buffer (10 mM HEPES, 100 mM NacCl, pH 7®Was addedollowed by the addition of 2&L
EYPGLUVEHPTS vegles. The resulting solutiowas slowly stirredvith the magnetic stirrer

equipped with the fluorescence instrumdrte timedependent change in fluorescence intensity
atenm=™ 510 nm was moni t or ed&l=480nmaunng the additio af masewa v e | e
(20 ¢L, 0.5 M NaOH t=020 g traaspdrter mpddutsdPMBQdsolaiont ) at
att = 100 s, and finally 10% Trion-A 0 0 ( 2 %= 30Qs)wasaatided to lyse the vesicles so

that the complete destruction of pH gradient is achigi#ggl S30A and S®B). The collected

datawas then normalizetb the percentage change in fluorescence intensity as a course of time

using the equation 1:

le=[(ItT lo)/(IT lg)] x 100 (Equation 1)

Where Io is the initial intensityl: is the inensity at timet, andlp is the final intensity after
addition of Triton %100.
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Details of assay:
In: 1.0 mM HPTS,

10 mM HEPES,

JETIEELS)
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ra
100 mM NaCl, pH = 7.0 IF ?“. e window
Out: 10 mM HEPES, = .
100 mM NaCl, : i
pH=178 Y
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Fig. S33 Representations dfuorescencéasedion transport activity assay using EYROVs

(A) and representative ion transport kinetics showing normalization wirlpw (
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Fig. 34 lon Transport Activity of Transportdia - 1g (10 niM) across EYPE&.UVs
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Fig. 35 Doserespmse activity of 1b across EYP@UVSEHPTS @). Hill analysis at 250
secondgB).
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Fig. 36 Doseresponseactivity of 1c across EYP@UVSEHPTS @). Hill analysis at 250
secondgB).
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