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1. Chemical structure of neomycin dimers (S1).
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Scheme 1. Chemical structure of neoneo dimers. All the amine groups in neomycin dimers are in
salt form (+HCI).




2. Characterization of neomycin dimers (S2).
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Figure S2.1. '"H-NMR of N-Boc DPA51.
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Figure S2.3. MALDI-TOF of N-Boc DPA5SL.
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Figure S2.1. "H-NMR of DPA51.
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Figure S2.2. ®*C-NMR of DPAS5L.
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Figure S2.3. HMBC-NMR of DPA5L1.
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Figure S2.4. COSY-NMR of DPA5L.
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Figure S2.5. TOCSY-NMR of DPA51.
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Figure S2.6. MALDI-TOF of DPA51.
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Figure S2.7. IR of DPAS5L.
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Figure S2.8. '"H-NMR of N-Boc DPA52.
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Figure S2.9. MALDI-TOF of N-Boc DPA52.

13




DPA52.

ARY_SK116Z DPAS1
\
| |
HO . NH» A
? ?
MHy
< |
NHy OH o | |l wot
HO: N HE | i ||
N( =M (] HM ' ||l‘| I|| | | vy Ik
o ¥ MHz ' .l (Il
e o \“’:F—J\——/Y:F\ na Dm/ |I Wi ) [ 4] Wal |
% M2 M o OH N 1y

| l}“‘
JJ” e ".J.J.“._d.{l. Il Illuldb ”-' ’ u_...,._u_J'J Jl

Figure $2.10. "H-NMR of DPA52,

14




EQOQ

600

so0

400

300

200 -

DPAS2 wN

100

& T I N Pkl Bocas ok

INSTRUM ComiFlex-NT
I1d U8er

Ag DRTE Fri Mov 20 L0:23:30 200!
POGBRT P

Pom
=
KoSHOTS
SMORTIM
SMOPTS1

Reflector
10000
1D

=1

=
SH.

o e |
CoOoWUuoSoOoOWmHOoOnomOm

ETTEN 5
M TEL

SO mds b - 00 RO D oO0

Scono COWuoooDOoT—

b
o oo

L=}
no
no
oy

"Ho

oH  MH,

oroae
O
OH

500 1000 1500 2000 2500 3000 3500 A4

A

00 5500 6000

QD

Figure S2.11. MALDI-TOF of DPA52.
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Figure S2.13. 'H-NMR of N-Boc DPA53,

17




J IO L LS _U'E‘JI
SMOPTS1 0
DW 1.00 [m=]
) DELLY 0_[ns]
2500 Uisl 19.00 kEV]
Uisi 79.30 F Uisl
Urefl 20.00 kv
Ulens 8.50 kv
Reffull 20.00 kv
UdetL 1.65% kv
UdetR 1.86 kv
Odefl 2.00 kv
REPHZ 3.00 Hz
T
2000 I a90.69
MIL2 135,387
| ML3 0.000
GDET1n 450 .00 [nz]
DEFLON no
iT1 noc
MT2 no
1= HO
1500 - o NHBcc
MHBoc ©H
HO,
1 NN*N MHEBoc
HO o 0
1 /Rf::_gf’o NHBoc Hﬁéﬁ% Mpges
1000 | BocHN g7 \‘\:;&95* . BocHN om/ c
| o Ne M o oH
| BocHN T
| OH
| HO BocHd
o]
BocHN st
i mLLl
R T T T T T T T T T e ettt — = oo e Samene " — b
0 500 1000 1500 2000 2500 3000 3500 4000 4500 S000 5500 6000 6500 7000 m/z

Figure S2.14. MALDI-TOF of N-Boc DPAS53.
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Figure S2.15. IR of of N-Boc DPAS53.
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Figure S2.17. MALDI-TOF of DPAS53.
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Figure S2.18. UV absorbance scan of DPA 53. Scan was taken in water and the concentration of

DPA 54 was 25 pM. T = 25 °C.
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Figure S2.19. Fluorescence excitation scan of DPA 53 (left) and fluorescence emission scan of
DPA 53 excited at 284nm (right). All scans were taken in water and the concentration of DPA 53
was 25 UM in all the scans. Excitation scan was performed first and wavelength with the highest
fluorescence (284nm) was then used for the emission scan. DPA 53 excitation wavelength is

now defined at 284nm, the emission maximum wavelength is defined at 321nm.
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Figure S2.21. MALDI-TOF of N-Boc DPA54.
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Figure S2.23. MALDI-TOF of DPA54.
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Figure S2.24. UV absorbance scan of DPA 54. Scan was taken in water and the concentration of

DPA 54 was 25 uM. T = 25 °C.
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Figure S2.26. MALDI-TOF of N-Boc DPAS55.
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Figure S2.28. MALDI-TOF of DPAS55.
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Figure S2.29. UV absorbance scan of DPA 55. Scan was taken in water and the concentration of

DPA 55 was 25 pM. T = 25 °C.
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Figure $2.32. "H-NMR of DPA56.
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Figure S2.33. MALDI-TOF of DPA56.
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Figure S2.34. UV absorbance scan of DPA56. Scan was taken in water and the concentration of

DPA56 was 25 pM. T = 25 °C.
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Figure S2.35. 'H-NMR of N-Boc DPA58.

40




Intens. [a.u]
@
S
2

4000+

3000+

2000+

1000+

1517.907
951184

Aﬂ MMM"I"NVMﬂM.J' uuw.JJLnUumx.Ju_A.MA.uMJhMUuwMLlJ\AM-.I\/\.'JJL !l, |’\4 "A

T T T T
500 1000 1500 2000 2500

T
2000

Figure S2.36. MALDI-TOF of N-Boc DPAS5S.
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Figure S2.39. UV absorbance scan of DPA58. Scan was taken in water and the concentration of

DPA58 was 25 pM. T = 25 °C.
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Figure S2.41. MALDI-TOF of N-Boc DPAGO.
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Figure S2.44. UV absorbance scan of DPAG0. Scan was taken in water and the concentration of

DPAGO was 25 pM. T = 25 °C.
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Figure S2.46. MALDI-TOF of N-Boc DPAGS.
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Figure S2.47. IR of N-Boc DPAG5.
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Figure S2.51. Fluorescence excitation scan of DPA 65 (left) and fluorescence emission scan of

DPA 65 excited at 284nm (right). All scans were taken in water and the concentration of DPA 65

was 25 uM in all the scans. Excitation scan was performed first and wavelength with the highest

fluorescence (260nm) was then used for the emission scan. DPA 65 excitation wavelength is

now defined at 260nm, the emission maximum wavelength is defined at 235nm.
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Figure S2.52. UV absorbance scan of DPA 65. Scan was taken in water and the concentration of

DPA 65 was 25 pM. T = 25 °C.
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N-Boc DPA5L.
[Rr 0.38 in 10% EtOH in DCM (v/v)]; *H NMR (500 MHz, CD3COCD3) § 8.28 (s, 2 H, triazole),
6.55 (s, 2 H), 6.43 (5, 2 H, NHgv), 5.95-6.25 (m, 12 H, NHen NH1;, NHa;, NHapy, and NHay),
5.20-5.18 (d, J = 8.36 Hz, 4 H), 5.03 (s, 2H), 5.00-.80 (m, 10 H), 4.75-4.65 (m, 8 H), 4.43-4.55
(or, 4 H), 4.40-4.30 (m, 4 H), 4.27 (br, 6 H), 4.06 (s, 4 H), 3.93 (m, 2 H), 3.90-3.82 (m, 6 H),
3.80-3.55 (m, 20 H), 3.53-3.37 (M, 8 H), 3.35-3.15 (m, 8 H), 1.85-1.35 (m, 110 H, 6 x boc,

H2|eq); MS (MALD'-TOF) calcd. for 0112H192N18049 ,259580, found 2595.15 [(M+Na+)].

N-Boc DPAS5?2.
[Rf 0.42 in 10% EtOH in DCM (v/v)] *H NMR (500 MHz, CDsCOCD3) & 8.26 (s, 2 H, triazole),
6.56 (5, 2 H), 6.42 (5, 2 H, NHgv),6.28- 5.97 (m, 12 H, NHen. NHy;, NHa;, NHapy, and NHay),
5.30-5.18 (d, J = 7.41 Hz, 4 H), 5.07-4.99 (m, 4H), 4.98-4.94 (s, 2 H), 4.90-4.77 (m, 8 H), 4.77-
4.65 (M, 8 H), 4.57-4.44 (m, 4 H), 4.42-4.32 (m, 8 H), 4.31-4.16 (m, 16 H), 4.06 (s, 4 H), 3.96-
3.90 (t, J = 6.30 Hz, 2H), 3.90-3.80 (m, 6 H),3.78- 3.64-3 (M, 18 H),3.53- 3.37 (M, 8 H), 3.37-
3.15 (m, 10 H), 2.37-2.27 (M, 2 H, Haieg), 1.52-1.23 (M, 110 H, Haay, 12 x Boc); MS (MALDI-

TOF) m/z calcd. for C113H104N1804g 2598.80, found: 2599.27(M+2H+Na").

N-Boc DPAS3.

[Rf 0.40 in 10% EtOH in DCM (v/V)]; IR (neat, cm™) 2980, 2930, 2880, 2910, 1720, 1608, 1480;
'H NMR (500 MHz, CDsCOCD3) & 8.69 (s, 2 H, triazole), 8.14-8.04 (s, 4 H, Aromatic ring
protons), 6.50 (s, 2 H), 6.28 (s, 2 H, NHgy), 6.23-5.97- (m, 12 H, NHg;;, NHy;, NHg;, NHzy, and
NHay1), 5.26-5.41 (m, 4 H), 5.11-5.03 (m, 4H), 5.03-4.95 (d, J = 12.45 Hz, 2 H), 4.93-4.74 (m, 6

H), 4.65 (s, 2 H),4.59- 4.44 (m, 8 H),4.27- 4.19 (m, 2 H), 4.05 (s, 2 H),4.04- 3.95 (t, J = 6.31 Hz,
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2 H), 3.95-3.85 (m, 4H),3.83- 3.75 (m, 4 H),3.72- 3.58 (m, 10 H), 3.58-3.49 (m, 4 H), 3.49-3.41
(m, 2 H), 3.41-3.29 (m, 4 H), 3.27-3.15 (br, 2 H),2.88 (t, J = 6.94 Hz, 2 H), 1.50-1.25-1.50 (m,
110 H, Hyax, 12 x Boc); MS( MALDI-TOF), m/z calcd. for Ci16H192N1804g 2629.86, found

2662.29 (M+Na"),.

N-Boc DPAS5A4.

[Rf 0.42 in 10% EtOH in DCM (v/v)], *H NMR (500 MHz, CDsCOCD3) § 8.26 (s, 2 H, triazole),
6.53 (5, 2 H), 6.41 (s, 2 H, NHgyv), 6.27-5.92 (m, 12 H, NHen NH1;, NHa;, NHapy, and NHay),
5.30-5.16 (M, 4 H), 5.05-4.87 (m, 8 H), 4.87-4.62 (M, 10 H), 4.57-4.41 (br, 4 H), 4.41-4.24 (m, 8
H), 4.24-4.15 (m, 2 H), 4.09-4.00 (s, 4 H), 3.97-3.90 (m, 2 H), 3.90-3.79 (m, 6 H), 3.79-3.54 (m,
16 H), 3.54-3.36 (m, 8 H), 3.37-3.10 (m, 8 H), 1.52-1.35 (M, 110 H, Haiax, 6 X Boc); MS (

MALDI-TOF) m/z calcd. for C114H196N1804s (M+), 2586.87 found 2586.06.

N-Boc DPASS.

[Rf 0.44 in 10% EtOH in DCM (v/v)]; *H NMR (500 MHz, CDsCOCD3) § 8.02 (s, 2 H, triazole),
6.50-6.64 (br, s, 2 H), 6.39-6.23 (br, s, 2 H, NHg), 6.23-5.90 (m, 10 H, NH1;, NHg, NHa,
NHayv, and NHay), 5.35-5.20 (m, 4 H), 5.12-5.03 (m, 2 H), 5.03-4.80 (m, 8 H), 4.79-4.70 (m, 2
H), 4.49 (s, 2 H), 4.40-4.21 (m, 8 H), 4.20-4.14 (m, 2 H), 4.06 (s, 2 H), 3.93 (t, J = 7.10 Hz, 2
H), 3.90-3.80 (m, 6 H), 3.77-3.54 (m, 16 H), 3.55-3.39 (m, 8 H), 3.38-3.13 (m, 6 H), 2.93 (m, 2
H), 2.38-2.26 (M, 2 H, Hajeq), 2.23-2.14 (m, 2 H), 1.96-1.93 (m, 2 H, linker protons), 1.68-1.20
(m, 110 H, 6 x Boc and linker protons, Hax); MS MALDI-TOF m/z for Ci18H202N1804s

[M+H,0]", calcd 2663.94, found 2664.66.
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N-Boc DPA56.

[Rf 0.44 in 10% EtOH in DCM (v/iv)], *H NMR (500 MHz, CD;COCDs): & 7.97 (s, 2 H,
triazole), 6.60 (t, J = 2.0 Hz, 2 H), 6.30 (s, 2 H, NHg)v), 6.23-6.10 (m, 4 H, NH;, and NHg)),
6.10-5.90 (M, 6 H, NH3;, NHapy, and NHay), 5.29-5.19 (m, 4 H), 5.07 (d, J = 2.68 Hz, 2 H), 4.92
(s, 2 H), 4.90-4.80 (m, 4 H), 4.78-4.67 (m, 2 H), 4.58-4.50 (br, s, 2 H), 4.40-4.15 (m, 8 H), 4.05
(s, 2 H), 3.92 (t, J = 5.99 Hz, 2 H), 3.89-3.78 (m, 4 H), 3.76-3.65 (m, 8H), 3.65-3.55 (M, 8 H),
3.55-3.38 (M, 6 H), 3.37-3.25 (m, 4 H), 3.24-3.15 (M, 2 H), 2.78-2.66 (M, 4 H), 2.37-2.27 (m, 2
H, Haieq), 1.80-1.67 (M, 4 H, Haax and linker protons), 1.50-1.30 (m, 112 H, 6 x Boc and linker

protons); MS ( MALDI-TOF) m/z calcd. for C116H200N18048 [M+H,0]" 2632.94, found 2631.66.

N-Boc DPAS5S.

[Rf 0.42 in 10% EtOH in DCM (v/v)], *H NMR (500 MHz, CD;COCD3) 6 7.93 (s, 2 H, triazole),
6.50 (m, 2 H), 6.28 (s, 2 H, NHgy), 6.23-5.95 (m, 10 H, NH3;, NHeg;;, NH3;, NHzy, and NHyy)),
5.42-5.27 (M, 4 H), 5.13-5.03 (s, 4 H), 4.98 (d, J = 12.45 Hz, 2 H), 4.92-4.73 (m, 6 H), 4.78-4.67
(m, 2 H), 4.65 (br, s, 2 H), 4.59-4.42 (m, 8 H), 4.33 (s, 2 H), 4.27-4.19 (m, 2 H), 4.05 (m, 2 H),
(t, J = 6.13 Hz, 2 H), 3.95-3.85 (m, 4 H), 3.83-3.75 (m, 4 H), 3.73-3.58 (m, 12 H), 3.57-3.49 (m,
4 H), 3.49-3.41 (m, 4 H), 3.41-3.29 (m, 4 H), 3.28-3.14 (br, s, 2 H), 2.92-2.85 (m, 2 H), 1.69-
1.03 (m, 122 H, Hjax linker protons, 12 x Boc); MS ( MALDI-TOF) m/z calcd.for

C120H208N 15050 [M+Na]+272703, found 2727.81.

N-Boc DPAGO.
[Rf 0.44 in 10% EtOH in DCM (V/V)]; 'HNMR (500 MHz, CD3COCD3) 6 7.91 (s, 2 H, triazole),

6.57-6.47 (t, J = 5.83 Hz, 2 H), 6.33-6.22 (s, 2 H, NHe), 6.18-5.98 (m, 10 H, NHy, NHep,
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NHa;, NHap, and NHay)), 5.30-5.19 (m, 4 H), 5.03-4.93 (m, 4 H), 4.94-4.87 (m, 2 H), 4.84-4.74
(m, 4 H), 4.74-4.66 (m, 4 H), 4.47-4.41 (br, s, 2 H), 4.38-4.32 (m, 4 H), 4.32-4.25 (m, 10 H),
4.22-4.17 (m, 2 H), 4.16-4.08 (m, 2 H), 4.08-4.02 (m, 4 H), 3.95-3.88 (t, J = 6.78 Hz, 2 H), 3.88-
3.80 (M, 6 H), 3.74-3.53 (m, 20 H), 3.53-3.45 (m, 6 H), 3.44-3.36 (M, 2 H), 3.32-3.16 (m, 8 H),
3.05 (s, 2 H), 2.87 (s, 2 H), 1.58-1.32 (m, 126 H, Ha, 6 x Boc, linker protons); MS ( MALDI-

TOF) m/z calcd.for C124H216N180s0 [M+2Na]", calcd 2805.49, found 2806.91.

N-Boc DPAGS.

IR (KBr, cm™) 2910-2980 (br), 2870, 2910, 1719, 1610, 1470; [Rs 0.42 in 10% EtOH in DCM
(viv)]; *H NMR (500 MHz, CD3;COCDs) & 8.68 (s, 2 H, triazole), 8.18 (s, 1 H, Ar), 8.063 (d, J =
6.93 Hz, 2 H, Ar), 7.47 (s, 1 H, Ar), 6.39 (t, J = 5.67 Hz, 2 H, NHgy), 6.30-5.86 (m, 10 H, NHa,,
NHap, NHzi, NHy and NHgy), 5.29 (m, 2 H), 5.27 (m, 2 H), 5.23 (m, 2 H), 5.07-4.96 (m, 6 H),
4.87-4.75 (m, 4 H), 4.51-4.29 (m, 12 H), 4.29-4.18 (m, 6 H), 4.17-4.09 (m, 2 H), 4.05 (br, 4 H),
3.99-3.90 (m, 4H), 3.89-3.77 (m, 8 H), 3.73-3.51 (m, 18 H), 3.51-3.40 (m, 10 H), 3.38-3.13 (m,
10 H), 2.23-2.13 (M, 2 H, Hajeg), 1.55-1.25 (M, 110 H, Hajax, 12 x Boc); MS ( MALDI-TOF) m/z

calcd.. for C115H192N18048, 2629.86, found 2628.46 [(M+Na+)]
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3. UV-thermal denaturation profiles (S3).
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Figure S3.1. UV-thermal denaturation profiles of HIV TAR RNA and HIV TAR
RNA/neomycin dimer complexes. Sample of HIV TAR RNA (1 pM/molecule) was mixed with
ligand (neomycin dimer) with rg, value of 1 (rg- = ratio of drug to RNA concentration). Buffer
conditions: 100 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. Heating rate was 0.3 "C/ min.
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Figure S3.2. UV-thermal denaturation profiles of HIV TAR RNA and HIV TAR
RNA/neomycin dimer complexes. Sample of HIV TAR RNA (1 pM/molecule) was mixed with
ligand (neomycin dimer) with rg value of 2 (rg = ratio of drug to RNA concentration). Buffer
conditions: 100 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. Heating rate was 0.3 "C/ min.
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4. Ethidium bromide displacement titrations (S4).
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Figure S4.1. Ethidium bromide displacement titrations between HIV TAR RNA and ligands.
(Left) The raw fluorescence scans of ethidium bromide displacement titrations. (Right) The plot
between fractions of ethidium bromide displaced from TAR RNA as a function of conc. of
ligand results in a S-shaped curve. The curve was fit by sigmoidal fit using non-linear regression
which helps in determining the ACs, value (the concentration of ligand required to displace 50%
of ethidium bromide from HIV TAR RNA). Buffer conditions: 100 mM KCI, 10 mM SC, 0.5
mM EDTA (pH 6.8).
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5. FRET mediated competition binding assay (S5).
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Figure S5.1. The FRET mediated competition binding assay between neomycin dimers and HIV TAR RNA.
The plots showing decrease in fluorescence intensity as a function of concentration of neomycin dimers. The
plots were fit using sigmoidal fit which result in a s-shaped binding isotherm and helps in determining the 1Cs
(the concentration of neomycin dimers or neomycin required to displace 50% fluorescein labeled TAT
peptide). Buffer conditions: 50 mM Tris, 20 mM KCI, pH = 7.4. [HIV-1 TAR RNA] = 100 nM/strand ,

[fluorescein-labeled Tat peptide] = 100 nm. T = 25 °C.

73




6. Ethidium bromide displacement titration to determine the binding constants (S6).
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Figure S6.1. FID titration of DPA51 with HIV TAR RNA. (A) Raw fluorescence emission
spectra in the presence of increasing concentration of DPA51. (B) The decrease of fluorescence
intensity (at 605 nm) of HIV TAR RNA/EtBr complex with increasing concentration of DPA51
results in a saturating binding plot. (C) The plot between normalized fluorescence intensity (at
605 nm) of HIV TAR RNA-EtBr complex as a function of concentration of DPA51 results in a
saturating binding plot. (D) The Scatchard plot analysis of DPA51 with HIV TAR RNA. Buffer
conditions: 100 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. HIV TAR RNA = 200 nM/strand.

[EtBr] =5 uM.
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Figure S6.2. FID titration of DPA52 with HIV TAR RNA. (A) Raw fluorescence emission

spectra in the presence of increasing concentration of DPA52. (B) The decrease of fluorescence

intensity (at 604 nm) of HIV TAR RNA/EtBr complex with increasing concentration of DPA52

results in a saturating binding plot. (C) The plot between normalized fluorescence intensity (at

604 nm) of HIV TAR RNA-EtBr complex as a function of concentration of DPA52 results in a

saturating binding plot. (D) The Scatchard plot analysis of DPA52 with HIV TAR RNA. Buffer

conditions: 100 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. HIV TAR RNA = 200 nM/strand.

[EtBr] =5 uM.
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Figure S6.3. FID titration of DPA53 with HIV TAR RNA. (A) Raw fluorescence emission
spectra in the presence of increasing concentration of DPA53. (B) The decrease of fluorescence
intensity (at 616 nm) of HIV TAR RNA/EtBr complex with increasing concentration of DPA53
results in a saturating binding plot. (C) The plot between normalized fluorescence intensity (at
616 nm) of HIV TAR RNA-EtBr complex as a function of concentration of DPA53 results in a
saturating binding plot. (D) The Scatchard plot analysis of DPA53 with HIV TAR RNA. Buffer
conditions: 100 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. HIV TAR RNA = 200 nM/strand.

[EtBr] =5 uM.
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Figure S6.4. FID titration of DPA54 with HIV TAR RNA. (A) Raw fluorescence emission
spectra in the presence of increasing concentration of DPA54. (B) The decrease of fluorescence
intensity (at 611 nm) of HIV TAR RNA/EtBr complex with increasing concentration of DPA54
results in a saturating binding plot. (C) The plot between normalized fluorescence intensity (at
611 nm) of HIV TAR RNA-EtBr complex as a function of concentration of DPA54 results in a
saturating binding plot. (D) The Scatchard plot analysis of DPA54 with HIV TAR RNA. Buffer
conditions: 100 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. HIV TAR RNA = 200 nM/strand.

[EtBr] =5 uM.
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Figure S6.5. FID titration of DPA55 with HIV TAR RNA. (A) Raw fluorescence emission

spectra in the presence of increasing concentration of DPA55. (B) The decrease of fluorescence

intensity (at 611 nm) of HIV TAR RNA/EtBr complex with increasing concentration of DPA55

results in a saturating binding plot. (C) The plot between normalized fluorescence intensity (at

611 nm) of HIV TAR RNA-EtBr complex as a function of concentration of DPAS5 results in a

saturating binding plot. (D) The Scatchard plot analysis of DPA55 with HIV TAR RNA. Buffer

conditions: 100 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. HIV TAR RNA = 200 nM/strand.

[EtBr] = 5 uM.
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Figure S6.6. FID titration of DPA56 with HIV TAR RNA. (A) Raw fluorescence emission
spectra in the presence of increasing concentration of DPA56. (B) The decrease of fluorescence
intensity (at 614 nm) of HIV TAR RNA/EtBr complex with increasing concentration of DPA56
results in a saturating binding plot. (C) The plot between normalized fluorescence intensity (at
614 nm) of HIV TAR RNA-EtBr complex as a function of concentration of DPAS56 results in a
saturating binding plot. (D) The Scatchard plot analysis of DPA56 with HIV TAR RNA. Buffer
conditions: 100 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. HIV TAR RNA = 200 nM/strand.

[EtBr] = 5 uM.
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Figure S6.7. FID titration of DPA58 with HIV TAR RNA. (A) Raw fluorescence emission

spectra in the presence of increasing concentration of DPA58. (B) The decrease of fluorescence

intensity (at 612 nm) of HIV TAR RNA/EtBr complex with increasing concentration of DPA58

results in a saturating binding plot. (C) The plot between normalized fluorescence intensity (at

612 nm) of HIV TAR RNA-EtBr complex as a function of concentration of DPA58 results in a

saturating binding plot. (D) The Scatchard plot analysis of DPA58 with HIV TAR RNA. Buffer

conditions: 100 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. HIV TAR RNA = 200 nM/strand.

[EtBr] =5 uM.
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Figure S6.8. FID titration of DPA60 with HIV TAR RNA. (A) Raw fluorescence emission
spectra in the presence of increasing concentration of DPA60. (B) The decrease of fluorescence
intensity (at 615 nm) of HIV TAR RNA/EtBr complex with increasing concentration of DPA60
results in a saturating binding plot. (C) The plot between normalized fluorescence intensity (at
615 nm) of HIV TAR RNA-EtBr complex as a function of concentration of DPA60 results in a
saturating binding plot. (D) The Scatchard plot analysis of DPA60 with HIV TAR RNA. Buffer
conditions: 100 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. HIV TAR RNA = 200 nM/strand.

[EtBr] = 5 uM.
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Figure S6.9. FID titration of DPA65 with HIV TAR RNA. (A) Raw fluorescence emission

spectra in the presence of increasing concentration of DPA65. (B) The decrease of fluorescence

intensity (at 605 nm) of HIV TAR RNA/EtBr complex with increasing concentration of DPA65

results in a saturating binding plot. (C) The plot between normalized fluorescence intensity (at

605 nm) of HIV TAR RNA-EtBr complex as a function of concentration of DPAG5 results in a

saturating binding plot. (D) The Scatchard plot analysis of DPA65 with HIV TAR RNA. Buffer

conditions: 100 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. HIV TAR RNA = 200 nM/strand.

[EtBr] =5 uM.
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Figure S6.10. FID titration of DPA52 with HIV TAR RNA. (A) Raw fluorescence emission
spectra in the presence of increasing concentration of DPA52. (B) The decrease of fluorescence
intensity (at 604 nm) of HIV TAR RNA/EtBr complex with increasing concentration of DPA52
results in a saturating binding plot. (C) The plot between normalized fluorescence intensity (at
604 nm) of HIV TAR RNA-EtBr complex as a function of concentration of DPA52 results in a
saturating binding plot. (D) The Scatchard plot analysis of DPA52 with HIV TAR RNA. Buffer
conditions: 50 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. HIV TAR RNA = 200 nM/strand.

[EtBr] =5 uM.
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Figure S6.11. FID titration of DPA52 with HIV TAR RNA. (A) Raw fluorescence emission
spectra in the presence of increasing concentration of DPA52. (B) The decrease of fluorescence
intensity (at 604 nm) of HIV TAR RNA/EtBr complex with increasing concentration of DPA52
results in a saturating binding plot. (C) The plot between normalized fluorescence intensity (at
604 nm) of HIV TAR RNA-EtBr complex as a function of concentration of DPA52 results in a
saturating binding plot. (D) The Scatchard plot analysis of DPA52 with HIV TAR RNA. Buffer
conditions: 150 mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. HIV TAR RNA = 200 nM/strand.

[EtBr] = 5 uM.
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Figure S6.12. FID titration of neomycin with HIV TAR RNA. (A) Raw fluorescence emission

spectra in the presence of increasing concentration of neomycin. (B) The decrease of

fluorescence intensity (at 611 nm) of HIV TAR RNA/EtBr complex with increasing

concentration of neomycin results in a saturating binding plot. (C) The plot between normalized

fluorescence intensity (at 611 nm) of HIV TAR RNA-EtBr complex as a function of

concentration of neomycin results in a saturating binding plot. (D) The Scatchard plot analysis of

neomycin with HIV TAR RNA. Buffer conditions: 100 mM KCI, 10 mM SC, 0.5 mM EDTA, pH

6.8. HIV TAR RNA = 200 nM/strand. [EtBr] = 5 uM.
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Figure S6.13. Direct titration of DPAG5 in the ethidium bromide solution. Raw fluorescence
emission spectrum in the presence of increasing concentration of DPA65. Buffer conditions: 100

mM KCI, 10 mM SC, 0.5 mM EDTA, pH 6.8. [EtBr] = 5 UM.
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