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Table S1. Chemical shifts of 20 mM linear Aib-peptide, acetyl-GHIGPGR(Aib)FGGG-

NHj, at pH 5.0, 24 °C in 10% D,0/90% H,O.
Table S2. Chemical shifts of 20 mM Loop 5 at pH 5.0, 21 °C in 10% D,0/90% H,O0.

Figure S1. HPLC chromatograms of (A) crude Loop 5 (analytical), (B) crude Loop 5
(prep), and (C) purified Loop 5 (analytical). Peak 1 is Arg-deleted Loop 5, [JHIGPG-
(Aib)F(D-Ala)GZ]G-NHjp; Peak 2 is Loop 5. (A) Crude Loop S and (C) purified Loop 5
were analyzed on an analytical C18 column (Merck Lichrosorb, 4.6 x 25 mm, 10 micron)
at 2 ml/min with a 0-60% AN gradient over 15 min. (B) Crude Loop 5 was purified at 8
mL/min on a preparative RP C-18 column (Cosmosil, 5C18-AR) with a 0-20% AN for 5
min, then 20-40% AN for 30 min, then 40-100% AN for 2 min followed by a return to

0.1%TFA/ H,O. (D) MALDI mass spectrum of purified Loop 5.

Figure S2. HPLC chromatograms showing the progress of the chemical ligation of Loop
5/C (L) to MAPS core (MC) to form Loop 5S-MAPS (LMC) from (a) O hr to (b) 2 hr. The
reaction was monitored on an analytical RP C4 column (Vydac, 214TP54), eluting peptides
at 2 mL/min with a gradient of 0-20% AN over 10 min followed by 20-32% AN over 30

min.

Figure S3. Mass spectra of (a) MAPS core (ES MS ), (b) Linear 5/C-MAPS (ES MS)
and (c) Loop 5/C-MAPS (MALDI MS).

Figure S4. Competition ELISAs of acetyl-RIHIGPGRAFY-NH3 and acetyl-

SIHIGPGRAFY-NHj for MAb 58.2 versus plate-bound rgp120. % antibody bound refers

to the antibody bound to plate-bound rgp120.
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Figure S5 Competition ELISAs of Loop 5 vs Loop 7 for MAb 58.2 versus plate-bound

Linear 1. % antibody bound refers to the antibody bound to plate-bound Linear 1.

Figure S6. ELISA titration curves for Linear 5 (P2) and Loop 5 (P4-P6) antisera for

rgp120. Background absorbance was substracted.

Figure S7. Temperature coefficients for the amide protons of 20 mM linear Aib-peptide,
acetyl-GHIGPGR(Aib)FG GG-NHp, at pH 5.0 in 10% D,0/90% H,O. Temperature
coefficients were determined from amide NH resonances obtained from 1D spectra at the
indicated temperatures. Probe temperatures were determined from the chemical shift
differences of a methanol standard according to the relationship reported by Van Geet, A.

L. (1968) Anal. Chem. 40, 2227-2229.

Figure S8. Temperature coefficients for the amide protons of 20 mM Loop 7 at pH 5.0 in
10% D,0/90% H,0. Temperature coefficients were determined from amide NH
resonances obtained from 1D spectra at the indicated temperatures determined by Van

Geet's method (Legend, Fig. S7).

Figure S9. Portions of a 600 MHz ROESY spectrum of 20 mM (a) Loop 7 and (b) Loop
5 at pH 5.0, 10 °C. NOEs characteristic of B-turns at GPGR and RAibF(D-Ala/G) are

indicated. The row projection is a shadow projection of the maximum data points along

each column.
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Table S1: 'H Resonance Assigments for the V3 Linear
Aib-peptide, Acetyl-GHIGPGR(Aib)FGGG-NH, at pH
5.0, 24 °C.

chemical shifts (ppm)
Residue NH oH fBfH +yH J6H  Other

Acetyl Ac™™2.03
Gl 8.25 3.86
H2 8.44 471 3.20, 726 pEgs3
3.13
3 822 421 1.84 1.44 089 §“M 0383
1.14
G4 8.32 4.12,
4.03
P35 4,41 222, 2.00 3.62
1.94
G6 8.45 3.92
R7 817 421 178, 159 3.18 Nyt7(7
1.70
Aib8 8.34 1.29

F9 7.83 457 3.21, 724 HE 735,
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Table S2: 'H Resonance Assigments for Loop 5
[JHIGPGR(Aib)F(D-Ala)GZ]G-NH, at pH 5.0, 21 °C.

chemical shift (ppm)

Residuee NH oH BH vyH &8H  Others
J1 2.29 1.82 2.31 7.19
H2 8.47 4.69 321, 7.24 HE g 54
3.11
3 8.18 4.20 1.83 1.44, 0.88 §0.83
1.14
G4 8.17 4.07,
4.00
P5 4.45 2.25, 2.00 3.60
2.00
G6 8.50 4.00,
3.87
R7 8.17 4.19 1.83, 1.58 3.17 HNE 7.16
1.74
Aib8 8.17 1.30,
1.18
Fo 7.70 4.60 3.22([33), 7.21 HE 734,
2.95(B2) HC 729

D-AlalO

7.96

4.38

1.36

i i

]

/
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Figure S3

1004 370
A MH+ 9,370
s
- Cl-CH;—CO-QYlKANSKFIGITELKKl\
g ) . <
£ o i Cl-Cl-erO-QYlKANSKFIGrrE.KKI{
2 ' -NH;
é G-CH;-CO-QYIKA.NSKF!GITE.KK]\
K
CICH;CGQYIKANSKHGHB.KKI(
M B2
e 9100 200 9300 5400 9500 9600 9700
Moleculac Weight
Y peak
100 14245
B H MH+ 14,245
75
Ac-GHIGPGR(Aib)F(dA)GGCCHZ—CO-QYIKANSKFIG‘TEL::><
Z
5 Ac-GHlGPGR(Aih)F(dA)GGC—CHZ-CO—QYlKANSKF[GlTEL
§ ® . KA-NH,
K Ac-GHIGPGR(Ai_h)F(dA)GGC-CHZ-CO»QYIKANSKF(GITF_LK:: GJ
[-4
Ac-GHIGPGR(Aib)F(dA)GGC-CHZ-CO-QYIKANSKFIG
b3

o
14,000 14,050 14,100 14,150 14200 14250 14,300 14350 14,400 14453 14,500 14,550 144
Molecutar Weight

MH+ 14,223

[ e pr——
JHIGPGR(AIb)F(dA)GZC-CH,-CO-QYIKANSKFIG ITELKK

K
[ e wev——
20l JHIGPGR(Aib)F(dA)GZC-CH;-CO—QYIKANS)CFlGlTELKKI( G\

Counls
ms

-NH,
T eer—
IHIGPGR(A:h)F(dA}GZC-CHz-CO-QYlKANSKFIG!TELKKI\ C/A

K
| P ——————,
7 HIGPGR(A:b)F(dA)GZC-CH;—CO-QYIKANSKHGITELKKI(




© 2000 American Chemical Society, Biochemistry, Cabezas bi0003691 Supporting Info Page 8

Figure S4

Competition ELISA of Linear Peptides for MAb 58.2
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Figure S5

Competition ELISA of Loop 5 and Loop 7 for MAb 58.2
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Figure S6

Titration of Rabbit Antisera against rgp120
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Figure S7
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Figure S8
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Figure S9
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