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Sl Figure 1. Competitive binding assays between tagged and untagged compounds. Increasing concentrations of 1 and 2
compete with 1-T-IV and 2-T-I1I, respectively, for binding to Hsp90.
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S| Figure 2. Depletion or overexpression of Hsp90. a) HelLa cells were transfected with 1nM of si-control
(Qiagen Ctl_AllStars 1) or 0.5nM of si-Hsp90a (AACCCTGACCATTCCATTATT) and 0.5nM of si-Hsp90p
(CAAGAATGATAAGGCAGTTAA) for 48 hours. Down-regulation of Hsp90 was confirmed by Western blot.
b) HeLa cells were transfected with pCMV (control) or pPCMV-Hsp90 plasmid for 24 hours. Overexpression of
Hsp90 was confirmed by Western blot. GAPDH was WB for loading control analyses.
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Sl Figure 3. Western blots from co-immunoprecipitations using compound 1 and 2-treated cell lysates and
antibody for Hsp90. Bands were analyzed using Image J densometric software. The amount of Hop in each
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lane was normalized to Hsp90. Graphs shown in main manuscript were produced calculating the amount of
Hop in compound co-IPs compared to DMSO controls.
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SI Figure 4. Competitive binding affinity of compound 1-Tag-III and compound 2 with Hsp90. Purified, native
Hsp90 (Stressgen) was incubated in PBS (without calcium or magnesium) with 10uM biotinylated compound
1-Tag-III for 1 h at room temp, and then incubated with 0-25uM of compound 2 for 1 h at room temp.
Streptavidin beads were added and incubated for 30 min at room temp followed by removal of the unbound
supernatant. The beads were washed four times with PBS and heated for 15 min at 100 °C in SDS-PAGE
sample buffer. Samples were analyzed on SDS page protein gels (Invitrogen), and western blots were done
using Hsp90 antibodies. Bands in the western blots were quantified using Image J, and the percentage of Hsp90
still bound to the beads was calculated. This experiment was run two independent times. It was found that
compound 2 inhibited binding of compound 1-Tag-III with an ICsy of 5.2 uM, thus, confirming our findings that
compound 1 and 2 both bind to Hsp90 at the same binding site.

GENERAL SYNTHESIS OF BIOTINYLATED PEPTIDES

General solid phase synthesis remarks

Stepwise solid phase peptide synthesis was performed in a polypropylene solid-phase extraction cartridge fitted
with a 20 uM polyethylene frit purchased from Applied Separations (Allentown, PA). 2-Chlorotrityl resins were
purchased in pre-loaded form with L-Phe, D-Phe, or L-Leu. Resins were swelled in DMF for 30 min prior to
assembly of the linear five-residue peptide sequence. Solid-phase syntheses were performed on a 0.5-0.8 mmol
scale based on resin-loading. All operations were performed at room temperature under open atmosphere unless
stated otherwise.

General solid phase peptide synthesis

Fmoc-protected amino acids were coupled using 3 equiv of amino acid, 3 equiv of 1-hydroxybenzotriazole, and
6 equiv of diisopropylcarbodiimide. Couplings were performed in DMF at 0.2 M with respect to the incoming
Fmoc-protected amino acid. Couplings were allowed to proceed for a minimum of 2 h, and were assayed via
ninhydrin test to verify competition. Once complete, the coupling reaction solution was drained, and the resin
subjected to Fmoc deprotection. (Note: Fmoc and N-methyl amino acids are coupled according to the cycle
above, however for subsequent coupling onto the secondary amino terminus, 1-hydroxybenzotriazole was
substituted with 1-hydroxy-7-azabenzotriazole and the coupling was allowed to proceed overnight).
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General solid phase amine deprotection

Following coupling completion, the peptide-resin was treated as follows for removal of the Fmoc protecting
group: DMF wash (3 x 1 min), 20% Piperdine/DMF (1 x 5 min), 20% Piperdine/DMF (1 x 10 min), DMF wash
(2 x 1 min), IPA wash (1 x 1 min), DMF was (1 x 1 min), IPA (1 x 1 min), DMF (3 x 1 min). A ninhydrin test
was performed to verify completion.

General N-terminal solid phase amine deprotection

Once the final N-terminal amino acid residue had been coupled, the peptide-resin was treated as follows for
removal of the Fmoc protecting group: DMF wash (3 x 1 min), 20% Piperdine/DMF (1 x 5 min), 20%
Piperdine/DMF (1 x 10 min), DMF wash (3 x 1 min), [PA wash (3 x 1 min), MeOH (3 x 1 min). The fully-
assembled peptide-resin was then drained and dried in vacuo overnight.

Cleavage of linear peptide

The full-length, linear peptide was cleaved from the resin by swelling and shaking the peptide-resin for 24 h in a
1:1 (v/v) 2,2,2-trifluoroethanol/CH,Cl, (10 volumes/gram of dried resin). The cleavage solution was filtered
through a Buchner filter, and the drained resin was washed with additional CH,Cl, (5 volumes/ gram of initial
dried peptide-resin) to fully extract the cleaved peptide from the resin. Solvents in the combined filtrates were
evaporated by rotary evaporation and the solids dried in vacuo overnight. The solids were then reconstituted in
CH,Cl,, evaporated by rotary evaporation and dried in vacuo overnight again to remove residual entrapped
TFE.

Macrocyclization procedure (syringe pump)

Three coupling agents (DEPBT, HATU, and TBTU) were used at 0.5 to 0.75 equiv each. These coupling agents
were dissolved in 3/4 of a calculated volume of dry methylene chloride that would give a 0.005-0.007 M
overall concentration when included in the volume used for the deprotected peptide. The crude, dry, double
deprotected peptide (free acid and free amine) was dissolved in the other 1/4 solvent volume of methylene
chloride. DIPEA (8 equiv) was then added to the solution containing coupling reagents dissolved in methylene
chloride. The double deprotected peptide was then added to the bulk solution dropwise using a syringe pump at
a rate of 30 mL/h. The reaction was monitored via LCMS and generally complete in 1-2 h. Upon completion,
the reaction was worked up by washing with aqueous HCI (pH 1) and saturated sodium bicarbonate. After back
extraction of aqueous layers with large quantities of CH,Cl,, the organic layers were combined, dried, filtered
and concentrated. All macrocycles were first purified by flash column chromatography using an ethyl
acetate/hexane gradient on silica gel. Finally, when necessary, reversed-phase HPLC was used for additional
purification using a gradient of acetonitrile and deionized water with 0.1% TFA.

Benzylation of compounds 2-T-11 and 2-T-111

The purified macrocycle was benzylated using 2.0-5.0 equiv of benzyl bromide and 2.0-5.0 equiv of sodium
hydride (60% w/w in mineral oil) in 0.1M of dry tetrahydrofuran. Under dry conditions, the macrocycle was
dissolved in THF. Sodium hydride was added and allowed to dissolve, followed by the addition of benzyl
bromide. The reaction was monitored by LCMS and was complete in 6-12 hours. Upon completion, the
reaction was worked up with 2 treatments of deionized water. After back extraction of the aqueous layers with
large quantities of CH,Cl,, the organic layers were combined, dried, filtered and concentrated in vacuo.
Benzylated macrocycles were first purified by flash column chromatography using an ethyl acetate/hexane
gradient on silica gel. Finally, when necessary, reverse-phase HPLC was used for additional purification using a
gradient of acetonitrile and deionized water with 0.1% TFA.

Deprotection of lysine amine (removal of Boc). Boc protected lysine was deprotected using 20% trifluroacetic
acid and 80% methylene chloride with 1 eq of anisole at 0.1M overall concentration. The reaction mixture was
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stirred under normal atmospheric pressure and room temperature for 45 minutes and was monitored by TLC and
LCMS. The final deprotected peptide was taken on to the biotinylation step without further purification.

Coupling of peg-biotin to free lysine-containing macrocycle. All biotin-coupling reactions were carried out
using cyclized free-lysine (1.0 equivalent) and biotinylating reagent: NHS-dPEG-Biotin (1.5 equivalents), along
with 8 equivalents of DIPEA in 0.1M methylene chloride. The solution was stirred at room temperature and
reactions were monitored by TLC and LCMS. The reaction was usually complete in 2-8 hours. Reverse-phase
HPLC was used for purification using a gradient of acetonitrile and DI water with 0.1% TFA.

METHODS OF CHROMATOGRAPHIC PURITY

Method A
Instrument: Agilent 1200 Series HPLC
Agilent 62440A LC/MSD Trap
Column: Zorbax SB-C18
2.1x30mm 3.5-Micron

Mobile Phase A: 0.1% (v/v) formic acid, 100% (v/v) water
Mobile Phase B: 0.1% (v/v) formic acid, 100% (v/v) acetonitrile

Gradient: Time (min) Profile %A Profile %B
0 80 20
4.5 10 90
4.6 10 90
7.0 85 15

Flow Rate: 1.0 ml/min
Injection: 4pL
Solvent: 100% Methanol

Method B
Instrument: Waters Flex Inject
Waters 2487 Dual A Absorbance Detector
Column: Symmetry Cig 3.5um
4.6x75mm Column

Mobile Phase A: 0.1% (v/v) Trifluoroacetic acid, 100% (v/v) water
Mobile Phase B: 0.1% (v/v) Trifluoroacetic acid, 100% (v/v) acetonitrile

A7: 215nm
A2: 222nm
Gradient: Time (min) Profile %A Profile %B
0 70 30
4.00 0 100
13.00 0 100
15.00 70 30
16.00 70 30
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Flow rate: 0.50 ml/min
Injection: 20pL
Solvent: 100% Methanol
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MP_202_LP_DMSO

Sample: WP_202_LP_DMSO
Sample ID: s_Z0100917_03
Fila: shome fwalkup vnmrsys /data/mpeter /NA_Z0100517_MP_202_LP_DMS0_Proton_01.fid

Pulse Sequence: sZpul

Solvent: dmso

Temp. 30.0 C s 303.1 K

Operator: mpeter

File: N4_20100917_MP_202_LP_DMSO_Proton_01
VHHRS-300 "rr300.sdsu.adu™

Relax. delay 1.000 sec
Pulse 45.0 degqrees
Acqg. time 5.000 sec |
Width 6410.3 Hz

32 repetitions

DESERVE H1l, 399.7530189 HWH:z
DATA PROCESSING

Line broadéning 0.1 Hz

FT size 65536

Total time 3 min, 24 sec

i

'H NMR Double Deprotected Pentapeptide 1-T-1I: HO-Leu-Phe-Lys(Cbhz)-Val-Leu-NH,
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Display Report - All Windows Selected Analysis

Analysis Name: MP_202_LP.D Instrument: Agilent 6330 Ion Trap Print Date: 9/17/2010 2:38:25 PM
Method: SANA.M Operator: sdsu Acq. Date: 9/17/2010 2:23:38 PM
Sample Name: MP_202_LP

Analysis Info:

Intens. T MP_202_LP.D: TIC +All MS
1105‘_

2.04

154
1.04

0.54

1

B8]

1.5

MP_202_LP.D: EIC 751-753 +All MS

0.5

0.0 —— Y : T - T - -
1 2 3 4 ] 6 Time [min]

Intens.

+MS, 1 8min #103
x107

752.8

w
sl

3 HH
] o _{-\_\_“
1 NH HN
24 >§ Kbz
!
1 618.9 1505.2
4
200 400 600 800 1000 1200 1400 1600 1800 2000 miz
MSD Trap Report v 4 (Let-Opt2) Page 1of1 7 Agilent Technolugies

LCMS Double Deprotected Pentapeptide 1-T-11: HO-Leu-Phe-Lys(Cbz)-Val-Leu-NH,
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1538 12-NOV-10
Mark

1H
mnp_202_final_2
Co300

Sample: mop_202_final_2
Sample ID: 5_20101112_01
File: shome/walkup/vnmrsys /data/mpeter /NS_20101812 mnp_202_final_2_Proton_

Pulse Sequence: sZpul

Solvent: cd3od

Temp. 30.0 C / 303.1 K

Dperator: walkupS

File: NS_20101112 mnp_202_final_2_Proton_01
VNMRS-300 "npmr300.sdsu.edu”

Relax. delay 5.000 sec

Pulse 45.0 degreas

fcq. time 5.000 sec

Width 7999.2 Hz

156 repetitions
OBSERVE H1, 499.93944393 MHz
DATA PROCESSING

Ling broadening 0.2 Hz
FT size 65536
Total time 3 min, 0 sec

=

1.fid

NHCbz

=
H

HN
NH HN
g

ey
N
_‘\

VAAN

"H NMR Cyclized Pentapeptide 1-T-II: Phe-Lys(Cbhz)-Val-Leu-Leu
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Display Report - All Windows Selected Analysis

Analysis Name: MNP_202_P_B.D Instrument: Agilent 6330 Ion Trap Print Date: 11/9/2010 6:17:08 PM

Method: SANA.M Operator: sdsu Acq. Date: 11/9/2010 6:05:41 PM
Sample Name: mnp_202 p B
Analysis Info:

Intens, £

' MNP_202_F_B.D: TIC +AlMS)|
108 '

1.251
b
1.003
]

0.753

0,50

0.251 L_/
i A /

o

6

MINP_202_P_B.D: EIC 734-736 +All MS

(=]

1 2 3 T4 é 6 Time [min]

Intens.

+MS, 3,0min #123
%1077 7352

2.04
o}

! Q j\;o

1 N
1.5. H

J NH  HN

o

d 1469.9

] >j\ NH HN’Z,\/\/NHCbZ
1.0 O

1 0

0.5

N J‘——

200 400 800 800 1000 1200 1400 1600 1800 2000 | miz
MSD Trap Report v 4 (Let-Opt2) Page 1of1 L5 Agitent Technologies

LCMS Cyclized Pentapeptide 1-T-II: Phe-Lys(Cbz)-Val-Leu-Leu
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SDSU

Project Name: Defaults

Reported by User: System

SAMPLE

Sample Name: mnp_202_ss_pB
Sample Type: Unknown
Vial: 1
Injection #: 3
Run Time: 16.00 Minutes

Acquired By: System

Sample Set Name:

Acg. Method: pﬁmary_sanA_ss_ACN
Date Acquired: 11/12/2010 10:50:36 AM

Injection Volume:  100.00 ul

AU

AU

4.00 6.00 B.00 10.00 12,00
Minutes
——— Channel: 2487Channel 1 Channel Desc.. Processing Method: *
——— Channel: 2487Channel 2 Channel Desc.: Processing Method: *
Peak | RT | Area Height .
Name | (min)| ( V*sec) % Area (V) Amount | Units
£ i hEE e aane e waaw | waws \Qx\ é

}j NH HN’(\/\/NHCbZ

Report Method: Injection Summary Report

Printed 11:06:50 AM 1/12/2010

Page: 1of 1

HPLC Cyclized Pentapeptide 1-T-11: Phe-Lys(Cbz)-Val-Leu-Leu
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1151 03-DEC-D1
Mark

1H
mnp_203_final_01
¢p30D

Sample: mnp_203_final_o1
Sample ID: s_20101203_01

File: shome/walkup/vnmrsys /data/mpeter /N6_20101203_mnp_203_final_01_Proton ]

Pulse Sequence: s2pul

Solvent: cdiod
Temp. 30.0 C / 303.1 K
Dperator: walkup

File: N6_20101203 mnp_203_final D01 _Proton_01

VNMRS=-300 “"nmr300.sdsu.edu”

Relax. delay 1.000 sec
Pulse 45.0 degrees

Acg. time 5.000 sec

Width 3615.4 Hz

128 repetitions

DBSERVE M1, 539.6244133 MHz
DATA PROCESSING

Line broadening 0.1 Hz

FT size 65536

Total time 12 min, 49 sec

01.fid

ppm

=

"H NMR Cyclized Pentapeptide 1-T-II: Phe-Lys-Val-Leu-Leu
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Display Report - All Windows Selected Analysis

Analysis Name:
Method: SANA.M
Sample Name: mnp_203A_01
Analysis Info:

sdsu

MNP_203A_01.D Instrument: Agilent 6330 Ion Trap
Operator:

Print Date: 11/24/2010 8:51:23 PM
Acq. Date: 11/24/2010 8:29:36 PM

Intens.
x108]

2.0

1.59

1.04

0.5
| : I\_J
4 1
] I

MNP_203A_01.0: TIC +All MS

x‘P ﬂ%

1.2

0.8
0.6
0.4

0.2

0.0

"'\._\_,.___v_J\.._-\_..__/\-.___.-J\ﬂ)n\__..A. st N
MNP_203A_01.D: EIC 600-602 +All MS

6  Time[min]

|ntens.,;
x107!

901.5
Kl

1201.2

+MS, 1.6min #117|

800

e
1000

1200

1400

181

2000 miz

MSD Trap Report v 4 (Let-Opt2)

LCMS Cyclized Pentapeptide 1-T-1I: Phe-Lys-Val-Leu-Leu

Page

lof1
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SDsSuU 1. f
Project Name: Defaults i /‘ ﬁ /i
Reported by User: System i
SAMPLE INFORMATION
Sample Name: mnp_203_ss_final Acquired By: System
Sample Type: Unknown Sample Set Name:
Vial: 1 Acqg. Method: primary_sanA_ss_ACN
Injection #: 12 Date Acquired: 12/1/2010 4:52:52 PM
Run Time: 16.00 Minutes Injection Volume:  100.00 ul
1.50-p———— - — - |
1.00- J ‘
3 : | ‘
< 050 IA |
“‘“":._L“‘_ o _—_——"’/j == 2 =
== — 1
2.00- C ‘

AU

A

g eee— . A e——f——r————  S— —— —r

8.00 10.00 12,00 14.00 16.00
Minutes
———— Channel. 2487Channel 1 Channel Desc.. Processing Method: *
——— Channel: 2487Channel 2 Channel Desc.: Processing Method: *

Peak | RT | Area Height

Name | (min)| ( V*sec) % Area (V) Amount | Units

1 T i i LAl L R [ e O
2 Ll R EE i hd R AR | WA N O
H
NH  HN
) ’(\/\/
}j\NH HN NH,
o}
o]

Report Method: Injection Summary Report  Printed 5:09:07 PM 12/1/2010 Page: 10of 1

HPLC Cyclized Pentapeptide 1-T-11: Phe-Lys-Val-Leu-Leu
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1424 16-FEB-11
Mark

1H
mnp_203tag_final
co30D

Sample: mnp_z203tag_final
Sample ID: 5_20110Z15_01

File: shomeswalkup/vnmrsys dataswalkup/NE_20110216_mnp_203tag_final_Proton 01.fid

Pulse Seguence: sZpul

Splvent: cdiod

Temp. 30.0 C s 303.

Dperator: walkup

Fila: N6_20110216_mnp_203tag_final_Proton_01
VHNMRS=-E00  “nmr600.s5dsu., edu”

Relax. delay 1.000
Pulse 45.0 degrees

1K

sec

Acq. time 5.000 sec

Width 9615.4 Hz
128 repetitions

DBSERVE H1, 599.6165962 MHz

DATA PROCESSING
Line broadening 0.
FT size 65536

Tatal time 12 min,

1 Hz

49 sec

NHPeg-biotin

N
(0]

0]
H
o NH H
)j\NH HN
8

f _\ | ___ \ _h

LFt ‘_&.}Pr):ﬁ ;w \,}—srf_i _

4

_un:.__

'H NMR Biotinylated Pentapeptide 1-T-II: Phe-Lys(Peg-biotin)-Val-Leu-Leu
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Ardi, et al. Supporting Information

Display Report - All Windows Selected Analysis

Analysis Name: MNP_203_TAG_ Instrument: Agilent 6330 Ion Trap Print Date: 5/26/2011 3:16:03 PM
Method: SANA.M A.D Operator:  sdsu Acq. Date: 2/8/2011 4:47:59 PM
Sample Name: mnp_203_tag_A

Analysis Info:

Intens.

MNP_203_TAG_A.D: TIC +AIlMS
x107

T
i
i
I
6 I

x109: MNP_203_TAG_A.D: EIC 1074-1076 +All MS

1 T2 3 4 T 6 Time [min]

Intens. +MS, 2.1min #76
x107 1074.5

1 0
0.8 N0
537.8
NH  HN
o
NH HN/Z:\/\/NHPeg-biotin
3

0.6+

0.4

0.2

0.0 ‘ T ‘ : T : ‘ 7 7 - ; : y : 7 7
200 400 600 800 1000 1200 1400 1600 1800 2000 miz

MSD Trap Report v 4 (Let-Opt2) Page 1of1 % Agilent Technologies

LCMS Biotinylated Pentapeptide 1-T-11: Phe-Lys(Peg-biotin)-Val-Leu-Leu
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Ardi, et al.

SDSU

Project Name: Defaults
Reported by User: System

Supporting Information

freet

SAMPLE

INFORMATION

Sample Type: Unknown
Vial: 1

Injection #: 142

Run Time: 16.00 Minutes

Sample Name: mnp_ss_203tag_final

Acquired By: System

Sample Set Name:

Acq. Method: primary_sanA_ss_ACN
Date Acquired: 2/18/2011 2:38:00 PM
Injection Volume: 60.00 ul

0.60-

0.40-

AU

0.20-]

0.00

150
1.00-

0.50-

AU

0.00-|

2.00 4.00

—

6.00

8.00 10.00 1200 1400 1600
Minutes

— Channel: 2487Channel 1 Channel Desc.: Processing Method: *
———— Channel: 2487Channel 2 Channel Desc.: Processing Method: *

Peak | RT Area |, Height .
Name | (min)| ( V*sec) % Area (V) Amount| Units
1 e dedede e dedede dededede wkkk hewkk dekdk dededede
2 dededede Hededed dekekk ekt dededed dedededk dededede
o}
N (o]
H
o NH BN
)j\NH HN’Z:\/\/NHPeg-biotin
o
Report Method: Injection Summary Report  Printed 2:54:15 PM 2/18/2011 Page: 1o0f1

HPLC Biotinylated Pentapeptide 1-T-1I: Phe-Lys(Peg-biotin)-Val-Leu-Leu

S18




Supporting Information

Ardi, et al.

mnp_204_1p

Sample I0: s_20101106_03
Fite: /home/ walkup/vimrsys/data/mpeter/MN4_20101106__Proton_01.fid

Pulse Seéguence: s2pul

Solvent: cdcl3

Temp. 30.0 € ; 303.1 K
Dperator: mpater

File: N4_20101106__Proton_01
VNMRS-300 "nmr300.sdsu.edu"

NHCbz

Relax. delay 1.000 sec
Pulse 45.0 degrees O
Acqg. time 5.000 sec
Width 6410.3 Hz
32 repetitions

DBSERVE  H1, 389.7571517 MHz zZ
DATA PROCESSING
i oo gge " 01 2 T
qonw_ time 3 min, 24 sec O m m
L/H .
N2 P4
T 5
| o
m
I
_ rd
f __ n \x i
\a ‘_\ / \.__ e / | __“_\ &
i \ - h mrék. 1 f
T L —_— T T ' S T i T M i i | ™ T T T T T
] 8 7 6 5 4 3 2 1 ppm

'H NMR Double Deprotected Pentapeptide 1-T-III: HO-Leu-Phe-Leu-Lys(Cbz)-Leu-NH,

S19



Ardi, et al. Supporting Information

Display Report - All Windows Selected Analysis

Analysis Name: MNP_204LP_01. Instrument: Agilent 6330 Ion Trap Print Date: 11/19/2010 5:26:42 AM

Method: SANA.M D Operator:  sdsu Acq. Date: 10/1/2010 11:59:00 AM
Sample Name: mnp_204LP_01
Analysis Info:
Intens_ ! MNP_204LP_01.0: TIC +All MS)
x107 :
1
]
[ |
4_
2_
mf% MNP_204LP_01.D; EIC 765-767 +All M_si
B+
4.
34
2_
| k
ks 1 2 3 4 5 6 Time[min]
Intens. +MS, 2.0min #81
x10 766.8
NHCbz
1.25
H,N  HN
1.00
0754
NH HN
0.504
0251
] 15328
bagg 633.0
S T v P ——
200 400 600 800 1000 1200 1400 1600 1800 2000 miz
MSD Trap Report v 4 (Let-Opt2) Page 1of1 ‘£~ Agilent Technolagies

LCMS Double Deprotected Pentapeptide 1-T-111: HO-Leu-Phe-Leu-Lys(Cbz)-Leu-NH,
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Supporting Information

Ardi, et al.

1213 03=-DEC-01
Mark

m
mnp_204_final_02
CD300

Sample: mnp_204_final_02
Sample ID: 5_20101203_02
File: shome/walkup/vamrsys/data

Pulse Sequence: s2pul

Solvent: cd3od

Temp. 30.0 C 7 303.1 K
Operator: walkup

File: N6_20101203_mnp_204_final
VHMRS-300 "nmr300.sdsu.edu”

Relax. delay 1.000 sec
Pulse 45.0 degrees

Acg. time 5.000 sec

Width 9615.4 Hz

128 repetitions
OBSERVE H1, 559.6244133 MHz
DATA PROCESSING

Line broadening 0.1 Hz
FT size 65536
Total time 12 min, 49 sec

NHCbz

mpeter M6_N1012 LW..I.Z

L 02_Proton_01 b4

o]

final_02_Proton|01.fid

NH HN;

Lo

i
;e ]

L
.l

Ul

—

————me.

T
5

"H NMR Cyclized Pentapeptide 1-T-III: Phe-Leu-Lys(Chz)-Leu-Leu

S21



Ardi, et al.

Supporting Information

Display Report - All Windows Selected Analysis

Analysis Name:
Method:
Sample Name:
Analysis Info:

MNP_204_FINAL Instrument: Agilent 6330 Ion Trap Print Date: 11/24/2010 9:00:11 PM
SANA.M .D

sdsu Acq. Date: 11/24/2010 8:48:53 PM

Intens, 1
x108°

MMNP_204_FINAL.D: TIC +All MS

AN

0.6

0.4-
0.2+

0.0+

MNP 204_FINALD: EIC 746-750 TATWIS

& 5 & Time(min]

Inlens.1
x107

749.2

+MS, 3.1min #202|
1487.2

NHCbz
(@]
N (0]
H
NH HN
PN ey
HN
NH o
L_ ) ‘

1200 1400 1600 1800 2000 mz

MSD Trap Report v 4 (Let-Opt2)

Page 1of1 i3 Agilent Tachnologies

LCMS Cyclized Pentapeptide 1-T-111: Phe-Leu-Lys(Cbz)-Leu-Leu

S22



Ardi, et al.

Supporting Information

Project Name:  Defaults ,i/’ﬁ /i
Reported by User: Sysfem /
SAMPLE INFORMATION

Sample Name: mnp_204 ss_final Acquired By: System

Sample Type: Unknown Sample Set Name:

Vial: 1 Acq. Method: primary_sanA_ss_ACN

Injection #: 10 Date Acquired: 12/1/2010 4:06:36 PM

Run Time: 16.00 Minutes Injection Volume:  100.00 ul

1 .OU-J

fl L !
<€ l |
1 ______J/j‘r A
0.00—— —
3.00- D —— ———
] ‘ i
200
3 J
1.00- A
: |
n_no-":—-.—/ M— —'—”‘“_“‘““) ; B Bt A G it |
200 400 6.00 8.00 10.00 12.00 14.00 16.00
Minutes
——— Channel 2487Channel 1 Channel Desc.: Processing Method: *
——— Channel: 2487Channel 2 Channel Desc.: Processing Method: *
Peak | RT | Area Height ;
Name | (min)| ( V*sec) % Area (V) Amount| Units
1 rrEEr Lo o e L i d rrk ik ik
2 *ehkd drkkd Eiit ] Tk LR s Eia 3 ik
NHCbz

(0]
N O
H
NH HN
P e
NH HN
(0]
O

Report Method: Injection Summary Report

Printed 4:22:50 PM 12/1/2010

Page: 10of1

HPLC Cyclized Pentapeptide 1-T-III: Phe-Leu-Lys(Cbz)-Leu-Leu

S23




Supporting Information

Ardi, et al.

1516 03-DEC-10
Hark

1H
mnp_%05_final_01
0300

Sample: mnp_205_final_01
Sample ID: s_20101203_01
File: shomeswalkup/vnmrsys/da

Pulse Sequence: sZpul

Solvent: cd3od
Temp. 30.0 C s 303.1 K
Dperator: walkup

File: N6_20101203_mnp_205_fingd1_01_Proton_01

VNWRS-300 “nmr300.s5d5u.edu™

Relax. delay 1.000 sec
Pulse 45.0 degreas

Acqg. time 5.000 sec

Width 9615.4 Hz

128 repetitions

OBSERVE H1, 599.62449104 HHz
DATA PROCESSING

Line broadening 0.1 Hz

FT size 65536

Total time 12 min, 49 sec

qqqqqq ke oMk, Mooz e =

NH,

L7

NH HN
g

NH
jos

ta/mpeter/N6_20101203_mnp_205_final_01_Proton_01.7id

|-
|

|

LA )

——

r.

— ——— T T e
7 ] 5 4 3

H NMR Cyclized Pentapeptide 1-T-1I1: Phe-Leu-Lys-Leu-Leu
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Ardi, et al. Supporting Information

Display Report - All Windows Selected Analysis

Analysis Name: MNP_205_01.D Instrument: Agilent 6330 Ion Trap Print Date: 11/24/2010 9:18:38 PM
Method: SANA.M Operator: sdsu Acq. Date: 11/24/2010 9:08:09 PM
Sample Name: mnp_205_01

Analysis Info:

Intens.

i MNP_205_01.0: TIC +AIlMS
x108 :
1

2.0
1.59
1.0

0.5

J A "
x%ﬁ MNP_205_01.D: EIC 614-616 +All MS
1.24

1.0
0.8+

0.6+

0.4+
0.24

0.0 - — ;i e — ¥ 1 v 7 o
1 2 3 4 5 6 Time[min]

intens. | +MS, 1.8min #73
x107 615.1

41

] o
34 N o
] H
1 NH  HN
' Pt
HN
2 NH 5
o

NH,

1229.2

o N

200 400 600 800 1000 1200 1400 1600 1800 2000 | miz

MSD Trap Report v 4 (Let-Opt2) Page 1of1 L7 Agilent Technologies

LCMS Cyclized Pentapeptide 1-T-III: Phe-Leu-Lys-Leu-Leu
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Ardi, et al.

SDSU

Project Name: Defaults
Reporfed by User. System

Supporting Information

greect

SAMPLE

INFORMATION

Sample Name:
Sample Type:
Vial:

Injection #:
Run Time:

mnp_205_ss_final

Unknown

1

16

16.00 Minutes

Acquired By:

System

Sample Set Name:

Acq. Method:

primary_sanA_ss ACN

Date Acquired: 12/1/2010 6:24:25 PM
Injection Volume:  100.00 ul

AU

300

AU
g = p
PRl
..| ’

200| - J/L = ot e ’
MNMW\_JJ\
0004 J(\mﬁﬁ |

-

~— e
200 .00 600 | 800 1000 12.00 14.00 16.00
Minutes
—— Channel: 2487Channel 1 Chanrnel Desc.: (Processing Method:*
——— Channel: 2487Channel 2 Channel Desc.: | Processing Method: *
Peak | RT | Area Height
a ;
Name | (min)| ( V*sec) % Area (V) Amount | Units
1 Ry WA L g o Ll 8 Rt 3 R
2 whk il Adkk dkdk dedded whkk | dkkk Q
Q NH HND/
Report Method: Injection Summary Report  Printed 6:40:40 PM 12/1/2010 Page: 1of1

HPLC Cyclized Pentapeptide 1-T-11I: Phe-Leu-Lys-Leu-
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Ardi, et al.

Supporting Information

Display Report - All Windows Selected Analysis

Analysis Name:

Method:

Sample Name:
Analysis Info:

SANA.M D
LDA_III_90_f14

Operator:

sdsu

LDA_IIT_90_F14. Instrument: Agilent 6330 Ion Trap

Print Date: 12/13/2010 11:11:19 AM
Acq. Date: 12/10/2010 1:07:27 PM

Intens.

x1
1.04

0.8

0.6

0.4

0.2

T
1
|
|
|
|
|
I
|
|

LDA_II_90_F14.D: TIC +All MS|

1‘909:
4]
3]
2]

1]

ol —

—

——
[DA_III_S0_F 14.D: EIC 1087-1089 +All MS|

4 ' 5 T 6  Time[min]

Intens.
x107

1.25

0.75

0.504

+MS, 2.2min #121

NHPeg-biotin

Qg
N

NH T H
0

o
r

0.00'—'—'—""—‘“—"*:—“""‘

200

400

600

800

1000

1200

1400 1 "\ 1800 = 2000 = mz
f\ />

MSD Trap Report v 4 (Let-Opt2)

Leu

'H NMR Biotinylated Pentapeptide 1-T-III

Page 1of1

% Agilant Technalogies

: Phe-Leu-Lys(Peg-biotin)-Leu-Leu
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Ardi, et al. Supporting Information

Di-splay Report - All Windows Selected Analysis

nalysis Name: JBK_145T1_LP.D Instrument: Agilent 6330 Ion Trap Print Date: 12/7/2010 10:17:34 AM
lethod: SANA.M Operator: sdsu Acq. Date: 6/28/2010 10:35:16 AM
ample Name: jbk_145T1 Ip

nalysis Info:

Atens. | JBK_145T1_LP.D: TIC +AlIMS
x109]
3]
=
39 |
|
|
2‘ }
| i J\j\J
x109] JBK_145T1_LP.D: EIC 667-669 +All MS
3.
2_
4
1.
]
1 2 3 4 5 6 Time [min]
ntens. +MS, 1.8min #133|
x109] 668.4
0]
0.8
H
0.6
HyN
041 NH HN—@
@]
0.2 “tiQH
1335.7 —
537.2
Y] — l ; \__/
T T T T T T T T T L) T T T T T T T \ 7 T
200 400 600 800 1000 1200 1400 1600 1800 2000 m/z
MSD Trap Report v 4 (Let-Opt2) Page 1of1 i Agilent Technolagies

LCMS Double Deprotected Pentapeptide 2-T-1: (2R, 3R)(2S,3S) f-OH-Phe-Leu-N-Me-Val-D-Leu-D-Phe

S28



Supporting Information

Ardi, et al.

O
Hb/
(@]
“iQOH

km W\
1359 19-NOV-10 TN
Jd&59 19-NOV-10 >
1Hoe L
JHM_196_ERT o LXq
CR30) 196_ERT T pd
CD30D =z
Sample: jbk_196_ERT N A |
Samplle Frotore0101119_01 S r \
File: /home/walkup/vomrsys/data/jkunic/N6_20101119_jbk_196_ERT_Proton_01.f{d
SAMPLE SPECIAL O
Pulbde Sedwandd: 2030u1 temp 30.0
solvent cd3od gain not used
file shome/walkup/~ spin 20 \
vnmrsys/data/jkuni~ hst 0.008
c/N6_20101119_jbk_~ pw90 6.250 —=
196_ERT_Proton_01.~ alfa 10.000
fid FLAGS
ACQUISITION ¥l n
SW 9615.4 in n
at 5.000 dp Yy
np 96154 hs nn
fb 4000 PROCESSING
bs 16 1b 0.10
di 1.000 fn 65536
nt 128 DISPLAY
ct 128 sp -0.0
TRANSMITTER wp 5396.6
tn H1 rfl 3184.1
sfrq 599 .638 rfp 1984.8
tof 599.6 rp -40.3
tpwr 59 1p -3.3
pw 3.125 PLOT
DECOUPLER wC 250 /
dn C13 sc 0 f
dof 0 vs as0 1
dm nnn  th 2
dmm ¢ ai cdc ph
dpwr 11
dmf 35088 \ |

e N W U ——

(2R, 3R) p-OH-Phe-Leu-N-Me-Val-D-Leu-D-Phe
S29

'H NMR Cyclized Pentapeptide 2-T-I



Ardi, et al.

Supporting Information

Display Report - All Windows Selected Analysis

\nalysis Name: JBK_196B.D Instrument: Agilent 6330 Ion Trap Print Date: 12/7/2010 10:00:16 AM
Aethod: SANA.M Acq. Date: 11/18/2010 4:02:48 AM
sample Name: jbk_196b
\nalysis Info:
ntens. JBK_186B.D: TIC +All MS
x108
3_
2-
1.‘
_‘/\A’\_'__J\_J\ L, —
X108 JBK_196B.D: EIC 649-651 +AT MS
1.0
0.84
0.6
0.44
0.2
0.0 T T T T —————
1 2 3 4 6 Time [min]
ntens. | +MS, 2.5min #394
x107 12993
8
41 i
650.1 #N 0
l
] NH HN
3 O\V\\
5 ©\\\" NH HN o ]/
O  JwwioH
Y I |
200 400 600 1400 1600 1800 2000 m/z

MSD Tran Renart v 4 (| et-Ont2)

Page 1of 1

Agilent Technologies

LCMS Cyclized Pentapeptide 2-T-I: (2R, 3R) f-OH-Phe-Leu-N-Me-Val-D-Leu-D-Phe
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Ardi, et al. Supporting Information

Display Report - All Windows Selected Analysis

Analysis Name: LDA_III_128_F2 Instrument: Agilent 6330 Ion Trap Print Date: 4/29/2011 1:39:40 PM
Method: SANA.M 5.D Operator: sdsu Acq. Date: 3/15/2011 8:39:26 PM
Sample Name: LDA_III_128_f25

Analysis Info:

Intens. ] LDA_NI_128_F25.D: TIC +All MS

T
x107] i
59 1

44

S

LDA_III_128_F25.D: EIC 1123-1125 +All Mg‘

059

0.0 T T — v T
1 2 3 4 5 6 Time [min]}

Intens. +MS, 2.4min #96|
x106 11246

N

y T OQ&NH HN
| Ok, T

(0] ’/’-"O-Peg-biotin

491.7 632.2 \L
0 + e ; e ; ; - ; ;i 7 i 7
200 400 600 800 1000 1200 7400 1600 1800 7000 miz

MSD Trap Report v 4 (Let-Opt2) Page 1lof1 4% Agilent Tachnologies

LCMS Biotinylated Pentapeptide 2-T-1: (2R, 3R) f-O(Peg-biotin)-Phe-Leu-N-Me-Val-D-Leu-D-Phe
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Supporting Information

Ardi, et al.

1127 23-WAY-11
Mark
1M

MNP_145T2_boc
cosdn

Sample: MNP_145T2_boc
Sample ID: s_Z20110523_01
File: /home/walkupd/vnmrsys /dataswalkups /N6_20110523_MNP_145T2_boc_Proton_

Pulse Ssguaenca: s2pul

Solvent: cdiod

Temp. 30.0 C / 303.1 K

Dperator: walkupf

File: N6_20110523_NNP_145T2_boc_Proton_o1
VHMRS=600 “nmr600.sdsu. edu®

Relax. delay 1.000 sec

Pulse 45.0 degrees

Acg. time 5.000 sec

Width 9615.4 Hz

128 repetitions
OESERVE Hl, 599.5996589 MMz
DATA PROCESSING

Line broadening 0.1 Hz
FT size 65536
Total timeé 12 min, 49 sec

1.fid

||

.

NHBoc

(W

T
a

3

2

'H NMR Cyclized Pentapeptide 2-T-II: (2R, 3R)(2S,3S) f-OBn-Phe-Lys(Boc)-N-Me-Val-D-Leu-D-Phe
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Ardi, et al. Supporting Information

Display Report - All Windows Selected Analysis

Analysis Name: MNP_145_X_293 Instrument: Agilent 6330 Ion Trap Print Date: 5/13/2011 11:41:36 AM
Method: SANA.M 0.D Operator:  sdsu Acq. Date: 5/6/2011 2:56:31 PM
Sample Name: mnp_145_x_2930

Analysis Info:

Intens.{ | MNP_145_X_2930.D: TIC +AIlMS
x1074

ot MNP_145_X_2930.D: EIC 854-857 +All M3

1.0

0.54

0.01— ; - 7 7 T
1 2 3 4 5 6  Time [min]

Intens. +MS, 3.5min #137
x108 856.8

o

H NHBoc
<=NH HN
VAR

200 400 600 800 1000 1200 1400 1600 1800 2000 miz

MSD Trap Report v 4 (Let-Opt2) Page 1of1 ‘% Agilent Technologies

LCMS Cyclized Pentapeptide 2-T-1I: (2R, 3R)(2S,3S) f-OBn-Phe-Lys(Boc)-N-Me-Val-D-Leu-D-Phe
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Ardi, et al. Supporting Information

Display Report - All Windows Selected Analysis

Analysis Name: MNP_145T2_X_ Instrument: Agilent 6330 Ion Trap Print Date: 5/23/2011 3:30:54 PM
Method:  SANA.M DEP.D Operator:  sdsu Acq. Date: 5/23/2011 3:24:09 PM
Sample Name: mnp_145t2_x_dep

Analysis Info:

Intens

MNP_145T2_X_DEP.D: TIC +AllMS
x107]

4]

x109: MNP_145T2_X_DEP.D: EIC 754-756 +All MS|

1.5
1.0

0.5

0.0 ‘ . : . : :
1 2 3 4 5 6  Time [min]

Intens 4 +MS, 2.6min #102]
x107 | 754.9

1.01

0.84 o /Z’\/\/
1 @\ NH HN NH;

0.6

0.2

1531.0
] 665.4
A L‘ ; . : M ; — e
200 400 600 800 1000 1200 1400 1600 1800 2000 miz

MSD Trap Report v 4 (Let-Opt2) Page 1lof1l - Agilent Technologies

LCMS Cyclized Pentapeptide 2-T-II: (2R, 3R)(2S,3S) f-OBn-Phe-Lys-N-Me-Val-D-Leu-D-Phe
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Supporting Information

Ardi, et al.

LDA_III_130_145-tag2

expl Proton

NH-Peg-biotin

SAMPLE SPECIAL
date Apr 18 2011 temp 30.0
solvent cd3od gain not used
file shome/walkup/~ spin 20
vnmrsys/data/lalex~ hst 0.008
a/N4_20110418_LDA_~ pw30 10.800
ITII_130_145-tag2_P~ alfa 10.000
roton_01.f7d FLAGS
ACQUISITION i1 n
sw 6410.3 in n
at 5.000 dp N4
np 64102 hs nn
fb 4000 PROCESSING
o o 65536
ss n
d1 1.000 DISPLAY @) O
nt 32 sp -0.0 O
ct 32 wp 3597.7 =z
TRANSMITTER rfl 2127.2 -
tn H1 rfp 1323.2 T zZ -
sfrq 399.761 rp 117.7 o
tof 383.8 1p 329 T
tpwr 59 PLOT
(2% 5.400 wc 240 Z—
an DECOVPLER . sc n.;n o I o)
n c vs
dof 0 th 2 I Z
dm nnn ai cdc ph Z
dmm c N .
dpwr 31 N ‘s
dmf 28412 > \w
L
o I e \\\ f - \\ \
. PR T A e T =T T T e T T T
8 7 2 1

'H NMR Biotinylated Pentapeptide 2-T-II: (2R, 3R)(2S,3S) f-OBn-Phe-Lys(peg-biotin)-N-Me-Val-D-Leu-D-

Phe
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Display Report - All Windows Selected Analysis

Analysis Name: LDA_III_130_14 Instrument: Agilent 6330 Ion Trap Print Date: 4/21/2011 6:13:21 PM
Method: SANA.M 5-TAG2.D Operator:  sdsu Acq. Date: 4/21/2011 5:15:17 PM
Sample Name: LDA_III_130_145-tag2

Analysis Info:

iﬂlens;T. LDA_III_130_145-TAGZ.D: TIC +ATMS

x10
2.5
2.0

o8 DA 130_145-TAGZ.D. EIC 1252.1254 +All MS|

g 2 3 4 5 & Time [min]

Intens. +MS, 2.4min #82
x108- 1252.7

15 618.8 0]
tNH-Peg-biotin
~ NH HN

1.0

o] M, L C;

200 | 400 | 600 800 1000 1200 1400 1600 1800 2000 = miz

MSD Trap Report v 4 (Let-Opt2) Page 1of 1 % Agilent Technologies

LCMS Biotinylated Pentapeptide 2-T-11: (2R, 3R)(2S,3S) f-OBn-Phe-Lys(peg-biotin)-N-Me-Val-D-Leu-D-Phe
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Ardi, et al. Supporting Information

Display Report - All Windows Selected Analysis

Analysis Name: LDA_145-TAG3_ Instrument: Agilent 6330 Ion Trap Print Date: 4/18/2011 5:40:21 PM
Method:  SANA.M DD.D Operator:  sdsu Acq. Date: 12/15/2010 11:22:20 AM

Sample Name: LDA_145-tag3_dd
Analysis Info:

LDA_145-TAG3_DD.D: TIC +All MS]

Intens, :
x108 }
1.5 i
I
|
1.04 |
e 1
1
i
1
0.5 ‘
0.04 ‘
X108 LDA_145-TAG3_DD.D: EIC 795-797 +All MS
1.0
0.8
0.6
0.4+
0.2+
0.0 ' o g y ——— v
1 2 3 4 5 6 Time [min]
Intens. +MS, 2.1min #85
x107 796.9
(Boc)HN
3
Y O
J /, o
2 N
|
NH HN
Oj\ ﬁ
1.
o%}/NH2
1592.5
A OH
565.9
0 : A ‘%L' : A ‘ .
200 400 600 800 1000 1200 1400 1600 1800 2000 miz
MSD Trap Report v 4 (Let-Opt2) Page 1of1 “if- Agilent Technolagies

LCMS Double Deprotected Pentapeptide 2-T-111: OH-Leu-N-Me-Lys(Boc)-D-Leu-D-Phe-(2R,3R)(2S,3S)-f-
OH-Phe-NH,
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LDA_TII_116_145~t3_cyc

expl Proton

SAMPLE SPECIAL
date Apr 26 2011 temp 30.0
solvent cd3od gain not used
file shomeswalkup/~ Spin 20
vnarsys/data/lalex~ hst 0.008
a/N4_20110426_LDA_~ pwi0 10.800
III_116_145-13_cyc~ alfa 10.000
_Proton_01.f1d FLAGS
ACQUISITION i1 n
sw 6410.83 in n
at 5.000 dp Yy
np 64102 hs nn
fb 4000 PROCESSING
bs 16 b 0.10
55 2 fn 65536
dl 1.000 DISPLAY
nt 16 sp =-0.9
ct 16 wp 3597.7
TRANSMITTER rfl 2126.8
tn H1 rfp 1323.2
sfrg 388.761 rp 150.0
tof 3%9.8 1p 33.8
tpwr 59 PLOT
pw 5.400 wc 240
DECOUPLER sC 0
dn C13 wvs 1000
dof 0 th 26
dm nnn  ai cdc ph
dmm <
dpwr 31
dmf 29412

(Boc)HN
é)o
HN
o OH

"H NMR Cyclized Pentapeptide 2-T-III: (2R,3R),(2S,3S) f-OH-Phe-Leu-N-Me-Lys(Boc)-D-Leu-D-Phe
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Display Report - All Windows Selected Analysis

Analysis Name: LDA_III_116_PO Instrument: Agilent 6330 [on Trap Print Date: 4/18/2011 5:38:44 PM
Method:  SANAM ST WASH.D Operator:  sdsu Acq. Date: 1/17/2011 11:52:38 AM

Sample Name: LDA_JII_116_post wash
Analysis Info:

In!ensT.- T LDA_IlI_116_POST WASH.D: TIC +All Mgw
x10

4

|
{

] i
3 |
1

1

1

I

|

|

107 LDA_III_116_POST WASH.D: EIC 778-780 +All M§(
2.0
1.5
1.0]
0.5
0.0 T —r— T T T r —
1 2 3 4 5 6 Time [min)]
Intens. § +MS, 2.8min #109
x106. 779.0
6_
(Boc)HN
51
Y o)
44 HLN o)
] l
1 o NH
: <
~ NH HN 0

2] 679.3 o L:’\l\n,\ OH
14 1577.9

‘ h wre |
0

200 400 600 800 1000 1200 1400 1600 1800 2000 miz

MSD Trap Report v 4 (Let-Opt2) Page 1of 1 % Agitent Technolagies

LCMS Cyclized Pentapeptide 2-T-III: (2R,3R),(2S,3S) p-OH-Phe-Leu-N-Me-Lys(Boc)-D-Leu-D-Phe
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LDA_III_124_145-t3-ben

exp28 Proton

SAMPLE SPECIAL

date  Apr 29 2011 temp 30.0

solvent cd3od gain not used

file shome/walkup/~ spin 20

vnmrsys/data/lalex~ hst 0.008

a/N4_20110428_LDA_~ pw30 10.800 —

I11_124_145-t3-ben~ alfa 10.000 P () O
_Proton_01.fid FLAGS I O
ACQUISITION i1 n d = ~

sw 6410.3 1in n @ T <

at 5.000 dp v o Z_ o

np 64102 hs nn N

fb 4000 PROCESSING

bs 16 1b 0.10 Z—

ss 2 fn 65536 T o

di 1.000 DISPLAY o r =

nt 16 sp -0.0 =

ct 16 wp 3597.7 R .
TRANSMITTER rfl 2120.8 S “,

tn H1 rfp 1823.2

sfrq 399.758 rp -21.0 o)

tof 399.8 1p -80.7

tpwr 59 PLOT

pw 5.400 wc 240
DECOUPLER sc 0

dn C13 vs 1000

dof 0 th 6

dm nnn ai cdc ph

dmm (4

dpwr 31

dmf 29412

g\ i i i

o VIR ki

e e e e LA s s L e e e e e e e e B L e e o o e LA S e |

8 7 5 4 3 2 i | ppm

"H NMR Cyclized Pentapeptide 2-T-III: (2R,3R),(2S,3S) f-OBn-Phe-Leu-N-Me-Lys(Boc)-D-Leu-D-Phe
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Display Report - All Windows Selected Analysis

Analysis Name: LDA_145-T3_UN Instrument: Agilent 6330 Ion Trap Print Date: 4/25/2011 4:44:17 PM
Method: SANA.M K.D Operator:  sdsu Acq. Date: 4/25/2011 3:59:12 PM
Sample Name: LDA_145-t3_unk

Analysis Info:

Intens. | . LDA_145-T3_UNK.D: TIC +All MS
x107:
51

I
I
1
1
i
|
|
|
|
|
|
|
|
|
|
|
1
1

ot L[DA_145-T3_UNKD: EIC 872-874 +AIl MS

0.5

Y 3 3 4 5 6 Time [min)
BocHl}l

Intens. +MS, 3.5min #143]
x1061 873.9

1] 7774 1757.0

G Jl 1322.8 1573.2

200 400 600 800 1000 1200 1400 1600 1800 2000 miz

MSD Trap Report v 4 (Let-Opt2) Page 1of1 i Agilent Technologies

LCMS Cyclized Pentapeptide 2-T-III: (2R,3R),(2S,3S) f-OBn-Phe-Leu-N-Me-Lys(Boc)-D-Leu-D-Phe
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Supporting Information

LDA_III_122_145-tag3

(@]
exp27 Proton
g z
SAMPLE SPECIAL I
date Apr 18 2011 temp 30.0
solvent cd3od gain not used

|
NH-Peg:-biotin
£Lr

file shome/walkup/~ spin 20 Z— W
vnmrsys /data/lalex~ hst 0.008 T
a/N4_20110419_LDA_~ pw30 10.800 O T b4 ®)
III_122_145-tag3_P~ alfa 10.000 =
roton_01.fid FLAGS S .

ACQUISITION i1 n S v,
sW 6410.3 in n
at 5.000 dp y (@)
np 64102 hs nn
fb 4000 PROCESSING
bs 16 b 0.10
sS 2 fn 65536
d1 1.000 DISPLAY
nt 32 sp -0.0
ct 32 wp 3597.7

TRANSMITTER rfl 2127.2
tn H1 rfp 1323.2
sfrq 399.761 rp 108.2
tof 399.8 1p 43.0
tpwr 59 PLOT
pw 5.400 wc 240

DECOUPLER sC 0

dn Ci3 wvs 1500
dof 0 th 4
dm nnn  al c¢dc ph
dmm c
dpwr 31
dmf 29412

8 7 6 5 4 3 2 1 ppm

Ardi, et al.
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'"H NMR Biotinylated Pentapeptide 2-T-III: (2R, 3R)S-OBn-Phe-Leu-NMe-Lys(Biotin)-
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Display Report - All Windows Selected Analysis
Analysis Name: LDA_III_122_4M Instrument: Agilent 6330 Ion Trap Print Date: 2/21/2011 11:15:56 AM
Method:  SANAM G.D Operator:  sdsu Acq. Date: 2/21/2011 11:01:48 AM
Sample Name: LDA_III_122 4mg
Analysis Info:
Intens, ] T LDA_IIl_122_4MG.D: TIC +All Mj
x107 !
4]
i
i
34 [
- I
I
2- i
|
1 N
x109- = LDA_III_122_4MG.D: EIC 1243-1245 +All MS|
2.0
1.54
1‘0:
0.5 NH-Peg-biotir]
0.0 . — ,
1 2 3 4 Time [min)
\/ 0
Intens. | +MS, 2.6min #9i
x1 1244.1 KL /\f
61 z& n/
©\ NH HN
4]
: , SR .
200 400 600 1000 1200 1400 1600 1800 2000 miz
MSD Trap Report v 4 (Let-Opt2) Page 1of 1 it Agilem Tochnologies
DLeu

LCMS Biotinylated Pentapeptide 2-T-III: (2R, 3R)f-OBn-Phe-Leu-N-Me-Lys(Peg-biotin)-D-Leu-D-Phe
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SDSU

1/
Project Name: Defaults / /’ﬁ /i ¢
Reported by User: System /
SAMPLE INFORMATION
Sampie Name: LDA_145-t3_peg-biotin Acquired By: System
Sample Type: Unknown Sample Set Name:
Vial: 1 Acg. Method: primary_sanA_ss_ACN
Injection #: 177 Date Acquired: 3/2/2011 24717 PM
Run Time: 16.00 Minutes Injection Volume:  25.00 ul
1.00-
=t 1
<
0.00

AU

200 4.00 6.00 800 1000 1200 1400 16.00

Minutes

-——— Channel: 2487Channel 1 Channel Desc.: Processing Method: *
——— Channel: 2487Channel 2 Channel Desc.: Processing Method: *

Peak | RT | Area Height .
Name | (min)| ( V*sec) % Area (V) Amount | Units
1 whkh rREE Ei sl Tk Riils ddkk | drkdkk
Pl R whenk *AAN EREE wkak ek | wdokk NH-Peg-biOtin
Y o
7,
HLT' o
NH HN
©\ NEPIN"o
=50
Report Method: Injection Summary Report  Printed 3:03:29 PM 3/2/2011 Page: 1of1

HPLC Biotinylated Pentapeptide 2-T-III: (2R,3R)f-OBn-Phe-Leu-N-Me-Lys(Peg-biotin)-D-Leu-D-Phe
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