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General Information

Abbreviations: BTC, bis-(trichloromethyl)-carbonate; CH3;CN, acetonitrile; DCC,
N,N’-dicyclohexylcarbodiimide; DCM, dichloromethane; DIC,
N,N’-diisopropylcarbodiimide; DIEA, N,N’-diisopropylethylamine; DMF,
N,N’-dimethylformamide; HATU, 1-[Bis(dimethylamino)methylene]-1H-1,2,3-
triazolo[4,5-b]pyridinium 3-oxid hexafluorophosphate; HBTU, 2-(1H-
Benzotriazol-1-yl)-1,1,3,3-tetramethyluronium hexafluorophosphate; HOA,
1-hydroxy-7-aza-benzotriazole; HOBt,  1-hydroxybenzotriazole; PyBOP,
benzotriazol-1-yl-oxytripyrrolidino-  phosphonium  hexafluorophosphate; TFA,
trifluoroacetic acid; THF, tetrahydrofuran.

Dry DMF and Dry THF were purchased from Sigma-Aldrich. Boc-Py-OH,
Fmoc-L-Dab(Boc)-OH, collidine (2,4,6-collidine) and the HPLC grade solvents
(CH3CN and MeOH) were purchased from J&K Scientific. Fmoc-GABA-OH, BTC,
DIEA, TFA were purchased from Aladdin. Fmoc-hydrazinobenzoyl AM resin was
purchased from Novabiochem. Fmoc-D-Dab(Boc)-OH was purchased from
Alfa-Aesar. Boc-Im-OH, Fmoc-Py-OH and Fmoc-Im-OH were purchased from
Atomax Chemicals. Fine powders of Boc-Im-OH, Fmoc-Py-OH and Fmoc-Im-OH
were obtained after lyophilization to increase their solubility in THF. All other
commercial reagents were used as received.

Analytical RP-HPLC was performed at room temperature on the Shimadzu LC 20
with UV detector SPD-20A using Inertsil ODS-SP column (4.6 x 250 mm, 5 pum, 100
A). The RP-HPLC gradient was started at 10% of B (MeCN), then increased to 100%
of B over 30 min (A: 0.1% TFA in water). Semi-preparative RP-HPLC was
performed on the ULTIMAT 3000 Instrument (DIONEX). UV absorbance was
measured using a photodiode array detector at 254 and 310 nm. The RP-HPLC
gradient was started at 10% of B (MeCN), then increased to 100% of B over 30 min

(A: 0.1% TFA in water). Mass spectra were measured on ABI Q-star Elite.
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Experimental Procedure

1. Preparation of Boc-Py-Cl intermediate

/ /

N O N P

| BTC, THF |

7 on ————= 7
BocHN 2.4,6-collidine  BocHN
Boc-Py-OH Boc-Py-Cl

Boc-Py-OH (60 mg, 0.25 mmol, 1.0 eq) and BTC (24 mg, 0.33 eq.) were dissolved
in dry THF (3 mL). To the resulting solution, collidine (14 eq.) was added slowly and
the suspension was stirred for about 2 min. The resulting slurry was centrifuged and
the solution was diluted with CH3CN. A small portion was taken out for HRMS
analysis. HRMS (ESI) m/z: calcd for C;1H;4N,O;CI [M-H] (-TOF MS) 257.0698,
found 257.0702; caled for C;;H;sN,O; [M-CI]* (+TOF MS) 223.1077, found
223.1069.

2. Automated synthesis of Py-Im polyamides using Boc- chemistry

The automated synthesis was performed on a CS336X peptide synthesizer with a
computer-controlled operation system. The synthesizer was programmed in the
standard hardware configuration for DIC/HOBt (or HBTU/DIEA) protocols. Reagent
position 1 was DMF, reagent position 2 was dry DMF, reagent position 3 was
piperidine/DMF (20%), reagent position 4 was DCM, reagent position 5 was
TFA/phenol/H,0 (92.5:5:2.5), reagent position 6 was DIEA/dry DMF (10%), reagent
position 7 was 2,4,6-collidine/dry THF (15%), and reagent position 8 was dry THF.
CAUTION: Phosgene and CO; gas were evolved, the peptide synthesizer was placed
in a fume hood and the waste gas was treated with aqueous NaOH solution (20%)
to destroy the excess phosgene.

The synthesis was carried out on a 0.06 mmol scale (400 mg of the resin; 0.15
mmol/g). Each cycle of amino acid addition involved deprotection, amino acid
activation and coupling. Two successive coupling cycles are employed when coupling
pyrrole amino acids to imidazole amines; all other couplings are performed with

single coupling cycles.
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Scheme 1. Synthesis of polyamide 1: (i) TFA/phenol/H,O; (ii) Boc-Py-OH, BTC, Collidine,
DIEA; (iii) TFA/phenol/H,O; (iv) Boc-Py-OH, BTC, Collidine, DIEA; (v) TFA/phenol/H,0O; (vi)
Boc-Im-OH, BTC, Collidine, DIEA, HOAL; (vii) TFA/phenol/H,0; (viii) Fmoc-D-Dab(Boc)-OH, BTC,
Collidine, DIEA, HOAt; (ix) TFA/phenol/H,O; (x) Boc-Py-OH, BTC, Collidine, DIEA; (xi)
TFA/phenol/H,0; (xii) Boc-Py-OH, BTC, Collidine, DIEA; (xiii) TFA/phenol/H,0; (xiv) Boc-Py-OH,
BTC, Collidine, DIEA; (xv) TFA/phenol/H,0; (xvi) Im-CCl;, DIEA; (xvi) 20% piperidine/DMF; (xvii)
Boc,0, DIEA; (xvii) 3,3'-diamino-N-methyl-dipropylamine, air, 55 ‘C, 16 h.

2.1 Deprocetion procedure

At the beginning of the synthesis, the needle was placed in an empty amino acid
(AA) reservoir (the AA reservoirs loaded with the monomers and BTC (or HOAt)
were arranged on the Wheel). Boc-Py-hydrazine resin (prepared manually from
Boc-Py-OH and Fmoc-hydrazinobenzoyl AM resin) was loaded in the reaction vessel
(RV) (10 mL). The resin was washed twice with DCM (5 mL, calibrated delivery

from reagent bottle 4) and deprotected twice (for 2 min and 20 min, respectively) with
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the mixture of TFA/phenol/H,0O (5 mL, calibrated delivery from reagent bottle 5). The
RV was drained and the resin was treated with two DCM washes (5 mL from reagent
bottle 4), a DMF wash (5 mL from reagent bottle 1), a DIEA/dry DMF wash (5 mL
from reagent bottle 6, bypasing the AA reservoir), a dry THF wash (to wash the
needle, 5 mL from reagent bottle 8, bypasing the AA reservoir), a DMF wash (5§ mL
from reagent bottle 1), and a dry DMF wash (5 mL from reagent bottle 2). The RV
was drained and the needle was set up to be retracted and injected in the following AA
reservoir loaded with the monomer and BTC solids (by “Advance_AA”). Then the
resin was ready for the coupling reaction. The same deprocetion programs were
applied at the initiation of each coupling cycle.

2.2 Amino acids activation

2.2.1 Activation of Boc-Py-OH

Boc-Py-OH (60 mg, 0.25 mmol) and BTC (37 mg, 0.125 mmol) were loaded as
solids into an AA reservoir. After calibrated delivery of dry THF (1.25 mL from
reagent bottle 8 bypassing amino acid metering vessel (MVAA)), the mixture in the
AA reservoir was blended by nitrogen bubbles for 2 min (using the program
“Bubble/shake_1Min”). The solution was activated by calibrated delivery of
2,4,6-collidine/dry THF (15%, 1.25 mL from reagent bottle 7 bypassing MVAA). The
resulting slurry was blended by nitrogen bubbles for 2 min followed by calibrated
delivery of DIEA/dry DMF (10%, 2.5 mL from reagent bottle 6 bypassing MVAA).
After blended with nitrogen bubbles for 1 min, a clear pale yellow solution was
formed.

Then the activator cycle was written to transfer activated monomer directly from
the AA reservoir to RV, bypassing the metering vessel (MV) and transfer vessel (TV).
All lines were emptied with nitrogen before and after solution transfers.

2.2.2 Activation of Boc-Im-OH

Boc-Im-OH (60 mg, 0.25 mmol) and BTC (37 mg, 0.125 mmol) were loaded as
solids into one AA reservoir followed by another reservoir loaded with HOAt (34 mg,
0.25 mmol). The mixture of Boc-Im-OH and BTC was activated employing the same

programs as that used for Boc-Py-OH to form a clear brown solution.
s5



Then the activator cycle was written to transfer activated monomer from the AA
reservoir to TV. The needle was set up to be retracted from the first AA reservoir and
injected in the second one loaded with HOAt. After calibrated delivery of DIEA/dry
DMF (10%, 1.25 mL from reagent bottle 6), the mixture in the AA reservoir was
blended by nitrogen bubbles for 2 min. The solution was transferred from the AA
reservoir to TV and mixed with the activated Im monomer. After 3 min (using the
program “Shake_1Min”), the resulting solution was transferred to RV for the coupling
reaction. All lines were emptied with nitrogen before and after solution transfers.

2.2.3 Activation of Fmoc-D-Dab(Boc)-OH

Fmoc-D-Dab(Boc)-OH (109 mg, 0.25 mmol) and BTC (37 mg, 0.125 mmol) were
loaded as solids into one AA reservoir and HOAt (34 mg, 0.25 mmol) was loaded in
another AA reservoir. The same programs as that used for Boc-Im-OH could be
applied to the activation of Fmoc-D-Dab(Boc)-OH.

2.3 Amino acids coupling

After the amino acid was activated, it was transferred to RV loaded with the
deprotected resin. The RV was shaked for 25 min (Shake_1Min) before it was drained.
Then the resin was treated with two dry THF washes (to wash the needle and the AA
reservoir, 5 mL from reagent bottle 8, bypasing the AA reservoir) and three DMF
washes (5 mL from reagent bottle 1). The RV was drained and the resin was ready for
the next coupling cycle.

2.4 Stepwise HPLC Analysis

During the coupling reaction, a resin sample (ca. 4 mg) was taken out and washed
twice with DMF (1 mL). The resin was then treated with Cu(OAc), and
3,3'-diamino-N-methyl-dipropylamine (20 xL) at room temperature for 30 min. The
mixture was diluted with MeOH (100 uL) and filtered. A sample (20 ul.) was
analyzed by analytical HPLC at 310 nm.

2.5 The terminal Im capping

Method A: Im-CCl3 was prepared according to Masiukiewicz’ procedure (Organic

Preparations and Procedures International: The New Journal for Organic Synthesis,

37:4, 403-405, DOI: 10.1080/00304940509354973). Im-CCl; (57 mg, 0.25 mmol)
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was placed in an AA reservoir and dissolved by calibrated delivery of DIEA/dry DMF
(10%, 2 x 2.5 mL from reagent bottle 6), the mixture in the AA reservoir was blended
by nitrogen bubbles for 2 min before it was transferred to RV, bypassing MV and TV.
The RV was shaked for 40 min (“shake_1Min) to enable the coupling. The resin was
treated with two dry THF washes (to wash the needle and the AA reservoir, 2 x 2.5
mL from reagent bottle 8, bypasing the AA reservoir) and three DMF washes (5 mL
from reagent bottle 1).

Method B: Im-OH (32 mg, 0.25 mmol) and PyBOP (130 mg, 0.25 mmol) were
placed in an AA reservoir and dissolved by calibrated delivery of DIEA/ dry DMF
(10%, 2 x 2.5 mL from reagent bottle 6), the mixture in the AA reservoir was blended
by nitrogen bubbles for 5 min before it was transferred to RV, which was shaked for
120 min to accomplish the coupling. After treated following the same procedure as
used in method A, the resin was taken out for cleavage.

2.6 Protecting group exchange

Deprection: The Fmoc group of the Y -turn unit was removed with 20%
piperidine/DMF using the “Deprocetion procedure” of Fmoc- chemistry described
below.

Boc- protection: Boc,O (115 pL, 0.50 mmol) was placed in an AA reservoir.
Following a similar procedure as used in the “terminal Im capping”, the
Boc,O/DIEA/dry DMF mixture was transferred to RV. After shaking for 15 min
(“shake_1Min), the resin was treated with two dry THF washes and three DMF
washes. Then the resin was taken out for cleavage.

2.7 Resin cleavage

The resin (polyamide 6) was divided in four parts. To one part,
3,3'-diamino-N-methyl-dipropylamine (100 L) in DMF (200 xL) was added and the
mixture was shaked at 55 °C for 16 h. After cooling to room temperature, the resin
was removed by filtration through a disposable propylene filter and washed with
MeOH (2 mL). The organic solution was concentrated under reduced pressure and the
residue was precipitated by adding 10 volumes of cold diethyl ether. The crude

peptide was collected by centrifugation and the light-yellow powders were dissolved
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in 10% MeCN/H20/0.1%TFA and purified by semi-preparative RP-HPLC. After
lyophilization, polyamide 1 was obtained as a pale yellow powder (3 mg, 15%).
Analytical HPLC f, = 17.7 min. HRMS (ESI) m/z: calcd for CgHgiN»Oq; [M+H]*
1309.6450, found 1309.6444.

Following a similar procedure, polyamide 2 was cleaved from the resin using
dimethylaminopropylamine (1.6 mg, 9%). Analytical HPLC ¢, = 15.9 min. HRMS
(ESI) m/z: calcd for Cs3HgsN2309 [M+H]" 1168.5408, found 1168.5415.

2.8 Preparation of the Mosher amides

[ o
N

N \ / NH
\ N
N% H NHFmoc

H
// N
N
&’ﬁ N2
R
R/ Noo©
R/ N o
NN o | 6
H N
o |

(b) (S)-Mosher's acid chloride, DIEA, DMF
(c) dimethylaminopropylamine (Dp), Cu(OAc),, DMF

'\/‘0
N \ / N
AT e
VR e 0 o
H o |
N N N
/B N o |
Dp. v 0 74R,S)
o |

‘ (a) 20% piperidine/DMF

Scheme 2. Synthesis of Mosher amide 7-(R,S)

The Fmoc group of polyamide 6 (ca. 20 mg resin, 0.15 mmol/g) was removed using
a mixture of 20% piperidine/DMF. After washing with DMF (4 x 2 mL) and dry DMF
(2 mL), the resin was treated with a mixture of (S)-Mosher’s acid chloride (15 mg,
0.06 mmol), DIEA (20 pL) and DMF (1 mL) for 15 min. The reaction mixture was
drained and the resin was rinsed with DMF (4 x 2 mL). Then the resin was treated
with Cu(OAc); and dimethylaminopropylamine (20 pL) at room temperature for 3 h.
The crude peptide was collected by centrifugation and the blue solution was diluted
with 10% MeCN/H20/0.1% TFA and purified by semi-preparative RP-HPLC. A
smaple of the collected solution of Mosher amide 7-(R,S) in MeCN/0.1% TFA was
taken for HPLC analysis. Chiral HPLC ¢, = 10.9 min. HRMS (ESI) m/z: calcd for
CesH75sF3N»; 011 [M+H]" 1382.5902, found 1382.5898.

Following the same procedure, the sample of Mosher amide 7-(S,S) was prepared
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from Fmoc-L-Dab(Boc)-OH. Chiral HPLC ¢, = 13.25 min. HRMS (ESI) m/z: calcd for
CesH75sF3N»; 011 [M+H]" 1382.5902, found 1382.5895.

The sample of 7-(R,S), 7-(S,S) and a mixture of them were subjected to HPLC
analysis using CHIRALPAK® ID column (0.46 cm LD. x 25 cm L.x 5 um) to
separate the two diastereomers. (Shimadzu LC 20 with UV detector SPD-20A, at 310
nm.) The gradient was 45% CH3CN in phosphate buffer solution (PH = 2.5) over 30
min at 0.4 mL/min.

3. Automated synthesis of polyamide 3 using Fmoc- chemistry

NHFmoc
H
BT
N N
H Ie) |

Deprotection: 20% piperiding/DMF
Coupling: Fmoc-Xaa-OH, BTC, collidine
DIEA, (HOAt)

Iterative
Fmoc-SPPS | O

Cleavage: air, 55 °C
dlmethylamlnopropylamme

i
S
1%M%jﬂp

/“l‘\/\/n /N\ o I 3

Scheme 3. Synthesis of polyamide 3: (i) 20% piperidine/DMF; (ii) Fmoc-Py-OH, BTC, Collidine,
DIEA; (iii)) 20% piperidine/DMF; (iv) Fmoc-Im-OH, BTC, Collidine, DIEA, HOAt; (v) 20%
piperidine/DMF; (vi) Fmoc-Py-OH, BTC, Collidine, DIEA; (vii) 20% piperidine/DMF; (viii)
Fmoc-GABA-OH, BTC, Collidine, DIEA, HOAt; (ix) 20% piperidine/DMF; (x) Fmoc-Py-OH, BTC,
Collidine, DIEA; (xi) 20% piperidine/DMF; (xii) Fmoc-Py-OH, BTC, Collidine, DIEA; (xiii) 20%
piperidine/DMF; (xiv) Fmoc-Py-OH, BTC, Collidine, DIEA; (xv) 20% piperidine/DMF; (xvi) Im-CCl;,
DIEA; (xvii) dimethylaminopropylamine, air, 55 ‘C, 16 h.
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3.1 Deprocetion procedure

At the beginning of the synthesis, the needle was placed in an empty AA reservoir
(the AA reservoirs loaded with the monomers and BTC (or HOAt) were arranged on
the Wheel). Fmoc-Py-hydrazine resin (prepared manually from Fmoc-Py-OH and
Fmoc-hydrazinobenzoyl AM resin) was loaded in RV (10 mL). The resin was
deprotected twice (10 min each) with the mixture of 20% piperidine/DMF (5 mL from
reagent bottle 3). The RV was drained and the resin was treated with two dry DMF
washes (5 mL from reagent bottle 2), two dry THF washes (to wash the needle, 2 x
2.5 mL from reagent bottle 8, bypasing the AA reservoir), a DCM wash (5 mL from
reagent bottle 4), a DMF wash (5 mL from reagent bottle 1), and a dry DMF wash (5
mL from reagent bottle 2). The RV was drained and the needle was set up to retracted
and injected in the following AA reservoir loaded with the monomer and BTC solids
(by “Advance_AA”). Then the resin was ready for the coupling reaction. The same
deprocetion programs were applied at the initiation of each coupling cycle.
3.2 Amino acids activation

Fmoc-Py-OH, Fmoc-Im-OH and Fmoc-GABA-OH were activated according to the
programs used to activate Boc-Py-OH, Boc-Im-OH and Boc-D-Dab(Boc)-OH,
respectively.
3.3 Amino acids coupling

After the amino acid was activated, it was transferred to RV loaded with the
deprotected resin. Two coupling cycles were needed to drive the reaction of
Fmoc-Py-OH/Resin-Im-NH; to completion (60 min each). All other couplings were
carried out with a single-coupling cycle with extended reaction time (40 min). Then
the resin was treated with two dry THF washes (to wash the needle and the AA
reservoir, 2 x 2.5 mL from reagent bottle 8, bypasing the AA reservoir) and three
DMF washes (5 mL from reagent bottle 1). The RV was drained and the resin was
ready for the next coupling cycle.
3.4 Stepwise HPL.C Analysis

During the coupling reaction, a resin sample (ca. 4 mg) was taken out and washed

with DMF (2 x 1 mL). The Fmoc group was removed using a mixture of 20%
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piperidine/DMF. After washing with DMF (3 x 1 mL) and dry DMF (1 mL), the resin
was treated with a mixture of BocoO/DIEA/DMF for 10 min. The reaction mixture
was drained and the resin was rinsed with DMF (3 x 1 mL). Then the resin was
treated with Cu(OAc); and 3,3'-diamino-N-methyl-dipropylamine (20 uL) at room
temperature for 30 min. The mixture was diluted with MeOH (100 uL) and filtered. A
sample (20 uL) was analyzed by analytical HPLC at 310 nm.
3.5 The terminal Im capping

The terminal Im capping was carried out following the same procedure as used in
Boc- chemistry.
3.6 Resin cleavage

Following a similar procedure as mentioned above, polyamide 3 was obtained after
cleavage from the resin using dimethylaminopropylamine (2 mg, 12%). Analytical
HPLC ¢, = 17.3 min. HRMS (ESI) m/z: calcd for CssHg7N2Og [M+H]" 1151.5394,
found 1151.5392.
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4. Coupling conditions used in the automated Py-Im Polyamide synthesis:

resin monomer BTC | collidine | DIEA | HOAt | PyBOP | monomer | coupling
equiv | equiv’ | equiv® | equiv | equiv in time
DMF/THF | (min)
Boc-Py-OH (4 2 24 24 - - 0.05 M 25
equiv)
Boc-Im-OH (4 2 24 24 4 - 0.05 M 25
equiv)
Fmoc-p-Dab(Boc)- 2 24 24 4 - 0.05 M 25
OH (4 equiv)
Resin-Py-NH, Fmoc-Py-OH (6 3 24 24 - 0.075 40
equiv)
Fmoc-Im-OH (6 3 24 24 4 - 0.075 40
equiv)
Fmoc-GABA- 3 24 24 4 - 0.075 40
OH (6 equiv)
Im-CCl; (4 equiv) - 24 - - 0.05 40
Im-OH (4 equiv) - 24 - 4 0.05 120
Boc-Py-OH (4 2 24 24 - - 0.05 25
equiv) (twice)
Boc-Im-OH (4 2 24 24 4 - 0.05 25
equiv)
Resin-Im-NH, | Fmoc-p-Dab(Boc)- 2 24 24 4 - 0.05 25
OH (4 equiv)
Fmoc-Py-OH (6 3 24 24 - - 0.075 60
equiv) (twice)
Im-CCl; (4 equiv) - 24 - - 0.05 40
Im-OH (4 equiv) - 24 - 4 0.05 120

“Excess collidine and DIEA were used for two reasons: (1) to neutralize the acid
resulted by the decomposition of excess BTC; (2) when more monomer and BTC
were used in the synthesis, the volume of collidine/dry THF and DIEA/dry DMF can

be kept unchanged
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HPLC Analysis
1. Amino acid activation

Absorbance

Time / min

Activation of Boc-Py-OH with BTC (285 nm): (a) 0.33 equiv of BTC; (b) 0.41 equiv of BTC; (c)
0.50 equiv of BTC. f; = 18.29 (Boc-Py-OH), f, = 23.16 (the resulting amide) (1:15, estimated
by integration).

600

400 -

200
AA 8
04

15 20 25 30

Absorbance
o

Time / min
Activation of Boc-Im-OH (trace a) with 0.50 equiv BTC (trace b) (283 nm): ¢, = 12.83 (Boc-Im-OH),
1 = 22.47 (the resulting amide), (1:9, estimated by integration)

800
600 -

400 -

200
j\ a

15 20 25 30

Absorbance

@

Time /min

Activation of Fmoc-D-Dab(Boc)-OH (trace a) with 0.33 equiv BTC (trace b) and 0.5 equiv BTC(trace
c) (254 nm): t, = 23.68 (Fmoc-D-Dab(Boc)-OH), t, = 25.66 (the resulting methyl ester), (1:17,
estimated by integration)
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2. Coupling of monomers to Im amine 4

NHBoc
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Scheme 4. Coupling of Boc-Py-OH, Boc-Im-OH and Fmoc-D-Dab(Boc)-OH to the resin bound Im
amine 4: A. (1) Boc-Py-OH, BTC, Collidine, DIEA; (2) 3,3'-diamino-N-methyl-dipropylamine,
Cu(OAc),. B. (1) Boc-Im-OH, BTC, Collidine, DIEA, HOAt; 2)
3,3'-diamino-N-methyl-dipropylamine, Cu(OAc),. C. (1) Fmoc-D-Dab(Boc)-OH, BTC, Collidine,

DIEA, HOAt; (2) 3,3'-diamino-N-methyl- dipropylamine, Cu(OAc),.
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3. Polyamide 1, 2 and 3
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o —— crude polyamide 1 8
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§ ﬁ 200 1 purified polyamide 1
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100
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crude polyamide 1 (f, = 17.74 min ) purified polyamide 1 (¢, = 17.78 min )
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@ ©
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é 100 § 100
0 04
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Time / min Time / min
crude polyamide 2 (¢, = 15.90 min ) crude polyamide 3 (f; = 17.32 min)
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Copies of HRMS Spectrums

I -TOF MS: 2.797 to 3.014 min from Sample 7 (140623) of 140623 wiff

Max. 1363.6 counts.
a=3.60111312726943440e-004, 10=1.64196861701093440e+001 (Turbo Spray), subtracted (1.998 to 2.314 min)

257.0702
850

800
750
700

600 Boc-Py-Cl

C11H14N203CI(-); m/z Error: 1.39 ppm; m/z Error: 0.36 mDa

Intensity, counts

200
150
1004 259.0679

o J 2580755
L L

244 246 248 250 252 254 256 258 260 262 264 266 268 270 212 274 276
m/z, Da

HRMS spectra (-TOF MS) of Boc-Py-Cl

I +TOF MS: 6.514 to 6.597 min from Sample 5 (140623) of 140623 wiff Max. 2.6e4 counts.
2=3.60098084743740720e-004, 10=-2.49815099278639540e+001 (Turbo Spray), subtracted (5.681 to 5.864 min)

223.1069
200+

180+
160+
1404 Boc-Py-Cl
1204

100+

Intensity, counts

257.1047

2751173
¥

185 190 195 200 205 210 215 220 225 230 235 240 245 250 255 260 265 270 275 280 285 290 295 300
m/z, Da

HRMS spectra (+TOF MS) of Boc-Py-Cl
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Intensity, counts

I +TOF MS: 7.198 to 7.332 min from Sample 4 (140717) of 140717 wiff
2=3.60084073287121640e-004, t0=-2.63639793754991840e+001 (Turbo Spray), subtracted (5.548 to 5.848 min)

300+
280
260
240
220
200+
180
160+
140+
1204
100+

80

40y

20+

1309.6444

PPPI-r(Boc)-PPPI-diamine

C62H81N22011(+); m/z Error: -0.43 ppm; m/z Error: -0.57 mDa

131D.6519

I

Max. 3889.8 counts.

1260

1270

1280 1290 1300 1310 1320 1330 1340 1350 1360 1370 1380 1390
m/z, Da

1400

Intensity, counts

HRMS spectra of Py-Im polyamide 1

I +TOF MS: 7.212 to 7.245 min from Sample 7 (140728) of 140728 wiff
2=3.60084340442033440e-004, t0=-2.45417774188244950e+001 (Turbo Spray), subtracted (6.962 to 7.062 min)

135
130+

1204

110

100+

90

1168.5415

PlIP-r-IPPI-DMPA

C53H66N2309(+); m/z Error: 0.57 ppm; m/z Error: 0.66 mDa

116p.5534

117 \5620
A

Max. 372.0 counts.

1080

1090

1100 1110 1120 1130 1140 1150 1160 1170 1180 119.0 1200
m/z, Da

1210

HRMS spectra of Py-Im polyamide 2
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Intensity, counts

I +TOF MS: 14.741 to 14.791 min from Sample 14 (141014) of 141014.wiff
2=3.60087680629068550e-004, 10=-2.61235287715971940e+001 (Turbo Spray), subtracted (14.258 to 14.325 min)

216 1151.5392

2004
180+
il PPIP-r-PPPI
140
C55H67N2009(+); m/z Error: -0.21 ppm; m/z Error: -0.24 mDa

1204

100

80- 11$2.5495

o 1 3i5575

Max. 216.3 counts.

1110 5 1120 1125 1130 1135 1140 1145 1150

1155 1160 1165 1170 1175 1180
m/z, Da

1185

Intensity, counts

HRMS spectra of Py-Im polyamide 3

+TOF MS: 15.898 to 16.031 min from Sample 4 (140717) of 1407 17.wiff
2=3.60084073287121640e-004, t0=-2.63639793754991840e+001 (Turbo Spray), subtracted (15.431 to 15.565 min)

213 1382.5898
200+

@
S

160-| PIP-Mosher-amide

140
120 1383.5042
100+

4.6058

C65H75N21011F3(+); m/z Error: -0.26 ppm; m/z Error: -0.35 mDa

Max 213.3 counts.

1355 1360 1365 1370 1375 1380 1385

1390 1395 1400 1405 1410 1415
m/z, Da

1420

HRMS spectra of Mosher amide 7-(R,S)
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Intensity, counts

I +TOF MS: 15.898 to 15.965 min from Sample 4 (140717) of 1407 17.wiff Max. 380.8 counts.
2=3.60084073287121640e-004, t0=-2.63639793754991840e+001 (Turbo Spray), subtracted (14.382 to 14.765 min)

380+ 1382.5895
360
340+
320
zgg PIP-Mosher-amide
260
240 C65H75N21011F3(+); m/z Error: -0.47 ppm; m/z Error: -0.65 mDa
220+
2001 1383.5938
180
160+
140+
120
100
804
60+
404
20+

84.6058

1325 1330 1335 1340 1345 1350 1355 1360 1365 1370 1375 1380 1385 1390 1395 1400 1405

1410 1415 1420 1425 1430
m/z, Da

HRMS spectra of Mosher amide 7-(S,S)
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