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1.1 General information

Fmoc-protected amino acids were purchased from Auspep and used as received as was Rink
Amide functionalised polystyrene resin (0.7 mmol/g). Rink Amide functionalised Chem Matrix Resin
(0.48 mmol/g) was purchased from Biotage. All solvents were bulk, and distilled in glass prior to use.
Materials were purchased from either Aldrich Chemical Co or ChemSupply. Peptide sequences were
monitored using analytical RP-HPLC, performed using an Agilent instrument comprised of six modules;
1260 Bin Pump, 1260 HIP Degasser, 1260 ALS, 1260 TCC, 1260 DAD and 1260 FC-AS. Analytical RP-
HPLC was performed using Phenomenex Onyx Monolithic reversed-phase C18 column (4.6 x 150 mm).
Solvent A: 0.06% TFA in H,O and solvent B: 0.06% TFA in CHsCN:H,0 (9:1), flow rate of 1.0 mL/min,
gradient 10-100 (%B), curve = 6, over 15.0 mins, and detection at 214 and 254 nm. Mass spectrometry
data was obtained in the Western Sydney Mass Spectrometry Facility. Low resolution electrospray
ionisation mass spectrometry (ESIMS) experiments were performed using a Waters TQ-MS triple
quadrupole mass spectrometer fitted with an ESI source. Spectra were recorded in positive ion mode
from analyte solutions injected (10 pL) into 0.1% formic acid in 50% aqueous methanol flowing at 0.1
mL min-1. A capillary voltage of 3.0 kV, cone voltage of 30 V, desolvation temperature of 300 °C and
desolvation flow rate (nitrogen) of 500 L h-1 were employed. Spectra were collected over 1min with
an m/z range of 100-1500. High resolution accurate mass spectra were obtained using a Waters Xevo
QToF MS mass spectrometer. The instrument was fitted with an ESI probe and mass-corrected sample
spectra were recorded in positive ion mode, incorporating leucine encephalin (200 pg/uL in 50%
aqueous acetonitrile + 0.1% formic acid) as a lockmass compound. Prior to obtaining spectra, the m/z
range of 50-2000 was calibrated against sodium iodide solution. Samples were prepared in 0.1%
aqueous formic acid at concentrations of approximately 10 ng/mL and infused via syringe pump at 3

pL/min.




1.2 Apparatus setup
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Figure 1.2.1: Schematic overview of continuous infusion method with Syringe pump, thermostat
controlled heating apparatus (Volcano), 1.5 m heating coil, omnifit column, back pressure regulator
and in-line HPLC UV/Vis detector set to 290 nm.
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Figure 1.2.2: Schematic overview of continuous flow injection method with LC Pump, Rheodyne
injection module with 3 mL injection loop, thermostat controlled heating apparatus (Volcano), 1.5 m
heating coil, omnifit column, back pressure regulator and in-line HPLC UV/Vis detector set to 290 nm.
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Figure 1.2.3: a) Overall system layout comprised of a PerkinEImer Series 200 LC pump, PerkinElmer
Series 200 UV/VIS Detector, Rheodyne 7725(i) injection module, FRX volcano heat block and IKARCT
basic heater stirrer fitted with temperature sensor; b) Omnifit column and 1.5 m heating coil
(stainless steel tubing 1/16" OD x .005" ID) fitted within FRX volcano heat block adaptor; ¢) Rheodyne
7725(i) injection module fitted with a 3 mL injection loop; d) Resin packed within an omnifit with
reaction void adjusted to with 5 mm of swollen resin surface.




1.3 General procedure

(9S,12R,15R)-15-amino-9-benzyl-12-(4-(benzyloxy)benzyl)-3-carbamoyl-5,8,11,14-tetraoxo-

O - 1-0i .
0 f 4,7,10,13-tetraazahexadecan-1-oic acid (2)
HON HN NH_o Optimized procedure for the construction of 2 using PS-
2
<"” RAM. Rink amide polystyrene resin (0.1 g, loading = 0.7
HN

O™ oH )\ NH, mmol/g) was placed in an Omnifit™ BenchMark™

o) /
< ﬁ’(, column assembly with one fixed end and one adjustable

© end, the resin was swelled with DMF (3 mL) for 0.5 h.

p After this time, the adjustable end was carefully wound

O down to allow no movement of the resin, but not to

2 compress it. The Omnifit™ column was placed in line and
in the thermostat controlled heating block (60 °C) Utilising the HPLC driven flow synthesizer with inline
UV detector (baseline to DMF), the resin was washed with solution A (100% DMF, 5 mL min) until the
UV detector read < 0.1 AU. The resin was then Fmoc-deprotected using solution B (1:1 DMF:piperidine,
5 mL min™) until the UV detector reached maximum detection and subsequently returned to <0.1 AU,
then washed for 1.5 mins using solution A. The amino acid (AA) solutiont (Fmoc-Asp(OtBu)-OH (123
mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 uL, 0.6 mmol) was injected into
the sample loop of the inline Rheodyne™, which was subsequently released inline into the heating coil
followed by the Omnifit™ column. Once the UV detector returned to <0.3 AU the Fmoc protecting
group was removed utilizing solvent B until the UV detector reached maximum detection and returned
to <0.1 AU, this was subsequently washed for 1.5 mins using solution A. The above steps of;injection
of AA solution (step 1), Fmoc-Deprotect (step 2) and wash (step 3) was followed for all additional AA’s
in the sequence. Step 1 (Fmoc-Gly-OH (89 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and
DIPEA (104 pL, 0.6 mmol), step 2, step 3. Step 1 (Fmoc-Phe-OH (116 mg, 0.3 mmol), HATU (114 mg,
0.3 mmol), DMF (1 mL) and DIPEA (104 puL, 0.6 mmol), step 2, step 3. Step 1 (Fmoc-Tyr(Bz)-OH (148
mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 uL, 0.6 mmol), step 2, step 3.
Step 1 (Fmoc-Ala-OH (93 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 uL,
0.6 mmol), step 2, step 3. After the final Fmoc-deprotection, the resin was removed from the heating
block and washed with MeOH (2 x 10 mL), EtOAc (2 x 10 mL), hexanes (2 x 5.0 mL), DCM (2 x 5.0 mL)
and Et,0 (2 x 10 mL) and dried in vacuo. The dried resin was cleaved using the cleavage cocktail (10
mL, TFA:AcOH:H,O:TIPS 7:2.5:0.25:0.25) for 12 hours. The resin was filtered off and solution
evaporated to dryness on rotary evaporator. The solution was resuspended in H,0:MeOH mixture (1
mL, H,0:MeOH 1:1) and purified using preparative HPLC. The combined fractions were lyophilized and
subjected to analysis. MS (ESI*) m/z 661 (M + 1, 100 %), 683 (M + Na, 30%). HRMS (ESI*) for C34H41NsOs;
calculated 661.2986, found, 661.2986. RP-HPLC Onyx Monolithic C18 100 x 4.6 mm, 10-100% B in 15




min, tz 7.6 min. *H NMR (300 MHz, DMSO-ds) & 8.51 (d, J = 7.1 Hz, 1H), 8.41 (t, J = 7.5 Hz, 1H), 8.34 (m,
2H), 8.25 (d, J = 7.6 Hz, 1H), 7.47 — 7.26 (m, 8H), 7.26 — 7.19 (m, J = 4.0 Hz, 5H), 7.20 — 7.13 (m, 2H),

7.10 (d, J = 8.3 Hz, 2H), 7.05 (d, J = 6.8 Hz, 1H), 6.84 (d, J = 8.4 Hz, 3H), 5.00 (s, 2H), 4.56 — 4.33 (m, 3H),

3.60 — 3.46 (m, 1H), 3.12 — 2.98 (m, 1H), 2.97 — 2.77 (m, 2H), 2.75 - 2.59 (m, 1H), 2.57 — 2.37 (m, 3H),
1.13 (d, J = 6.7 Hz, 3H). 3C NMR (75 MHz, DMSO-des) § 174.1, 174.0, 172.1, 171.9, 171.6, 168.9, 168.2,

157.3, 138.1, 137.6, 130.8, 130.2, 129.6, 128.9, 128.6, 128.2, 128.1, 126.8, 114.7, 69.5, 55.1, 54.8,

50.7,49.3, 42.8, 38.5, 37.5,18.9.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated

accordingly for a 0.3 M solution based on the swollen volume (for 0.1g of PS-RAM this was 1cm3).

Optimized procedure for the construction of 2 using CM-RAM. Rink amide ChemMatrix resin (0.146

o g, loading = 0.48 mmol/g) was placed in an Omnifit™
o )X_\NH BenchMark™ column assembly with one fixed end and
HN O

HoN \i,,. one adjustable end, the resin was swelled with DMF (3

o HN mL) for 0.5 h. After this time, the adjustable end was
OH NH;

07 N N—“/ carefully wound down to allow no movement of the

H O resin, but not to compress it. The Omnifit™ column was

Q placed in line and in the thermostat controlled heating

0 block (60 °C) Utilising the HPLC driven flow synthesizer

2 with inline UV detector (baseline to DMF), the resin was

washed with solution A (100% DMF, 5 mL min™) until the UV detector read < 0.1 AU. The resin was
then Fmoc-deprotected using solution B (1:1 DMF:piperidine, 5 mL min?) until the UV detector
reached maximum detection and subsequently returned to <0.1 AU, then washed for 1.5 mins using
solution A. The amino acid (AA) solutiont (Fmoc-Asp(OtBu)-OH (247 mg, 0.6 mmol), HATU (228 mg,
0.6 mmol), DMF (1 mL) and DIPEA (209 L, 1.2 mmol) was injected into the sample loop of the inline
Rheodyne™, which was subsequently released inline into the heating coil followed by the Omnifit™
column. Once the UV detector returned to <0.3 AU the Fmoc protecting group was removed utilizing
solvent B until the UV detector reached maximum detection and returned to <0.1 AU, this was
subsequently washed for 1.5 mins using solution A. The above steps of; injection of AA solution (step
1), Fmoc-Deprotect (step 2) and wash (step 3) was followed for all additional AA’s in the sequence.
Step 1 (Fmoc-Gly-OH (178 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 uL,
1.2 mmol), step 2, step 3. Step 1 (Fmoc-Phe-OH (232 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF
(1 mL) and DIPEA (209 pL, 1.2 mmol), step 2, step 3. Step 1 (Fmoc-Tyr(Bz)-OH (296 mg, 0.6 mmol),
HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 uL, 1.2 mmol), step 2, step 3. Step 1 (Fmoc-
Ala-OH (186 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 pL, 1.2 mmol),
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step 2, step 3. After the final Fmoc-deprotection, the resin was removed from the heating block and
washed with MeOH (2 x 10 mL), EtOAc (2 x 10 mL), hexanes (2 x 5.0 mL), DCM (2 x 5.0 mL) and Et,0
(2 x 10 mL) and dried in vacuo. An aliquot (10 mg) of the resin was added to a scintillation vial to which
a cleavage cocktail (1 mL, TFA:AcOH:H,O:TIPS 7:2.5:0.25:0.25) was added and allowed to cleave for 12
hours. The cleaved peptide solution was filtered and the filtrate treated with ACN (0.5 mL) and K,COs
(0.5 mL, 1 M). The peptide solution was then subjected to HPLC and LCMS. MS (ESI*) m/z 661 (M + 1,
100 %), 683 (M + Na, 30%). HRMS (ESI*) for C3sHa1NsOs; calculated 661.2986, found, 661.2986. RP-
HPLC Onyx Monolithic C18 100 x 4.6 mm, 10-100% B in 15 min, tg 7.6 min.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated

accordingly for a 0.3 M solution based on the swollen volume (for 0.146g of CM-RAM this was 2 cm?3).

14 Procedures for other peptide analogues

(9S,12R,15S)-15-amino-9-benzyl-3-carbamoyl-12-(4-hydroxybenzyl)-16-mercapto-5,8,11,14-
tetraoxo-4,7,10,13-tetraazahexadecan-1-oic acid (4)
Optimized procedure for the construction of 4 using PS-

Q HNJ‘NH 0 RAM. Rink amide polystyrene resin (0.1 g, loading = 0.7

HoN mmol/g) was placed in an Omnifit™ BenchMark™ column

0 on j\l @ . assembly with one fixed end and one adjustable end, the
0 3 ﬁ«’—SH resin was swelled with DMF (3 mL) for 0.5 h. After this

0O time, the adjustable end was carefully wound down to

allow no movement of the resin, but not to compress it.

OH The Omnifit™ column was placed in line and in the

thermostat controlled heating block (60 °C) Utilising the

HPLC driven flow synthesizer with inline UV detector (baseline to DMF), the resin was washed with
solution A (100% DMF, 5 mL min!) until the UV detector read < 0.1 AU. The resin was then Fmoc-
deprotected using solution B (1:1 DMF:piperidine, 5 mL min) until the UV detector reached maximum
detection and subsequently returned to <0.1 AU, then washed for 1.5 mins using solution A. The amino
acid (AA) solutiont (Fmoc-Asp(OtBu)-OH (123 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL)
and DIPEA (104 pL, 0.6 mmol) was injected into the sample loop of the inline Rheodyne™, which was
subsequently released inline into the heating coil followed by the Omnifit™ column. Once the UV
detector returned to <0.3 AU the Fmoc protecting group was removed utilizing solvent B until the UV
detector reached maximum detection and returned to <0.1 AU, this was subsequently washed for 1.5
mins using solution A. The above steps of; injection of AA solution (step 1), Fmoc-Deprotect (step 2)
and wash (step 3) was followed for all additional AA’s in the sequence. Step 1 (Fmoc-Gly-OH (89 mg,
0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 pL, 0.6 mmol), step 2, step 3. Step
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1 (Fmoc-Phe-OH (116 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 uL, 0.6
mmol), step 2, step 3. Step 1 (Fmoc-Tyr(OtBu)-OH (138 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF
(1 mL) and DIPEA (104 uL, 0.6 mmol), step 2, step 3. Step 1 (Fmoc-Cys(trt)-OH (176 mg, 0.3 mmol),
HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 uL, 0.6 mmol), step 2, step 3. After the final
Fmoc-deprotection, the resin was removed from the heating block and washed with MeOH (2 x 10
mL), EtOAc (2 x 10 mL), hexanes (2 x 5.0 mL), DCM (2 x 5.0 mL) and Et,O (2 x 10 mL) and dried in
vacuo. The dried resin was cleaved using the cleavage cocktail (10 mL, TFA:AcOH:H,O:TIPS
7:2.5:0.25:0.25) for 12 hours. The resin was filtered off and solution evaporated to dryness on rotary
evaporator. The solution was resuspended in H,0:MeOH mixture (1 mL, H,O:MeOH 1:1) and purified
using preparative HPLC. The combined fractions were lyophilized and subjected to analysis. MS (ESI*)
m/z 604 (M + 1, 100%), 626 (M + Na, 35%). HRMS (ESI*) for C27H35NsOsS; calculated 603.2237, found,
603.2242. RP-HPLC Onyx Monolithic C18 100 x 4.6 mm, 10-100% B in 15 min, tz 4.6 min. *H NMR (300
MHz, DMSO-d) 6 9.21 (s, 1H), 8.47 (d, J = 8.0 Hz, 1H), 8.39 (d, / = 7.9 Hz, 1H), 8.22 (t, / = 5.6 Hz, 1H),
8.11(d, J=8.2 Hz, 2H), 7.25 (m, 5H), 7.18 (dd, J = 9.4, 4.5 Hz, 2H), 7.04 (d, J = 8.5 Hz, 2H), 6.64 (d, J =
8.5 Hz, 2H), 4.64 — 4.42 (m, 3H), 3.90 (m, 1H), 3.83 — 3.65 (m, 2H), 3.13 — 2.52 (m, 10H). 3C NMR (75
MHz, DMSO-dg) 6 172.99, 172.90, 172.32, 171.75, 171.38, 168.91, 167.11, 156.30, 138.09, 130.51,
129.57, 128.52, 127.95, 126.68, 115.38, 55.06, 54.39, 49.73, 42.56, 40.79, 37.95, 36.62, 26.02.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated
accordingly for a 0.3 M solution based on the swollen volume (for 0.1g of PS-RAM this was 1cm3).

(9S,12R,15S)-15-amino-9-benzyl-3-carbamoyl-12-(4-hydroxybenzyl)-16-mercapto-5,8,11,14-
tetraoxo-4,7,10,13-tetraazahexadecan-1-oic acid (4)

Optimized procedure for the construction of 4 using

0]
T i —NH O CM-RAM. Rink amide ChemMatrix resin (0.146 g,
RN i.... loading = 0.48 mmol/g) was placed in an Omnifit™
0 HN BenchMark™ column assembly with one fixed end and
OH )\ NH,
o RN o one adjustable end, the resin was swelled with DMF (3
S _

mL) for 0.5 h. After this time, the adjustable end was

carefully wound down to allow no movement of the

OH resin, but not to compress it. The Omnifit™ column was

placed in line and in the thermostat controlled heating

block (60 °C) Utilising the HPLC driven flow synthesizer with inline UV detector (baseline to DMF), the
resin was washed with solution A (100% DMF, 5 mL min!) until the UV detector read < 0.1 AU. The
resin was then Fmoc-deprotected using solution B (1:1 DMF:piperidine, 5 mL min?) until the UV
detector reached maximum detection and subsequently returned to <0.1 AU, then washed for 1.5

mins using solution A. The amino acid (AA) solutiont (Fmoc-Asp(OtBu)-OH (247 mg, 0.6 mmol), HATU
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(228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 uL, 1.2 mmol) was injected into the sample loop of
the inline Rheodyne™, which was subsequently released inline into the heating coil followed by the
Omnifit™ column. Once the UV detector returned to <0.3 AU the Fmoc protecting group was removed
utilizing solvent B until the UV detector reached maximum detection and returned to <0.1 AU, this
was subsequently washed for 1.5 mins using solution A. The above steps of; injection of AA solution
(step 1), Fmoc-Deprotect (step 2) and wash (step 3) was followed for all additional AA’s in the
sequence. Step 1 (Fmoc-Gly-OH (178 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA
(209 pL, 1.2 mmol), step 2, step 3. Step 1 (Fmoc-Phe-OH (232 mg, 0.6 mmol), HATU (228 mg, 0.6
mmol), DMF (1 mL) and DIPEA (209 pL, 1.2 mmol), step 2, step 3. Step 1 (Fmoc-Tyr(OtBu)-OH (275 mg,
0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 uL, 1.2 mmol), step 2, step 3. Step
1 (Fmoc-Cys(trt)-OH (351 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 uL,
1.2 mmol), step 2, step 3. After the final Fmoc-deprotection, the resin was removed from the heating
block and washed with MeOH (2 x 10 mL), EtOAc (2 x 10 mL), hexanes (2 x 5.0 mL), DCM (2 x 5.0 mL)
and Et,0 (2 x 10 mL) and dried in vacuo. An aliquot (10 mg) of the resin was added to a scintillation
vial to which a cleavage cocktail (1 mL, TFA:AcOH:H,O:TIPS 7:2.5:0.25:0.25) was added and allowed to
cleave for 12 hours. The cleaved peptide solution was filtered and the filtrate treated with ACN (0.5
mL) and K,COs (0.5 mL, 1 M). The peptide solution was then subjected to HPLC and LCMS. MS (ESI*)
m/z 604 (M + 1, 100%), 626 (M + Na, 35%). HRMS (ESI*) for C27H35N6OsS; calculated 603.2237, found,
603.2242. RP-HPLC Onyx Monolithic C18 100 x 4.6 mm, 10-100% B in 15 min, tg4.6 min.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated
accordingly for a 0.3 M solution based on the swollen volume (for 0.146g of CM-RAM this was 2 cm®).




(9S,12R,15R)-15-amino-9-benzyl-3-carbamoyl-16-hydroxy-12-(4-hydroxybenzyl)-5,8,11,14-

tetraoxo-4,7,10,13-tetraazahexadecan-1-oic acid (5)

o Optimized procedure for the construction of 5 using PS-
0 . . . .
HN%NH 0 RAM. Rink amide polystyrene resin (0.1 g, loading = 0.7
HoN

2 " mmol/g) was placed in an Omnifit™ BenchMark™
0 HN column assembly with one fixed end and one adjustable

OH )\ NH,

(OME

R H%’*OH end, the resin was swelled with DMF (3 mL) for 0.5 h.

o After this time, the adjustable end was carefully wound
down to allow no movement of the resin, but not to
compress it. The Omnifit™ column was placed in line and
in the thermostat controlled heating block (60 °C)
Utilising the HPLC driven flow synthesizer with inline UV detector (baseline to DMF), the resin was
washed with solution A (100% DMF, 5 mL min) until the UV detector read < 0.1 AU. The resin was
then Fmoc-deprotected using solution B (1:1 DMF:piperidine, 5 mL min?) until the UV detector
reached maximum detection and subsequently returned to <0.1 AU, then washed for 1.5 mins using
solution A. The amino acid (AA) solutiont (Fmoc-Asp(OtBu)-OH (123 mg, 0.3 mmol), HATU (114 mg,
0.3 mmol), DMF (1 mL) and DIPEA (104 uL, 0.6 mmol) was injected into the sample loop of the inline
Rheodyne™, which was subsequently released inline into the heating coil followed by the Omnifit™
column. Once the UV detector returned to <0.3 AU the Fmoc protecting group was removed utilizing
solvent B until the UV detector reached maximum detection and returned to <0.1 AU, this was
subsequently washed for 1.5 mins using solution A. The above steps of; injection of AA solution (step
1), Fmoc-Deprotect (step 2) and wash (step 3) was followed for all additional AA’s in the sequence.
Step 1 (Fmoc-Gly-OH (89 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 uL,
0.6 mmol), step 2, step 3. Step 1 (Fmoc-Phe-OH (116 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF
(1 mL) and DIPEA (104 pL, 0.6 mmol), step 2, step 3. Step 1 (Fmoc-Tyr(OtBu)-OH (138 mg, 0.3 mmol),
HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 uL, 0.6 mmol), step 2, step 3. Step 1 (Fmoc-
Ser(OtBu)-OH, 115 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 uL, 0.6
mmol), step 2, step 3. After the final Fmoc-deprotection, the resin was removed from the heating
block and washed with MeOH (2 x 10 mL), EtOAc (2 x 10 mL), hexanes (2 x 5.0 mL), DCM (2 x 5.0 mL)
and Et,0 (2 x 10 mL) and dried in vacuo. The dried resin was cleaved using the cleavage cocktail (10
mL, TFA:AcOH:H,O:TIPS 7:2.5:0.25:0.25) for 12 hours. The resin was filtered off and solution
evaporated to dryness on rotary evaporator. The solution was resuspended in H,0:MeOH mixture (1
mL, H,0:MeOH 1:1) and purified using preparative HPLC. The combined fractions were lyophilized and
subjected to analysis. MS (ESI*) m/z 588 (M + 1, 100 %), 610 (M + Na, 45%). HRMS (ESI*) for C27H35NgOs;
calculated 587.2466, found, 587.2461. RP-HPLC Onyx Monolithic C18 100 x 4.6 mm, 10-100% B in 15
min, tz 4.4 min. *H NMR (300 MHz, DMSO-ds) & 9.20 (bs, 1H), 8.47 (d, /= 8.1 Hz, 1H), 8.24 (d,J= 7.9
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Hz, 1H), 8.19 (t, J = 5.6 Hz, 1H), 8.09 (d, J = 8.1 Hz, 1H), 8.03 (s, 3H), 7.24 (m, 5H), 7.18 (dd, J = 6.6, 2.4
Hz, 1H), 7.13 (d, J = 2.2 Hz, 1H), 6.99 (d, J = 8.5 Hz, 2H), 6.61 (d, J = 8.4 Hz, 2H), 5.48 (bs, 1H), 4.58 —
4.37 (m, 3H), 3.71 (m, 4H), 3.57 (m, 2H), 3.03 (dd, J = 14.0, 4.6 Hz, 1H), 2.94 — 2.73 (m, 2H), 2.73 - 2.51
(m, 3H). 3C NMR (75 MHz, DMSO-dg) & 172.92, 172.31, 171.79, 171.15, 168.92, 167.05, 156.28,
138.08, 130.55, 129.60, 128.53,127.92, 126.72, 115.37, 60.91, 55.10, 54.56, 54.45, 49.74, 42.57,
37.89, 36.93, 36.61.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated
accordingly for a 0.3 M solution based on the swollen volume (for 0.1g of PS-RAM this was 1cm3).

(9S,12R,15R)-15-amino-9-benzyl-3-carbamoyl-16-hydroxy-12-(4-hydroxybenzyl)-5,8,11,14-

tetraoxo-4,7,10,13-tetraazahexadecan-1-oic acid (5)

0 Optimized procedure for the construction of 5 using
o W
N HN NH O CM-RAM. Rink amide ChemMatrix resin (0.146 g, loading
2
ﬁ b = 0.48 mmol/g) was placed in an Omnifit™ BenchMark™
HN
O™ oH )\ NH,  column assembly with one fixed end and one adjustable
0 /
S E “_0oH end, the resin was swelled with DMF (3 mL) for 0.5 h.
0]
After this time, the adjustable end was carefully wound
down to allow no movement of the resin, but not to
OH
5 compress it. The Omnifit™ column was placed in line and

in the thermostat controlled heating block (60 °C) Utilising the HPLC driven flow synthesizer with inline
UV detector (baseline to DMF), the resin was washed with solution A (100% DMF, 5 mL min) until the
UV detector read < 0.1 AU. The resin was then Fmoc-deprotected using solution B (1:1 DMF:piperidine,
5 mL mint) until the UV detector reached maximum detection and subsequently returned to <0.1 AU,
then washed for 1.5 mins using solution A. The amino acid (AA) solutiont (Fmoc-Asp(OtBu)-OH (247
mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 pL, 1.2 mmol) was injected into
the sample loop of the inline Rheodyne™, which was subsequently released inline into the heating coil
followed by the Omnifit™ column. Once the UV detector returned to <0.3 AU the Fmoc protecting
group was removed utilizing solvent B until the UV detector reached maximum detection and returned
to <0.1 AU, this was subsequently washed for 1.5 mins using solution A. The above steps of;injection
of AA solution (step 1), Fmoc-Deprotect (step 2) and wash (step 3) was followed for all additional AA’s
in the sequence. Step 1 (Fmoc-Gly-OH (178 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and
DIPEA (209 pL, 1.2 mmol), step 2, step 3. Step 1 (Fmoc-Phe-OH (232 mg, 0.6 mmol), HATU (228 mg,
0.6 mmol), DMF (1 mL) and DIPEA (209 uL, 1.2 mmol), step 2, step 3. Step 1 (Fmoc-Tyr(OtBu)-OH (275
mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 uL, 1.2 mmol), step 2, step 3.
Step 1 (Fmoc-Ser(OtBu)-OH, 230 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA

(209 pL, 1.2 mmol), step 2, step 3. After the final Fmoc-deprotection, the resin was removed from the
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heating block and washed with MeOH (2 x 10 mL), EtOAc (2 x 10 mL), hexanes (2 x 5.0 mL), DCM (2 x
5.0 mL) and Et,0 (2 x 10 mL) and dried in vacuo. An aliquot (10 mg) of the resin was added to a
scintillation vial to which a cleavage cocktail (1 mL, TFA:AcOH:H,O:TIPS 7:2.5:0.25:0.25) was added
and allowed to cleave for 12 hours. The cleaved peptide solution was filtered and the filtrate treated
with ACN (0.5 mL) and K,CO3 (0.5 mL, 1 M). The peptide solution was then subjected to HPLC and
LCMS. MS (ESI*) m/z 588 (M + 1, 100 %), 610 (M + Na, 45%). HRMS (ESI*) for Cy7H3sN¢Og; calculated
587.2466, found, 587.2461. RP-HPLC Onyx Monolithic C18 100 x 4.6 mm, 10-100% B in 15 min, tr 4.4
min.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated
accordingly for a 0.3 M solution based on the swollen volume (for 0.146g of CM-RAM this was 2 cm?).

(9S,12R,15R)-15-amino-9-benzyl-3-carbamoyl-12-(4-hydroxybenzyl)-16-(1H-imidazol-4-yl)-

5,8,11,14-tetraoxo-4,7,10,13-tetraazahexadecan-1-oic acid (6)

0 Optimized procedure for the construction of 6
@]
HNJ_\NH 0 using PS-RAM. Rink amide polystyrene resin (0.1 g,
HoN

2 o loading = 0.7 mmol/g) was placed in an Omnifit™
0 HN BenchMark™ column assembly with one fixed end

OH )‘\ NH,
O N_Y/",/ Nﬁ and one adjustable end, the resin was swelled with

VH oo \_NH

DMF (3 mL) for 0.5 h. After this time, the adjustable
end was carefully wound down to allow no
OH movement of the resin, but not to compress it. The

Omnifit™ column was placed in line and in the

thermostat controlled heating block (60 °C) Utilising the HPLC driven flow synthesizer with inline UV
detector (baseline to DMF), the resin was washed with solution A (100% DMF, 5 mL min) until the
UV detector read < 0.1 AU. The resin was then Fmoc-deprotected using solution B (1:1 DMF:piperidine,
5 mL min) until the UV detector reached maximum detection and subsequently returned to <0.1 AU,
then washed for 1.5 mins using solution A. The amino acid (AA) solutiont (Fmoc-Asp(OtBu)-OH (123
mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 pL, 0.6 mmol) was injected into
the sample loop of the inline Rheodyne™, which was subsequently released inline into the heating coil
followed by the Omnifit™ column. Once the UV detector returned to <0.3 AU the Fmoc protecting
group was removed utilizing solvent B until the UV detector reached maximum detection and returned
to <0.1 AU, this was subsequently washed for 1.5 mins using solution A. The above steps of;injection
of AA solution (step 1), Fmoc-Deprotect (step 2) and wash (step 3) was followed for all additional AA’s
in the sequence. Step 1 (Fmoc-Gly-OH (89 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and
DIPEA (104 pL, 0.6 mmol), step 2, step 3. Step 1 (Fmoc-Phe-OH (116 mg, 0.3 mmol), HATU (114 mg,
0.3 mmol), DMF (1 mL) and DIPEA (104 uL, 0.6 mmol), step 2, step 3. Step 1 (Fmoc-Tyr(OtBu)-OH (138
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mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 pL, 0.6 mmol), step 2, step 3.
Step 1 (Fmoc-His(trt)-OH, 185 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104
pL, 0.6 mmol), step 2, step 3. After the final Fmoc-deprotection, the resin was removed from the
heating block and washed with MeOH (2 x 10 mL), EtOAc (2 x 10 mL), hexanes (2 x 5.0 mL), DCM (2 x
5.0 mL) and Et,0 (2 x 10 mL) and dried in vacuo. The dried resin was cleaved using the cleavage cocktail
(10 mL, TFA:AcOH:H,O:TIPS 7:2.5:0.25:0.25) for 12 hours. The resin was filtered off and solution
evaporated to dryness on rotary evaporator. The solution was resuspended in H,0:MeOH mixture (1
mL, H,0:MeOH 1:1) and purified using preparative HPLC. The combined fractions were lyophilized and
subjected to analysis. MS (ESI*) m/z 638 (M + 1, 100 %) 660 (M + Na, 50%). HRMS (ESI*) for C3pH37NsOs;
calculated 637.2734, found, 637.2728. RP-HPLC Onyx Monolithic C18 100 x 4.6 mm, 10-100% B in 15
min, tg 4.0 min. *H NMR (300 MHz, DMSO-de) 6 9.14 (s, 1H), 8.75 (s, 1H), 8.28 (d, J = 7.7 Hz, 1H), 8.19
(t, J=5.5 Hz, 1H), 8.07 (dd, J = 14.3, 8.1 Hz, 2H), 7.85 (d, J = 7.9 Hz, 1H), 7.23 (d, J = 3.5 Hz, 5H), 7.16
(dd, J = 7.4, 3.5 Hz, 3H), 6.94 (d, J = 8.5 Hz, 2H), 6.59 (d, J = 8.5 Hz, 2H), 4.50 (q, J = 7.8 Hz, 3H), 4.37 (q,
J=4.4Hz, 1H), 3.72 (qd, J = 16.6, 5.5 Hz, 3H), 3.03 (dd, J = 13.9, 4.8 Hz, 2H), 2.84 (dt, J = 14.1, 7.3 Hz,
4H), 2.75 - 2.60 (m, 2H), 2.53 (d, J = 7.8 Hz, 1H).

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated
accordingly for a 0.3 M solution based on the swollen volume (for 0.1g of PS-RAM this was 1cm3).

(9S,12R,15R)-15-amino-9-benzyl-3-carbamoyl-12-(4-hydroxybenzyl)-16-(1H-imidazol-4-yl)-
5,8,11,14-tetraoxo-4,7,10,13-tetraazahexadecan-1-oic acid (6)

Oy
[

Optimized procedure for the construction of 6
using CM-RAM. Rink amide ChemMatrix resin
(0.146 g, loading = 0.48 mmol/g) was placed in an
Omnifit™ BenchMark™ column assembly with one
fixed end and one adjustable end, the resin was
swelled with DMF (3 mL) for 0.5 h. After this time,
the adjustable end was carefully wound down to
6 allow no movement of the resin, but not to
compress it. The Omnifit™ column was placed in line and in the thermostat controlled heating block
(60 °C) Utilising the HPLC driven flow synthesizer with inline UV detector (baseline to DMF), the resin
was washed with solution A (100% DMF, 5 mL min!) until the UV detector read < 0.1 AU. The resin
was then Fmoc-deprotected using solution B (1:1 DMF:piperidine, 5 mL min!) until the UV detector
reached maximum detection and subsequently returned to <0.1 AU, then washed for 1.5 mins using
solution A. The amino acid (AA) solutiont (Fmoc-Asp(OtBu)-OH (247 mg, 0.6 mmol), HATU (228 mg,
0.6 mmol), DMF (1 mL) and DIPEA (209 uL, 1.2 mmol) was injected into the sample loop of the inline

Rheodyne™, which was subsequently released inline into the heating coil followed by the Omnifit™
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column. Once the UV detector returned to <0.3 AU the Fmoc protecting group was removed utilizing
solvent B until the UV detector reached maximum detection and returned to <0.1 AU, this was
subsequently washed for 1.5 mins using solution A. The above steps of; injection of AA solution (step
1), Fmoc-Deprotect (step 2) and wash (step 3) was followed for all additional AA’s in the sequence.
Step 1 (Fmoc-Gly-OH (178 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 uL,
1.2 mmol), step 2, step 3. Step 1 (Fmoc-Phe-OH (232 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF
(1 mL) and DIPEA (209 pL, 1.2 mmol), step 2, step 3. Step 1 (Fmoc-Tyr(OtBu)-OH (275 mg, 0.6 mmol),
HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 uL, 1.2 mmol), step 2, step 3. Step 1 (Fmoc-
His(trt)-OH, 371 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 pL, 1.2 mmol),
step 2, step 3. After the final Fmoc-deprotection, the resin was removed from the heating block and
washed with MeOH (2 x 10 mL), EtOAc (2 x 10 mL), hexanes (2 x 5.0 mL), DCM (2 x 5.0 mL) and Et,0O
(2 x 10 mL) and dried in vacuo. An aliquot (10 mg) of the resin was added to a scintillation vial to which
a cleavage cocktail (1 mL, TFA:AcOH:H,O:TIPS 7:2.5:0.25:0.25) was added and allowed to cleave for 12
hours. The cleaved peptide solution was filtered and the filtrate treated with ACN (0.5 mL) and K,COs
(0.5 mL, 1 M). The peptide solution was then subjected to HPLC and LCMS. MS (ESI*) m/z 638 (M + 1,
100 %) 660 (M + Na, 50%). HRMS (ESI*) for C3oH37NsOs; calculated 637.2734, found, 637.2728. RP-
HPLC Onyx Monolithic C18 100 x 4.6 mm, 10-100% B in 15 min, tg 4.0 min.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated
accordingly for a 0.3 M solution based on the swollen volume (for 0.146g of CM-RAM this was 2 cm3).
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VQAAIDYING-CONH;  (ACPes-74);

(3R,6S,9S,12S,15R,18R)-18-amino-3-(((R)-1-(((2S,3S)-1-(((S)-4-

amino-1-((2-amino-2-oxoethyl)amino)-1,4-dioxobutan-2-yl)amino)-3-methyl-1-oxopentan-2-

yl)amino)-3-(4-hydroxyphenyl)-1-oxopropan-2-yl)carbamoyl)-15-(3-amino-3-oxopropyl)-6-((R)-sec-

butyl)-9,12,19-trimethyl-5,8,11,14,17-pentaoxo-4,7,10,13,16-pentaazaicosan-1-oic acid

NH,

Optimized procedure for the

construction of (ACPes.74)

HN 0 HNJ_:\NH 0 using PS-RAM. Rink amide
i " o ) " polystyrene resin (0.1 g,
© NH, HN HN loading = 0.7 mmol/g) was
NH 2\ NH, ' o

o) R N’(/"o OH 0 N—“/ placed in an Omnifit

H ﬁ( H o / BenchMark™ column

assembly with one fixed end
OH and one adjustable end, the

resin was swelled with DMF
VOAAINYING-CONH? (ACP.. _.\

(3 mL) for 0.5 h. After this
time, the adjustable end was carefully wound down to allow no movement of the resin, but not to
compress it. The Omnifit™ column was placed in line and in the thermostat controlled heating block
(60 °C) Utilising the HPLC driven flow synthesizer with inline UV detector (baseline to DMF), the resin
was washed with solution A (100% DMF, 5 mL min™) until the UV detector read < 0.1 AU. The resin
was then Fmoc-deprotected using solution B (1:1 DMF:piperidine, 5 mL min) until the UV detector
reached maximum detection and subsequently returned to <0.1 AU, then washed for 1.5 mins using
solution A. The amino acid (AA) solutiont Fmoc-Gly-OH (89 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol),
DMF (1 mL) and DIPEA (104 pL, 0.6 mmol) was injected into the sample loop of the inline Rheodyne™,
which was subsequently released inline into the heating coil followed by the Omnifit™ column. Once
the UV detector returned to <0.3 AU the Fmoc protecting group was removed utilizing solvent Buntil
the UV detector reached maximum detection and returned to <0.1 AU, this was subsequently washed
for 1.5 mins using solution A. The above steps of; injection of AA solution (step 1), Fmoc-Deprotect
(step 2) and wash (step 3) was followed for all additional AA’s in the sequence. Step 1, Fmoc-Asn(trt)-
OH (179 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 uL, 0.6 mmol), step 2,
step 3. Step 1, Fmoc-lle-OH (107 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA
(104 uL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Tyr(OtBu)-OH (138 mg, 0.3 mmol), HATU (114 mg, 0.3
mmol), DMF (1 mL) and DIPEA (104 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Asp(OtBu)-OH (123
mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 pL, 0.6 mmol), step 2, step 3.
Step 1, Fmoc-lle-OH (107 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 uL,
0.6 mmol), step 2, step 3. Step 1, Fmoc-Ala-OH (93 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1
mL) and DIPEA (104 puL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Ala-OH (93 mg, 0.3 mmol), HATU (114
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mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 uL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-GlIn(trt)-OH
(183 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104 pL, 0.6 mmol), step 2, step
3. Step 1, Fmoc-Val-OH (102 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (104
uL, 0.6 mmol), step 2, step 3. After the final Fmoc-deprotection, the resin was removed from the
heating block and washed with MeOH (2 x 10 mL), EtOAc (2 x 10 mL), hexanes (2 x 5.0 mL), DCM (2x
5.0 mL) and Et,0 (2 x 10 mL) and dried in vacuo. An aliquot (10 mg) of the resin was added to a
scintillation vial to which a cleavage cocktail (1 mL, TFA:AcOH:H,O:TIPS 7:2.5:0.25:0.25) was added
and allowed to cleave for 12 hours. The cleaved peptide solution was filtered and the filtrate treated
with ACN (0.5 mL) and K,CO3 (0.5 mL, 1 M). The peptide solution was then subjected to HPLC and
LCMS. MS (ESI*) m/z 543 ([M + H + Na]?*, 100%), 532 ([M + 2H]?*, 25%), 554 ([M + 2Na]?*, 55%), 1063
(IM + H], 10%), 1085 ([M + Nal, 15%). HRMS (ESI*) for C47H76N1301s; calculated 1062.5584, found,
1062.5565. RP-HPLC Onyx Monolithic C18 150 x 4.6 mm, 10-60% B in 15 min, tg 6.7 min.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated
accordingly for a 0.3 M solution based on the swollen volume (for 0.1g of PS-RAM this was 1cm3).

NH, Optimized procedure for

(jx_i 0 o : the construction of (ACPgs.

HN ~NH 8 HN%NH 0 7a) using CM-RAM. Rink
4( K\L O,{ L amide ChemMatrix resin
7 NH, HN HN (0.146 g, loading = 0.48

)\ NH );\ NH,
(OM N-K/"/, OH 07 ’( mmol/g) was placed in an
/7 Omnifit™ BenchMark™
column assembly with one
OH fixed end and one adjustable
end, the resin was swelled

VVOAAIDYING-CONH? (ACP.. <.\

with DMF (3 mL) for 0.5 h.
After this time, the adjustable end was carefully wound down to allow no movement of the resin, but
not to compress it. The Omnifit™ column was placed in line and in the thermostat controlled heating
block (60 °C) Utilising the HPLC driven flow synthesizer with inline UV detector (baseline to DMF), the
resin was washed with solution A (100% DMF, 5 mL min?) until the UV detector read < 0.1 AU. The
resin was then Fmoc-deprotected using solution B (1:1 DMF:piperidine, 5 mL min) until the UV
detector reached maximum detection and subsequently returned to <0.1 AU, then washed for 1.5
mins using solution A. The amino acid (AA) solutiont Fmoc-Gly-OH (178 mg, 0.6 mmol), HATU (228
mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 uL, 1.2 mmol) was injected into the sample loop of the
inline Rheodyne™, which was subsequently released inline into the heating coil followed by the

Omnifit™ column. Once the UV detector returned to <0.3 AU the Fmoc protecting group was removed
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utilizing solvent B until the UV detector reached maximum detection and returned to <0.1 AU, this
was subsequently washed for 1.5 mins using solution A. The above steps of; injection of AA solution
(step 1), Fmoc-Deprotect (step 2) and wash (step 3) was followed for all additional AA’s in the
sequence. Step 1, Fmoc-Asn(trt)-OH (357 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and
DIPEA (209 pL, 1.2 mmol), step 2, step 3. Step 1, Fmoc-lle-OH (212 mg, 0.6 mmol), HATU (228 mg, 0.6
mmol), DMF (1 mL) and DIPEA (209 puL, 1.2 mmol), step 2, step 3. Step 1, Fmoc-Tyr(OtBu)-OH (275 mg,
0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 uL, 1.2 mmol), step 2, step 3. Step
1, Fmoc-Asp(OtBu)-OH (246 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 uL,
1.2 mmol), step 2, step 3. Step 1, Fmoc-lle-OH (212 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1
mL) and DIPEA (209 pL, 1.2 mmol), step 2, step 3. Step 1, Fmoc-Ala-OH (186 mg, 0.6 mmol), HATU (228
mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 pL, 1.2 mmol), step 2, step 3. Step 1, Fmoc-Ala-OH (186
mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209 uL, 1.2 mmol), step 2, step 3.
Step 1, Fmoc-GlIn(trt)-OH (366 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol), DMF (1 mL) and DIPEA (209
uL, 1.2 mmol), step 2, step 3. Step 1, Fmoc-Val-OH (203 mg, 0.6 mmol), HATU (228 mg, 0.6 mmol),
DMF (1 mL) and DIPEA (209 uL, 1.2 mmol), step 2, step 3. After the final Fmoc-deprotection, the resin
was removed from the heating block and washed with MeOH (2 x 10 mL), EtOAc (2 x 10 mL), hexanes
(2x5.0mL), DCM (2 x 5.0 mL) and Et,0 (2 x 10 mL) and dried in vacuo. An aliquot (10 mg) of the resin
was added to a scintillation vial to which a cleavage cocktail (1 mL, TFA:AcOH:H,0:TIPS 7:2.5:0.25:0.25)
was added and allowed to cleave for 12 hours. The cleaved peptide solution was filtered and the
filtrate treated with ACN (0.5 mL) and K,COs (0.5 mL, 1 M). The peptide solution was then subjected
to HPLC and LCMS. MS (ESI*) m/z 543 ([M + H + Na]?*, 100%), 532 ([M + 2H]**, 25%), 554 ([M + 2Na]?*,
55%), 1063 ([M + H], 10%), 1085 ([M + Na], 15%). HRMS (ESI*) for C4;H76N1301s; calculated 1062.5584,
found, 1062.5565. RP-HPLC Onyx Monolithic C18 150 x 4.6 mm, 10-60% B in 15 min, tg 6.7 min.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated
accordingly for a 0.3 M solution based on the swollen volume (for 0.146g of CM-RAM this was 2 cm?).
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YADAIFTNSYRKVLGQLSARKLLQDILSA-CONH2 (GHRH analogue)

Optimized procedure for the construction of GHRH Analogue using PS-RAM. Rink amide polystyrene
OH

YADAIFTNSYRKVLGQLSARKLLQDILSA-CONHZ (GHRH analogue)
resin (0.05 g, loading = 0.7 mmol/g) was placed in an Omnifit™ BenchMark™ column assembly with

one fixed end and one adjustable end, the resin was swelled with DMF (3 mL) for 0.5 h. After this time,
the adjustable end was carefully wound down to allow no movement of the resin, but not to compress
it. The Omnifit™ column was placed in line and in the thermostat controlled heating block (60 °C)
Utilising the HPLC driven flow synthesizer with inline UV detector (baseline to DMF), the resin was
washed with solution A (100% DMF, 5 mL min) until the UV detector read < 0.1 AU. The resin was
then Fmoc-deprotected using solution B (1:1 DMF:piperidine, 5 mL min™) until the UV detector
reached maximum detection and subsequently returned to <0.1 AU, then washed for 1.5 mins using
solution A. The amino acid (AA) solutiont, Fmoc-Ala-OH (47 mg, 0.15 mmol), HATU (57 mg, 0.15
mmol), DMF (1 mL) and DIPEA (53 pL, 0.3 mmol) was injected into the sample loop of the inline
Rheodyne™, which was subsequently released inline into the heating coil followed by the Omnifit™
column. Once the UV detector returned to <0.3 AU the Fmoc protecting group was removed utilizing
solvent B until the UV detector reached maximum detection and returned to <0.1 AU, this was
subsequently washed for 1.5 mins using solution A. The above steps of; injection of AA solution (step
1), Fmoc-Deprotect (step 2) and wash (step 3) was followed for all additional AA’s in the sequence.
Step 1, Fmoc-Ser(OtBu)-OH (58 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53
pL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-Leu-OH (54 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol),
DMF (1 mL) and DIPEA (53 pL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-lle-OH (54 mg, 0.15 mmol),
HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 uL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-
Asp(OtBu)-OH (62 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 L, 0.3
mmol), step 2, step 3. Step 1, Fmoc-GlIn(trt)-OH (82 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF
(1 mL) and DIPEA (53 uL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-Leu-OH (54 mg, 0.15 mmol), HATU
(57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 L, 0.3 mmol), step 2, step 3. Step 1, Fmoc-Leu-OH (54
mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 pL, 0.3 mmol), step 2, step 3.
Step 1, Fmoc-Lys(Boc)-OH (70 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53
pL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-Arg(Pbf)-OH (97 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol),
DMF (1 mL) and DIPEA (53 pL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-Ala-OH (47 mg, 0.15 mmol),
HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 uL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-
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Ser(OtBu)-OH (58 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 uL, 0.3 mmol),
step 2, step 3. Step 1, Fmoc-Leu-OH (54 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and
DIPEA (53 uL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-GIn(trt)-OH (92 mg, 0.15 mmol), HATU (57 mg,
0.15 mmol), DMF (1 mL) and DIPEA (53 uL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-Gly-OH (45 mg,
0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 pL, 0.3 mmol), step 2, step 3. Step
1, Fmoc-Leu-OH (54 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 pL, 0.3
mmol), step 2, step 3. Step 1, Fmoc-Val-OH (51 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1
mL) and DIPEA (53 puL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-Lys(Boc)-OH (70 mg, 0.15 mmol), HATU
(57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 uL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-Arg(Pbf)-
OH (97 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 uL, 0.3 mmol), step 2,
step 3. Step 1, Fmoc-Tyr(OtBu)-OH (69 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and
DIPEA (53 uL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-Ser(OtBu)-OH (58 mg, 0.15 mmol), HATU (57 mg,
0.15 mmol), DMF (1 mL) and DIPEA (53 pL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-Asn(trt)-OH (90 mg,
0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 uL, 0.3 mmol), step 2, step 3. Step
1, Fmoc-Thr(OtBu)-OH (60 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 pL,
0.3 mmol), step 2, step 3. Step 1, Fmoc-Phe-OH (58 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF
(12 mL) and DIPEA (53 pL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-lle-OH (54 mg, 0.15 mmol), HATU (57
mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 pL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-Ala-OH (47 mg,
0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 uL, 0.3 mmol), step 2, step 3. Step
1, Fmoc-Asp(OtBu)-OH (62 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 uL,
0.3 mmol), step 2, step 3. Step 1, Fmoc-Ala-OH (47 mg, 0.15 mmol), HATU (57 mg, 0.15 mmol), DMF
(1 mL) and DIPEA (53 pL, 0.3 mmol), step 2, step 3. Step 1, Fmoc-Tyr(OtBu)-OH (69 mg, 0.15 mmol),
HATU (57 mg, 0.15 mmol), DMF (1 mL) and DIPEA (53 pL, 0.3 mmol), step 2, step 3. After the final
Fmoc-deprotection, the resin was removed from the heating block and washed with MeOH (2 x 10
mL), EtOAc (2 x 10 mL), hexanes (2 x 5.0 mL), DCM (2 x 5.0 mL) and Et,O (2 x 10 mL) and dried in
vacuo. An aliquot (10 mg) of the resin was added to a scintillation vial to which a cleavage cocktail (1
mL, TFA:AcOH:H,O:TIPS 7:2.5:0.25:0.25) was added and allowed to cleave for 12 hours. The cleaved
peptide solution was filtered and the filtrate treated with ACN (0.5 mL) and K,CO3 (0.5 mL, 1 M). The
peptide solution was then subjected to HPLC and LCMS. MS (ESI*) m/z 814 ([M + 4H]**, 100 %), 1086
([M + 3H]*, 50%). HRMS (ESI*) for C1a7H242N41042; calculated [M + 3H]3* 1085.2739, found 1085.2698.
RP-HPLC Onyx Monolithic C18 150 x 4.6 mm, 10-100% B in 15 min, tg 11.99 min.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated
accordingly for a 0.3 M solution based on the swollen volume (for 0.05 g of PS-RAM this was 0.5 cm3).

YADAIFTNSYRKVLGQLSARKLLQDILSA-CONH2 (GHRH analogue)
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YADAIFTNSYRKVLGQLSARKLLQDILSA-CONHZ (GHRH analogue)
Optimized procedure for the construction of GHRH Analogue using CM-RAM. Rink amide
ChemMatrix resin (0.073 g, loading = 0.48 mmol/g) was placed in an Omnifit™ BenchMark™ column
assembly with one fixed end and one adjustable end, the resin was swelled with DMF (3 mL) for 0.5 h.
After this time, the adjustable end was carefully wound down to allow no movement of the resin, but
not to compress it. The Omnifit™ column was placed in line and in the thermostat controlled heating
block (60 °C) Utilising the HPLC driven flow synthesizer with inline UV detector (baseline to DMF), the
resin was washed with solution A (100% DMF, 5 mL min!) until the UV detector read < 0.1 AU. The
resin was then Fmoc-deprotected using solution B (1:1 DMF:piperidine, 5 mL min) until the UV
detector reached maximum detection and subsequently returned to <0.1 AU, then washed for 1.5
mins using solution A. The amino acid (AA) solutiont (Fmoc-Ala-OH (93 mg, 0.3 mmol), HATU (114 mg,
0.3 mmol), DMF (1 mL) and DIPEA (105 puL, 0.6 mmol) was injected into the sample loop of the inline
Rheodyne™, which was subsequently released inline into the heating coil followed by the Omnifit™
column. Once the UV detector returned to <0.3 AU the Fmoc protecting group was removed utilizing
solvent B until the UV detector reached maximum detection and returned to <0.1 AU, this was
subsequently washed for 1.5 mins using solution A. The above steps of; injection of AA solution (step
1), Fmoc-Deprotect (step 2) and wash (step 3) was followed for all additional AA’s in the sequence.
Step 1, Fmoc-Ser(OtBu)-OH (115 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA
(105 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Leu-OH (107 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol),
DMF (1 mL) and DIPEA (105 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-lle-OH (107 mg, 0.3 mmol),
HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-
Asp(OtBu)-OH (123 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 uL, 0.6
mmol), step 2, step 3. Step 1, Fmoc-GlIn(trt)-OH (183 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF
(1 mL) and DIPEA (105 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Leu-OH (107 mg, 0.3 mmol), HATU
(114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 uL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Leu-OH
(107 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 pL, 0.6 mmol), step 2, step
3. Step 1, Fmoc-Lys(Boc)-OH (140 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA
(105 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Arg(Pbf)-OH (194 mg, 0.3 mmol), HATU (114 mg, 0.3
mmol), DMF (1 mL) and DIPEA (105 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Ala-OH (93 mg, 0.3
mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 pL, 0.6 mmol), step 2, step 3. Step 1,
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Fmoc-Ser(OtBu)-OH (115 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 uL,
0.6 mmol), step 2, step 3. Step 1, Fmoc-Leu-OH (107 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF
(1 mL) and DIPEA (105 uL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-GIn(trt)-OH (183 mg, 0.3 mmol),
HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Gly-
OH (89 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 pL, 0.6 mmol), step 2,
step 3. Step 1, Fmoc-Leu-OH (107 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA
(105 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Val-OH (102 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol),
DMF (1 mL) and DIPEA (105 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Lys(Boc)-OH (140 mg, 0.3
mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 uL, 0.6 mmol), step 2, step 3. Step 1,
Fmoc-Arg(Pbf)-OH (194 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 pL, 0.6
mmol), step 2, step 3. Step 1, Fmoc-Tyr(OtBu)-OH (138 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol),
DMF (1 mL) and DIPEA (105 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Ser(OtBu)-OH (115 mg, 0.3
mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 uL, 0.6 mmol), step 2, step 3. Step 1,
Fmoc-Asn(trt)-OH (179 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 uL, 0.6
mmol), step 2, step 3. Step 1, Fmoc-Thr(OtBu)-OH (120 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF
(1 mL) and DIPEA (105 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Phe-OH (116 mg, 0.3 mmol), HATU
(114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 puL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-lle-OH
(107 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 pL, 0.6 mmol), step 2, step
3. Step 1, Fmoc-Ala-OH (93 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 pL,
0.6 mmol), step 2, step 3. Step 1, Fmoc-Asp(OtBu)-OH (123 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol),
DMF (1 mL) and DIPEA (105 pL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-Ala-OH (93 mg, 0.3 mmol),
HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 uL, 0.6 mmol), step 2, step 3. Step 1, Fmoc-
Tyr(OtBu)-OH (138 mg, 0.3 mmol), HATU (114 mg, 0.3 mmol), DMF (1 mL) and DIPEA (105 uL, 0.6
mmol), step 2, step 3. After the final Fmoc-deprotection, the resin was removed from the heating
block and washed with MeOH (2 x 10 mL), EtOAc (2 x 10 mL), hexanes (2 x 5.0 mL), DCM (2 x 5.0 mL)
and Et,0 (2 x 10 mL) and dried in vacuo. An aliquot (10 mg) of the resin was added to a scintillation
vial to which a cleavage cocktail (1 mL, TFA:AcOH:H,O:TIPS 7:2.5:0.25:0.25) was added and allowed to
cleave for 12 hours. The cleaved peptide solution was filtered and the filtrate treated with ACN (0.5
mL) and K,COs3 (0.5 mL, 1 M). The peptide solution was then subjected to HPLC and LCMS. MS (ESI*)
m/z 814 ([M + 4H]*, 100 %), 1086 ([M + 3H]**, 50%). HRMS (ESI*) for C147H242N41042; calculated [M +
3H]3** 1085.2739, found 1085.2698. RP-HPLC Onyx Monolithic C18 150 x 4.6 mm, 10-100% B in 15 min,
tr 11.99 min.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated
accordingly for a 0.3 M solution based on the swollen volume (for 0.073g of CM-RAM this was 1 cm3).
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(9S,12R,15R)-15-amino-9-benzyl-3-carbamoyl-12-(4-hydroxybenzyl)-5,8,11,14-tetraoxo-4,7,10,13-
tetraazahexadecan-1-oic acid (7)
0 Optimized procedure for the construction of 7 using PS-
o o . .
HN NH O RAM. Rink amide polystyrene resin (0.4 g, loading = 0.7

H-N
? mmol/g) was placed in an Omnifit™ BenchMark™ column

0 oH ij)\® NH, assembly with one fixed end and one adjustable end, the
© N HF( resin was swelled with DMF (8 mL) for 0.5 h. After this time,

© the adjustable end was carefully wound down to allow no

movement of the resin, but not to compress it. The

OH Omnifit™ column was placed in line and in the thermostat
controlled heating block (60 °C) Utilising the HPLC driven
flow synthesizer with inline UV detector (baseline to DMF), the resin was washed with solution A
(100% DMF, 5 mL min!) until the UV detector read < 0.1 AU. The resin was then Fmoc-deprotected
using solution B (1:1 DMF:piperidine, 5 mL min?) until the UV detector reached maximum detection
and subsequently returned to <0.1 AU, then washed for 5 mins using solution A. The amino acid (AA)
solutiont Fmoc-Asp(OtBu)-OH (430 mg, 1.05 mmol), HATU (399 mg, 1.05 mmol), DMF (2.5 mL) and
DIPEA (364 pL, 2.1 mmol) was injected into the sample loop of the inline Rheodyne™, which was
subsequently released inline into the heating coil followed by the Omnifit™ column. Once the UV
detector returned to <0.3 AU the Fmoc protecting group was removed utilizing solvent B until the UV
detector reached maximum detection and returned to <0.1 AU, this was subsequently washed for 5
mins using solution A. The above steps of; injection of AA solution (step 1), Fmoc-Deprotect (step 2)
and wash (step 3) was followed for all additional AA’s in the sequence. Step 1, Fmoc-Gly-OH (312 mg,
1.05 mmol), HATU (399 mg, 1.05 mmol), DMF (2.5 mL) and DIPEA (365 uL, 2.1 mmol), step 2, step 3.
Step 1, Fmoc-Phe-OH (406 mg, 1.05 mmol), HATU (399 mg, 1.05 mmol), DMF (2.5 mL) and DIPEA (364
uL, 2.1 mmol), step 2, step 3. Step 1, Fmoc-Tyr(OtBu)-OH (483 mg, 1.05 mmol), HATU (399 mg, 1.05
mmol), DMF (2.5 mL) and DIPEA (364 uL, 2.1 mmol), step 2, step 3. Step 1, Fmoc-Ala-OH (326 mg, 1.05
mmol), HATU (399 mg, 1.05 mmol), DMF (2.5 mL) and DIPEA (364 puL, 2.1 mmol), step 2, step 3. After
the final Fmoc-deprotection, the resin was removed from the heating block and washed with MeOH
(2 x 30 mL), EtOAc (2 x 30 mL), hexanes (2 x 15 mL), DCM (2 x 15 mL) and Et,0 (2 x 30 mL) and dried
in vacuo. The dried resin was cleaved using the cleavage cocktail (10 mL, TFA:AcOH:H,0:TIPS
7:2.5:0.25:0.25) for 12 hours. The resin was filtered off and solution evaporated to dryness on rotary
evaporator. The solution was resuspended in H;0:MeOH mixture (1 mL, H,0:MeOH 1:1) and purified
using preparative HPLC. The combined fractions were lyophilized and subjected to analysis. MS (ESI*)
m/z 572 (M + 1, 100 %), 594 (M + Na, 40%). HRMS (ESI*) for C,7H35N¢Og; calculated 571.2516, found
571.2515. RP-HPLC Onyx Monolithic C18 100 x 4.6 mm, 10-100% B in 15 min, tz 4.3 min.*H NMR (300
MHz, DMSO-ds) 6 9.12 (bs, 1H), 8.14 (t, J = 5.5 Hz, 1H), 8.03 (dd, J = 8.0, 3.5 Hz, 2H), 7.96 (d, J = 7.3 Hz,
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1H), 7.74 (d, J = 8.1 Hz, 1H), 7.30 — 7.07 (m, 7H), 6.91 (d, J = 8.1 Hz, 2H), 6.57 (d, J = 8.1 Hz, 2H), 4.57—
4.39 (m, 2H), 4.30 (td, J = 8.7, 4.5 Hz, 1H), 4.15 (p, J = 7.1 Hz, 1H), 3.69 (m, 2H), 3.01 (dd, J = 14.0, 4.8
Hz, 2H), 2.90 —2.74 (m, 2H), 2.74 - 2.49 (m, 3H), 1.77 (s, 3H), 1.05 (d, J = 7.0 Hz, 3H). 3C NMR (75 MHz,
DMSO-ds) § 172.91, 172.54, 172.32, 171.80, 171.50, 169.64, 168.94, 156.11, 138.04, 130.52, 129.57,
128.51, 128.07, 126.71, 115.21, 54.51, 49.75, 48.58, 36.54, 22.88, 18.25.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated
accordingly for a 0.3 M solution based on the swollen volume (for 0.4 g of PS-RAM this was 3.5cm3).

(9S,12R,15R)-15-amino-9-benzyl-3-carbamoyl-12-(4-hydroxybenzyl)-5,8,11,14-tetraoxo-4,7,10,13-

tetraazahexadecan-1-oic acid (7)

o L Optimized procedure for the construction of 7 using CM-

HoN HN NH_O RAM. Rink amide ChemMatrix resin (0.4 g, loading = 0.48
o mmol/g) was placed in an Omnifit™ BenchMark™ column

0= oH HN)\D NH, assembly with one fixed end and one adjustable end, the

© N ﬁ’ﬂo// resin was swelled with DMF (8 mL) for 0.5 h. After this

time, the adjustable end was carefully wound down to

allow no movement of the resin, but not to compress it.

The Omnifit™ column was placed in line and in the

thermostat controlled heating block (60 °C) Utilising the
HPLC driven flow synthesizer with inline UV detector (baseline to DMF), the resin was washed with
solution A (100% DMF, 5 mL min) until the UV detector read < 0.1 AU. The resin was then Fmoc-
deprotected using solution B (1:1 DMF:piperidine, 5 mL min!) until the UV detector reached maximum
detection and subsequently returned to <0.1 AU, then washed for 5 mins using solution A. The amino
acid (AA) solutiont Fmoc-Asp(OtBu)-OH (553 mg, 1.35 mmol), HATU (513 mg, 1.35 mmol), DMF (2.5
mL) and DIPEA (350 pL, 2.7 mmol) was injected into the sample loop of the inline Rheodyne™, which
was subsequently released inline into the heating coil followed by the Omnifit™ column. Once the UV
detector returned to <0.3 AU the Fmoc protecting group was removed utilizing solvent B until the UV
detector reached maximum detection and returned to <0.1 AU, this was subsequently washed for 5
mins using solution A. The above steps of; injection of AA solution (step 1), Fmoc-Deprotect (step 2)
and wash (step 3) was followed for all additional AA’s in the sequence. Step 1, Fmoc-Gly-OH (400mg,
1.35 mmol), HATU (513 mg, 1.35 mmol), DMF (2.5 mL) and DIPEA (350 puL, 2.7 mmol), step 2, step 3.
Step 1, Fmoc-Phe-OH (522 mg, 1.35 mmol), HATU (513 mg, 1.35 mmol), DMF (2.5 mL) and DIPEA (350
uL, 2.7 mmol), step 2, step 3. Step 1, Fmoc-Tyr(OtBu)-OH (621 mg, 1.35 mmol), HATU (513 mg, 1.35
mmol), DMF (2.5 mL) and DIPEA (350 uL, 2.7 mmol), step 2, step 3. Step 1, Fmoc-Ala-OH (420 mg, 1.35
mmol), HATU (513 mg, 1.35 mmol), DMF (2.5 mL) and DIPEA (350 uL, 2.7 mmol), step 2, step 3. After

the final Fmoc-deprotection, the resin was removed from the heating block and washed with MeOH
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(2 x 30 mL), EtOAc (2 x 30 mL), hexanes (2 x 15 mL), DCM (2 x 15 mL) and Et,0 (2 x 30 mL) and dried
in vacuo. An aliquot (10 mg) of the resin was added to a scintillation vial to which a cleavage cocktail
(1 mL, TFA:AcOH:H,O:TIPS 7:2.5:0.25:0.25) was added and allowed to cleave for 12 hours. The cleaved
peptide solution was filtered and the filtrate treated with ACN (0.5 mL) and K>COs3 (0.5 mL, 1 M). The
peptide solution was then subjected to HPLC and LCMS. MS (ESI*) m/z 572 (M + 1, 100 %), 594 (M +
Na, 40%). HRMS (ESI*) for C,7H3sNgOs; calculated 571.2516, found 571.2515. RP-HPLC Onyx Monolithic
C18 100 x 4.6 mm, 10-100% B in 15 min, tz 4.3 min.

tThe AA solution was calculated based upon the final swollen resin volume; reagents were calculated
accordingly for a 0.3 M solution based on the swollen volume (for 0.4 g of CM-RAM this was 4.5 cm?).
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1.5 Flow peptide construction optimisation data and HPLC traces
PS - Compacted resin flow and temperature experiments
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Figure 1.5.1: Comparison of crude purities for initial optimisation of flow rate experiments using

polystyrene resin and injection method.

(e oM - Compacted resin flow and temperature experiments
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Figure 1.5.2: Comparison of crude purities for initial optimisation of flow rate experiments using
Chemmatrix resin and injection method.




Optimised conditions - Solvent Variation
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Figure 1.5.3: Comparison of crude purities using the injection method optimised conditionsvarying

the solvent.

Optimised conditions - Base variation
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Figure 1.5.4: Comparison of crude purities using the injection method optimised conditionsvarying
the base used for amino acid coupling.
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Optimised conditions - Coupling reagent variation
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Figure 1.5.5: Comparison of crude purities using the injection method optimised conditionsvarying
the coupling reagent used for amino acid coupling.
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HPLC traces of batch construction 10 and 30 minute couplings forbenchmark/standard

Data File C:\CHEM32\...A\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-21-18 16-29-44\852-0201.D
Sample Name: Batch 10 mins

Acq. Operator : SYSTEM Seq. Line

: 2
Acq. Instrument : LC126@ Location : Vial 52
Injection Date : 1/18/2018 5:82:40 PM Inj : 1

Acqg. Method

Last changed

Inj Volume : 1@.060 pl
: C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\10
TO 100 OVER 15 MINS 18UL.M
1/18/2018 4:29:45 PM by SYSTEM

Analysis Methed : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\1@
TO 1ee OVER 15 MINS 1euUL.M (Sequence Method)
1/22/2018 10:09:40 AM by SYSTEM
(modified after loading) (Current integration events modified)

: Batch 18 mins

Last changed

Sample Info

mAU 2
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Figure 1.5.6: HPLC trace of 2 under batch conditions, 10 minute couplings

Data File C:\CHEM32\...A\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-@1-18 16-29-44\@53-8301.D
Sample Name: Batch 2nd 1@ mins

Acqg. Operator
Acg. Instrument
Injection Date
Acg. Method

Last changed
Analysis Method

Last changed

Sample Info

: SYSTEM Seq. Line : 3
i LC1260 Location : Vvial 53
© 1/18/2@18 5:34:87 PM Inj : 1

Inj Volume : 18.080 ul

: C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\1@

TO 100 OVER 15 MINS 18UL.M

1/18/2€18 4:29:45 PM by SYSTEM

C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\10
TO 180 OVER 15 MINS 18UL.M (Sequence Method)

1/22/2018 10:01:12 AM by SYSTEM

(modified after loading) (Current integration events modified)

Batch 2nd 1@ mins

DAD1 A, Sig=254.4 Ref=360.100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-07-18 16-29-44)

mAU >
] bid
12
10 &
8 T
64 by
] G
] -

- 7.650

25 mir

5
DAD1 C. Sig=214.4 Ref=360,100 (FLOW PEFTIOE SYNTHESIS TEMP MATRIX 2018-01-18 16-20-441053-0301 D)
mAU E
2000 &
1500
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] . [
500 3
1 ~
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1 e i e — S |
e B e e = A 15 20 25 minj

Figure 1.5.7: HPLC trace of 2 under batch conditions, 10 minute couplings
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Data File C:\CHEM32\...A\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\851-0181.D
Sample Name: Batch 38 mis

Acq. Operator

Acg. Instrument :

Injection Date

Method

Last changed

Sample Info !

: SYSTEM Seq. Line : 1
LC1260 Location : Vial 51
: 1/18/2018 4:31:14 PM Inj: 1

Inj Volume : 10.000 pl
C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\18
TO 1P@ OVER 15 MINS 18UL.M (Seguence Method)

1 1/18/2818 4:29:45 PM by SYSTEM

(modified after loading) (Current integration events modified)
Batch 3@ mis

mAU
50

40
30
20 -

0-

mAL

2500 -
2000
1500
1000
500 -

Of

DAD1 A, Sig=254.4 Ref=360,100 [FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-441051-0101.0)

=tBgi S

o
@
=

O @
¥ 2 8
P o o
; WEL AL T
s ; ——— 7 e .
5 B— 15 25 min
DAD1 C, Sig=214,4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\051-0101.D)
% w
| 5 |
| ~
|
2
o
©
I Uy
B : : e somem e
& 10 15 20 . 325 min

Figure 1.5.8: HPLC trace of 2 under batch conditions, 30 minute couplings

Data File C:\CHEM32\..
Sample Name: Batch 3@ mis

.A\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\051-0101.D

Acqg. Operator
Acq. Instrument
Injection Date

Method

Last changed

Sample Info

1 SYSTEM Seq. Line : T
1 LC126@ Location : Vial 51
: 1/18/2018 4:31:14 PM 215 il 1

Inj Volume : 10.000 ul

: C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\10

TO 180 OVER 15 MINS 1@UL.M (Sequence Method)

: 1/18/2018 4:29:45 PM by SYSTEM

(modified after loading) (Current integration events modified)

: Batch 3@ mis

DAD1 A, Sig=254,4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\051-0101.D)
mAU 2
&
50 L
40
30 <
] W
204 =
1 Z S o 2
1 € n
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1. [P L ANPRFA S T
8 . ’ r
AR ——p— s : .
2 1 25 min
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Figure 1.5.9: HPLC trace of 2 under batch conditions, 30 minute couplings
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Data File C:\CHEM32\...A\FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-01-22 ©9-11-088\881-0101.D

Sample Name: PS Batch@.Shcouplig 24h depro

Acq. Operator 1 SYSTEM Seq. Line : 1
Acg. Instrument : LC1260@ Location : Vial 81
Injection Date : 1/22/2018 9:12:35 AM Inj : 1

Inj Volume : 10.800 pl

Method

Last changed

Sample Info

1 C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-81-22 ©5-11-08\18
TO 1080 OVER 15 MINS 18UL.M (Sequence Method)

1 1/22/2018 9:11:09 AM by SYSTEM
(modified after loading) (Current integration events modified)

: PS Batche.Shcouplig 24h depro

mAU 1 2

50

40

30

20

5 20
DAD1 C, Sig=214,4 Ref=360,100 (FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-01-22 09-11-081081-0101.D)
mAU | &+

DAD1 A, Sig=254,4 Ref=350,100 (FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-01-22 09-11-08\081-0101.D)
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Figure 1.5.10: HPLC trace of 2 under batch conditions, 30 minute couplings with 24 hour
cleavage/deprotection solution




Construction using continuous Infusion method at 10 mL/min and5mL/min

Data File C:\CHEM32\..

Sample Name: Contin 5

.A\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\054-0401.D
mLmin

Acq. Operator
Acg. Instrument
Injection Date

Acq. Method

Last changed
Analysis Method

Last changed
Sample Info

~ DAD1A

e mﬂul

30+

25

1.614 1816

20

15

10

5

DAD1

o

%
g.
o e |

= L]

2000

1500

1000

500 -

SYSTEM Seq. Line : 4
LC126@ Location : Vial 54
: 1/18/2018 6:95:32 PM Inj : k |

Inj Volume : 1@.080 ul

: C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 20818-81-18 16-29-44\18

TO 188 OVER 15 MINS 18UL.M

: 1/18/2018 4:29:45 PM by SYSTEM

C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-@1-18 16-29-44\10
TO 18@ OVER 15 MINS 1@UL.M (Sequence Method)

1 1/22/20818 18:82:13 AM by SYSTEM

5 :
. Sig=214,4 Ref=380,100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\054-0401 D} |

(modified after loading) (Current integration ewvents modified)

: Contin 5 mlmin

54 4 Ref=360.100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-441054-0401.0)
&
&
b

6517

8%
9.710

6.988

25 min

-6.517
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23.191

.S R — iy

& 10 15 20

Figure 1.5.11: HPLC trace of 2 using continuous infusion method at 5 mLmin™

Data File C:\CHEM32\...A\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\855-0501.D
Sample Name: Contin 1@ mLmin

Acq. Operator

Acq. Instrument :

Injection Date
Acq. Method

Last changed
Analysis Method

Last changed

Sample Info

: SYSTEM Seqg. Line : 5
LC126@ Location : Vial 55
1 1/18/2018 6:36:58 PM Inj : 1
Inj Volume : 18.980 pl

1 C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\16

TO 18@ OVER 15 MINS 18UL.M
1/18/2018 4:29:45 PM by SYSTEM

: C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\10

TO 18@ QVER 15 MINS 1@UL.M (Sequence Method)

1/22/2018 18:82:48 AM by SYSTEM

(modified after loading) (Current integration ewents modified)
Contin 1@ mLmin

DAD1 A, 8ig=254 4 Ref=380,100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-28-44\055-0501.00)
maU o =
| @
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20
17.5
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] ~
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754 & =
e
3 1
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— I e
L3 25 min
DAD1 C, Sig=214 4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\055-0501 D)
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Figure 1.5.12: HPLC trace of 2 using continuous infusion method at 10 mLmin™*
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Continuous flow using Injection method, 2 fixed ends free flowingresin

Data File C:\CHEM32\...A\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\856-0601.D
Sample Name: large voild inject. 1 mlmin

Acg. Operator @ SYSTEM Seq. Line : &
Acq. Instrument : LC1268@ Location : VWial 56
Injection Date : 1/18/20818 7:88:23 PM Inj = 1
Inj Volume : 18.00@ pl
Acq. Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2818-81-18 16-29-44\18
TO 18@ OVER 15 MINS 1@UL.M
Last changed : 1/18/2818 4:29:45 PM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\18
TO 18@ OVER 15 MINS 18UL.M (Sequence Method)

1/22/2018 10:93:27 AM by SYSTEM

(modified after loading) (Current integration events modified)

Sample Info : large voild inject 1 mlmin

Last changed

DADT A, Sig=254,4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-28-44\056-0601.D)

mAL | L
1 &
h| +=
i
20
i =]
S &
15 4 -
1 o g
W B 2 8 5 §
1 - uy o0 (=]
1 o w =
| Ll !
| L |
ey e " - . - . B :
e e 25 miny
DADT C, Sig=214,4 Ref=360,100 (FLOW PEPTIDE SYMTHESIS TEMP MATRIX 2018-01-18 16-29-44\056-0601 D)
mAUé %
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Figure 1.5.13: HPLC trace of 2 using Injection method at 1 mL min with resin allowed free
movement within column.
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Continuous flow using Injection method, 1 fixed end, 1 adjustable end, immobilised resin
—Flow rate optimisation

Data File C:\CHEM32\...A\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\@57-87@1.D
Sample Name: inject 1 mlmin 6@ deg c

Acq. Operator ¢ SYSTEM Seq. Line : 7
Acq. Instrument : LC126@ Location : Vial 57
Injection Date : 1/18/2818 7:39:47 PM Inj : 1
Inj Volume : 10.080 ul
Acg. Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2818-81-18 16-29-44\10

TO 18@ OVER 15 MINS 18UL.M

Last changed : 1/18/2018 4:29:45 PM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\10
TO 1@ OVER 15 MINS 1@UL.M (Sequence Method)

Last changed : 1/22/2018 10:084:80 AM by SYSTEM
(modified after loading) (Current integration events modified)
Sample Info : inject 1 mlmin 6@ deg c

~ DADT A Sig=254.4 Ref=360.100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 18-20-441057-0701.D)
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-9.710

™
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~t.go5 1615
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5 20
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Figure 1.5.14: HPLC trace of PS-2 using Injection method at 1 mLmin™*

Data File C:\CHEM32\...A\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\858-8881.D
Sample Name: inject 2 mlmin 6@ deg c

Acq. Operator  : SYSTEM Seq. Line : 8
Acqg. Instrument : LC126@ Location : Vial 58
Injection Date : 1/18/2018 8:11:18 PM Inj : 1
Inj Volume : 18.@8@ pl
Acq. Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 20818-81-18 16-29-44\18
TO 186 OVER 15 MINS 1eUL.M
Last changed : 1/18/2018 4:29:45 PM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\18
TO 1@e OVER 15 MINS 16UL.M (Sequence Method)

1/22/2018 10:04:16 AM by SYSTEM

(modified after loading) (Current integration events modified)

Sample Info : inject 2 mlmin 68 deg c

Last changed

‘ DADT A, Sig=254,4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-20-44\058-0801.0)

mAU 1 5
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40
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] o o
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20: | 3 2x .
1 f NE @
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Figure 1.5.15: HPLC trace of PS-2 using Injection method at 2 mL min™!




Data File C:\CHEM32\...A\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\060-1601.D
sample Name: inject 5 mlmin 6@ deg c B

Acg. Operator 1 SYSTEM Seq. Line : 18
Acq. Instrument : LC1268 Location : Vial 6@
Injection Date : 1/18/2018 9:13:59 PM Inj : 1
Inj Volume : 10.000 ul
Acq. Method : C:\CHEM32Y\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\18

TO 1@8 OVER 15 MINS 1@UL.M

Last changed : 1/18/2018 4:29:45 PM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\16
TO 186 OVER 15 MINS 18UL.M (Sequence Method)

Last changed 1 1/22/2818 10:085:36 AM by SYSTEM

(modified after loading) (Current integration events modified)

inject 5 mlmin 6@ deg c B

Sample Info

DAD1 A, Sig=254.4 Ref=350.100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\060-1001.0)
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Figure 1.5.16: HPLC trace of PS-2 using Injection method at 5 mLmin™

Data File C:\CHEM32\...A\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-21-18 16-29-44\060-1001.D
Sample Name: inject 5 mlmin 6@ deg c B

Acq. Operator 1 SYSTEM Seq. Line : 18
Acq. Instrument : LC1268 Location : vial &8
Injection Date : 1/18/2818 9:13:59 PM Inj : 1

Inj Volume : 18.@0@ pl
C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2@18-81-18 16-29-44\10
TO 1@@ OVER 15 MINS 1euL.M
Last changed : 1/18/2018 4:29:45 PM by SYSTEM
Analysis Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\18
TO 18@ OVER 15 MINS 1@UL.M (Sequence Method)

Acq. Method

Last changed 1 2/1/2018 2:11:59 PM by SYSTEM.
(modified after loading) (Current integration events modified)
Sample Info : inject 5 mlmin 6@ deg c B

DADT A Sig=254 4 Ref=360,100 (FLOW PEFTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\060-1001.0)

mAU 7 2
| o
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40
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3 ™
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01—
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Figure 1.5.17: HPLC trace of PS-2 using Injection method at 5 mL min?




Data File C:\CHEM32\...A\FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-91-22 ©9-11-988)083-8301.D
Sample Name: PS SmLmin6@degC 24h depro

Acq. Operator : SYSTEM Seq. Line : 3
Acq. Instrument : LC126@ Location : Vvial 83
Injection Date : 1/22/2018 18:15:23 AM Inj : 1
Inj Volume : 16.600 pl
Acq. Method : C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-@1-22 @9-11-08\18@
TO 18@ OVER 15 MINS 18UL.M
Last changed : 1/22/2018 9:11:89 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-01-22 @9-11-68\16
TO 188 OVER 15 MINS 18UL.M (Sequence Method)

Last changed 1 2/1/2018 2:13:43 PM by SYSTEM
(modified after loading) (Current integration events modified)
Sample Info : PS 5mLminé@degC 24h depro

DAD1 A, Sig=254 4 Ref=360.100 (FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-01-22 09-11-081083-0301.0)

mAU 1 e
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80
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Figure 1.5.18: HPLC trace of PS-2 using Injection method at 5 mLmin™

Data File C:\CHEM32\...A\FLOW PEPTIDE SYNTHESLS TEMP MATRIX 2018-91-18 16-29-44\@61-11€1.D
Sample Name: inject 18 mlmin 68.deg c A

Acq. Operator i SYSTEM Seq. Line : 11
Acg. Instrument : LC1268 Location : vial 61
Injection Date : 1/18/2@18 9:45:25 PM Inj : 1
Inj Volume : 19.089 pl
Acq. Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2818-81-18 16-29-44\16
TO 1@@ OVER 15 MINS 18UL.M
Last changed : 1/18/2018 4:29:45 PM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\10
TO 180 OVER 15 MINS 18UL.M (Sequence Method)

Last changed : 1/22/2018 109:86:88 AM by SYSTEM
(modified after loading) (Current integration events modified)
Sample Info : inject 18 mlmin 68 deg c A

DAD1 A, Sig=254 4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-441061-1101.0)

mAU o}
30 - B3
i & |
25 e
20 |xn
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15 i 8 o
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o ~ S
10- g = 2
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T 7 — e T e

5 N — 20 026 22 min
DAD1 C, Sig=214.4 Raf=360.100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-16 16-29-44\061-1101.0)
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Figure 1.5.19: HPLC trace of 2 using Injection method at 10 mL min*
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Data File C:\CHEM32\...A\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-44\862-1201.D
Sample Name: inject 18 mlmin 68.deg c B

Acq. Operator

Acg. Instrument : LC1268

Injection Date

Acq. Method

Last changed

Analysis Method :

- Last changed

Sample Info

DAD1 A, Sig=254.4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-01-18 16-29-441062-1201.0)

— 1.614

1 SYSTEM Seg. Line
Location

1 1/18/2018 10:16:51 PM Inj
Inj Volume

: C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2818-81-18 16-29-44\18

TO 18@ OVER 15 MINS 1leuL.M
: 1/18/2018 4:29:45 PM by SYSTEM

12
vial 62
1

1€.080 Ll

TO 18@ OVER 15 MINS 18UL.M (Sequence Method)

: 1/22/2018 10:06:41 AM by SYSTEM

(modified after loading) (Current integration events

: inject 18 mlmin 68 deg c B

§

~

- 7.793

B.736

9.664

modified)

C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS TEMP MATRIX 2018-81-18 16-29-44\18@

] = IR || 20 25 min
| DADI G, Sig=214,4 Ref=380,100 (FLOW PEPTIDE SYNTHESIS TEMP MATRIX 20718-01-18 16-29-44\062-1201.D)
mAl | §
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Figure 1.5.20: HPLC trace of 2 using Injection method at 10 mLmin*
Data File C:\CHEM32\...\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 88-34-33\@64-08101.D
Sample Name: inject 18 mlmin 68.deg c
Acq. Operator @ SYSTEM Seq. Line : 1
Acq. Instrument : LC126@ Location : Vial 64
Injection Date : 1/19/2018 8:36:01 AM Inj : 1
Inj Volume : 10.8680 ul
Method : C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-33\10
TO 188 OVER 15 MINS 10UL.M (Sequence Method)
Last changed : 1/19/2018 8:34:34 AM by SYSTEM
(modified after loading) (Current integration events modified)
Sample Info : inject 18 mlmin 68 deg c
DADT A. Sig=2544 Ref=360,100 (FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-33\064-0101.0)
mAU 8 2
35 - T b
30 L1 =
Q 3
256 b1 @
20 2 | o
] n E o8
15 @ 5 oo
104 ,
5 ¥ i ‘ |
. : : s = . |
e 5 g 15 25 min|
DAD1 C, 5ig=214 4 Ref=350.100 (FLOWPEFTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-331084-0101.D) |
mAU | -
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Figure 1.5.21: HPLC trace of 2 using Injection method at 10 mL min*
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Data File C:\CHEM32\.

. .A\FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2818-81-22 ©9-11-88\885-8501.D

Sample Name: PS 1@mLmin6@degC 24h depro

Acq. Operator  :
Acq. Instrument :
Injection Date :

Acq. Method

Last changed H
Analysis Method

Last changed 3

Sample Info

SYSTEM Seq. Line : 5
LC1268 Location : Vial 85
1/22/2018 11:18:89 AM Inj'z

Inj Volume : 18.86@ ul
C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2@18-21-22 @9-11-88\18
TO 1ee OVER 15 MINS 18UL.M
1/22/2018 9:11:@9 AM by SYSTEM

: C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-81-22 @9-11-88\18

TO- 160 OVER 15 MINS 18UL.M (Sequence Method)
1/22/2018 11:49:17 AM by SYSTEM
(modified after loading) (Current integration events modified)

: PS 1@mLmint@degC 24h depro

DAD1 A Sig=254,4 Ref=360,100 (FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-01-22 09-11-081085-0501.D)
mAU =
] &
T
25
1 ~”
] B
20 I
E
16 2 1
| s
104 ] &
| =
5 | 7
] '
0 T
- EsE ;
e B LA, |- W S 25
DAD1 C, Sig=214 4 Ref=360,100 (FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-01-22 09-11-08\085-0501.D)
mAl | 2
1400 | %
200 z
1000 4
800 - ol
] =
600 =
400 | o
| 5
200 =
0
! 5 10 15 20 25

Figure 1.5.22: HPLC trace of PS-2 using Injection method at 10 mLmin

Data File C:\CHEM32\...\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2618-81-19 08-34-33\067-0401.D
Sample Name: inject 10 mlmin 6@ deg c

Acq. Operator
Acq. Instrument :
Injection Date
Acg. Method

Last changed
Analysis Method :

Last changed

Sample Info E

: SYSTEM Seq. Line : 4
LC1260 Location : Vial 67
1 1/19/2018 18:10:19 AM Inj : 1

Inj Volume : 1@.68@ ul

: C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 88-34-33\18

TO 168 OVER 15 MINS 1euL.M

1/19/2018 8:34:34 AM by SYSTEM

C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2818-81-19 08-34-33\1@
TO 180 OVER 15 MINS 10UL.M (Sequence Method)

1/22/2818 9:51:49 AM by SYSTEM

(modified after loading) (Current integration events modified)

inject 18 mlmin 68 deg c

‘DADI A, Sig=254 4 Rel=360,100 (FLOWPEPT IDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-33\067-0401 D)

g

.

8.747
9.272
-9.708

5 15 W
DADT G, Sig=214 4 Ref=360.100 (FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-33\067-0401.0)

maU 2
2500 - 3

2000 :

1500

1000
500

| 0]
|
|

- 7.609

~8.075

5 10 15 20 25

Figure 1.5.23: HPLC trace of PS-2 using Injection method at 10 mLmin™

225 000000 mn

|
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Data File C:\CHEM32\1\DATA\20180124_ FLOWLOADING AND BASES 2018-01-24 11-00-30\821-1601.D
Sample Name: CM-5mL-min_66d

Acq. Operator @ SYSTEM Seq. Line : 1@
Acq. Instrument : LC1260 Location : Vvial 21
Injection Date : 1/24/2018 3:47:11 PM Inj : 1
Inj Volume : 18.060 ul
Acq. Method : C:\CHEM32\1\DATA\20180124 FLOWLOADING AND BASES 2818-01-24 11-66-38\18 TO
160 OVER 15 MINS 18UL.M
Last changed : 1/24/2018 11:00:31 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\28180124 FLOWLOADING AND BASES 2818-01-24 11-00-30\18 TO
186 OVER 15 MINS 18UL.M (Sequence Method)

Last changed s 2/1/2018 12:28:16 PM by SYSTEM
(modified after loading)

DAD1 A, Sig=254 4 Ref=360,100 (20180124_FLOWLOADING AND BASES 2018-01-24 11-00-301021-1001.D)

mAL é
i =
40
i o
304 =
! X
] L §
20
~ 2
\ 8 |l &2t
L) & ¥ 25
: s e
0 £ . :
E — — :
. 5 15 20 25
DAD1 C, Sig=214.4 Ref=360 100 (20180124_FLOWLOADING AND BASES 2018-01-24 11-00-301021-1001.D)
mAal ¥
2500 T
2000 - 5
@
~
1500
1000 @
2 = -
£ E g :
@ ||| R G2 ]
0 i ; .
5 10 15 20 o

Figure 1.5.24: HPLC trace of CM-2 using Injection method at 5 mLmin™




Continuous flow using Injection method, 1 fixed end, 1 adjustable end, immobilised resin
—Temperature optimisation

Data File C:\CHEM32\...\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 ©8-34-33\865-8201.D
Sample Name: inject 18 mlmin 2@ deg c

Acq. Operator : Seq. Line : 2
Acq. Instrument : LC126@ Location : vial 65
Injection Date : 1/19/2018 9:87:28 AM Inj : 1
Inj Volume : 10.080 ul
Acq. Method : C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 20818-81-19 ©8-34-33\18
TO 18@ OVER 15 MINS 18UL.M
Last changed 1 1/19/2818 B:34:34 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2818-81-19 ©8-34-33\1@
TO 188 OVER 15 MINS 18UL.M (Sequence Method)

Last changed : 1/22/2818 9:58:48 AM by SYSTEM
{modified after loading) (Current integration events modified)
Sample Info : inject 1@ mlmin 2@ deg c

DAD1 A, Sig=254,4 Ref=360,100 (FL OWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-18 08-34-331065-0201 D)
mAU ]

7-588

@
8
14576
8741
9,666

mAl
2500 -

148

7.589

2000 -

1500

1000 -

—1.965

500

8741

o

PR SR T

5 10 ) 15 20 25 min

Figure 1.5.25: HPLC trace of PS-2 using Injection method at 10 mL min, 20°C.

Data File C:\CHEM32\...A\FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-@81-22 @9-11-98\@82-0201.D
Sample Mame: PS SmLmin4@degC 24h depro

Acq. Operator : SYSTEM Seq. Line : 2
Acq. Instrument : LC126@ Location : vial 82
Injection Date : 1/22/2018 9:43:59 AM Inj: 1
Inj Volume : 1@.988 ul
Acq. Method 1 C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-81-22 989-11-88\10

TO 188 OVER 15 MINS 18UL.M

Last changed 1/22/2018 9:11:9 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-81-22 ©9-11-88\10
TO 18@ OVER 15 MINS 18UL.M (Sequence Method)

Last changed : 1/22/2018 11:38:53 AM by SYSTEM
(modified after loading) (Current integration events modified)
sample Info : PS Smimind@degC 24h depro

DAD1 A, Sig=254 .4 Ref=360,100 KCLO‘NF‘ED:ND’_ SYNTHESIS EXTN DEPRO B 2018-01-22 09-11-08082-0201.0) |
mAl 7

7.540

100 1

—T1.804 527
-8.446

5 — 10 15 20
Sig=214.4 Ref=360,100 (FLOWPEPTIDE SYNTHESIS EXTN DEPRO B 2018-01-22 09-11-081082-0201.0)

3

>

E
1630 O
7541

a
8
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8446

L 5 10 ) s 20 25 an

Figure 1.5.26: HPLC trace of PS-2 using Injection method at 5 mL min’, 40 °C.




Data File C:\CHEM32\...\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-21-19 ©8-34-33\066-03@1.D
Sample Name: inject 18 mlmin 48.deg c

Acq. Operator @ SYSTEM Seq. Line : 3
Acq. Instrument : LC1268 Location : Vial 66
Injection Date : 1/19/2018 9:38:53 AM Ing = 1
Inj Volume : 1@.088 pl
Acqg. Method : C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 88-34-33\1@
TO 108 OVER 15 MINS 16UL.M
Last changed : 1/19/2018 8:34:34 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2818-81-19 88-34-33\10
TO 108 OVER 15 MINS 18UL.M (Sequence Method)

Last changed : 1/22/2018 9:51:27 AM by SYSTEM
(modified after loading) (Current integration events modified)
Sample Info : inject 1@ mlmin 48 deg c
[ DADA A, Sig=254 4 Ref=360,100 (FLOWPEFTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-33\066-0301.0)
mAU
50 %
40
1 w
30 &
i | =
20 o
[
: TE2
10 %o
: IRETLAY |
— | T U
: 25 min
DAD1 C, Sig=214,4 Raf=360,100 [FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-33\066-0301 D)
mAl
2500 %
2000 é !
3 r~
|
2
=
]
]
®
5
!
e e el e 7 @ e o v — —
5 ] 18 20 25 min

Figure 1.5.27: HPLC trace of PS-2 using Injection method at 10 mL min, 40°C.

Data File C:\CHEM32\...\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 88-34-33\268-0501.D
Sample Name: inject 18 mlmin 8@. deg c

Acq. Operator @ SYSTEM Seg. Line : 5
Acq. Instrument : LC126@ Location : Vial 68
Injection Date : 1/19/2018 108:41:44 AM Inj : 1
Inj Volume : 16.@80 pl
Acq. Method : C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 @8-34-33\18@
TO 1@ OVER 15 MINS 1@uL.M
Last changed : 1/19/2018 8:34:34 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 @8-34-33\18
TO 1@@ OVER 15 MINS 1eUL.M (Sequence Method)

Last changed : 1/22/2018 9:52:52 AM by SYSTEM
(modified after loading) (Current integration events modified)
Sample Info : inject 18 mlmin 88 deg c

| DAD1 A, Sig=254.4 Ref=360,100 (FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 201 8-01-19 08-34-33\068-0501.D})

mAU | L =
3 bt &
4 T T
254 |
] |9 ©
204 & =
M e
! 1 o8 R
] Bst &
5- i P AWV
e e s S e : ; : —
8 i 10 15 20 25 mir|
DAD1 C, Sig=214,4 Ref=360,100 (FLOWFEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 D8-34-331068-0501.0)
mAU 1 -
! T
2500 -1 %
2000 -
1500 .
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1000 *i‘o
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500 - [y
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o T T |
> T T — T
5 10 15 20 25 miny

Figure 1.5.28: HPLC trace of PS-2 using Injection method at 10 mL min’, 80 °C.




Data File C:\CHEM32\...\FLOWPEPTIDE SYNTHESIS TEMP MATRLIX B 2018-01-19 98-34-33\069-8601.D
Sample Name: inject 18 mlmin 108 deg c

Acq. Operator  : SYSTEM Seq. Line : 6
Acg. Instrument : LC126@ Location : vial 69
Injection Date : 1/19/2818 11:13:87 AM Iny @& 1
Inj Volume : 18.@088 pl
Acq. Method 1 C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 @8-34-33\1@
TO 188 OVER 15 MINS 10UL.M
Last changed : 1/19/2018 8:34:34 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-@1-19 ©8-34-33\1@
TO 180 OVER 15 MINS 18UL.M (Sequence Method)

Last changed 1 1/22/20818 9:54:24 AM by SYSTEM
(modified after loading) (Current integration events modified)
Sample Info : inject 18 mlmin 188 deg c

DAD1 A, Sig=254,4 Ref=360,100 (FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-331069-0601.0)
mAU | 3
%0 g
50
40

30

—1fk%s

20 -

B8.762
9685

10

6= = = : . 5 = x - v v r T ————— T

25

5 2 L
DaD1 C, Sig=214 4 Ref=360,100 (FLUL’VPEPTlDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-331069-0601.0)
mAU 7 =

2500 E

2000
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1500

o
E
|
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5 10 15 20 25

Figure 1.5.29: HPLC trace of PS-2 using Injection method at 10 mL min, 100°C.

Data File C:\CHEM32\...\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-91-19 88-34-33\870-08781.D
Sample Name: CM inject 1@ mlmin 2@ deg c

Acq. Operator : SYSTEM Seq. Line : 7
Acq. Instrument : LC126@ Location : Vial 7@
Injection Date : 1/19/2818 11:44:33 AM Inj : 1
Inj Volume : 18.888 pl
Acq. Method 1 C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 @8-34-33\18
TO 188 OVER 15 MINS 16UL.M
Last changed : 1/19/2018 8:34:34 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 88-34-33\1@
TO 1@@ OVER 15 MINS 16UL.M (Sequence Method)

Last changed 1 1/22/2018 9:54:29 AM by SYSTEM
(modified after loading) (Current integration events modified)
Sample Info : CM inject 1@ mlmin 2@ deg c

" DADT A, Sig=254 4 Ref=360,100 (FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-331070-0701.D)

mAL ] ﬁ
70 i
60
50 -
40| o @
@ Z
30
B o [ % 28
w2 g g s
10 LA
E b T
R 5 10 15 S 20 @8 min
DAD1 G, Sig=214.4 Ref=360,100 (FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-33
mAU o o
23
2500 bz B
!
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] L1 @ @
L i i a - = }
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Figure 1.5.30: HPLC trace of CM-2 using Injection method at 10 mL min, 20 °C.
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Data File C:\CHEM32\...\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2818-81-19 @8-34-33\@71-8801.D
Sample Name: CM inject 18 mlmin 4@ deg c

Acq. Operator

Acq. Instrument : LC126@
Injection Date

Acq. Method

Last changed

Analysis Method :

Last changed

Sample

mAU

50

40

30

20 -

mAU J
2500

2000

1 SYSTEM Seq. Line :
Location

1 1/19/2018 12:15:54 PM Inj :

Inj Volume :

TO 1@@ OVER 15 MINS 18UL.M

: 1/19/2018 8:34:34 AM by SYSTEM
C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2818-01-19 88-34-33\18@

8

; vial 71

2 B
10.000 pl

: C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 88-34-33\1@

TO 188 OVER 15 MINS 1@UL.M (Sequence Method)

: 1/22/2018 9:55:20 AM by SYSTEM

(modified after loading) (Current integration events modified)

1500

1000 -

500

0]

Figure 1.5.31: HPLC trace of CM-2 using Injection method at 10 mL min, 40°C.

Info : CM inject 10 mlmin 40 deg ¢
DAD1 A Sig=254.4 Ref=360,100 (FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-33\071-0801.D)
]
~
@
o ]
i 2
~
e @
2 o°
i N2 e
\ L=} w
=
= : : S -
5 10 15 20 25
DAD1 C, Sig=214,4 Ref=360,100 (FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-33\071-0801.D)
o
¥
=
=
2
~
2
g 8
i :
T
| =3
e
5 10 15 20 25

Data File C:\CHEM32\...\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 88-34-33\876-1301.D
Sample Name: CM inject 1@ mlmin 4@ deg c

Acq. Operator

Acq. Instrument :

Injection Date

Acg. Method

Last changed

Analysis Method :

Last changed

Sample Info

mAU
25
20

15

mAU 1

2500 4

2000 E
1500
1000

500 -

0

Figure 1.5.32: HPLC trace of CM-2 using Injection method at 10 mL min’, 40 °C.

1 SYSTEM Seq. Line :
LC1268 Location

1 1/19/2018 2:52:59 PM Inj :

Inj Volume :

TO 186 OVER 15 MINS 1@UL.M

1 1/19/2018 8:34:34 AM by SYSTEM
C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 €8-34-33\1@

13

: vial 76

1
10.000 pul

: C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 88-34-33\18

TO 186 OVER 15 MINS 18UL.M (Sequence Method)

© 1/22/2018 9:58:20 AM by SYSTEM

(modified after loading) (Current integration events modified)

: CM inject 1@ mlmin 48 deg c

DAD1 A, Sig=254,4 Ref=360.100 (FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-33\076-1301.0)

~

i

5
DAD1 C, Sig=214 4 Ref=360,100 (FLO'

1440

~—1.969

7633

52464
12.848

878

6536
- 7.417

7417 7 633
454
8? 1

5 10 15

WPEFTIDE SYNTHESIS TEMP MATRIX E 2018-01-19 08-34-331076-1201 D)

25

20 25

42




Data File C:\CHEM32\...\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2818-01-19 @8-34-33\873-1001.D
Sample Name: CM inject 1@ mlmin 80 deg ¢

Acqg. Operator

Acqg. Instrument :

Injection Date

Acq. Method

Last changed

Last changed

: SYSTEM Seq. Line :

LC1268 Location :

: 1/19/2818 1:18:39 PM Inj :
Inj Volume

TO 180 OVER 15 MINS l1aUL.M

: 1/19/20818 8:34:34 AM by SYSTEM
Analysis Method :

180
Vial 73
1

: 10.000 Ul
: C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 @8-34-33\18

C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-081-19 @8-34-33\1@
TO 160 OVER 15 MINS 1@UL.M (Sequence Method)

1 1/22/2018 9:56:31 AM by SYSTEM

(modified after loading) (Current integration events modified)

Sample Info : CM inject 18 mlmin 88 deg c
DAD1 A, Sig=254,4 Ref=360,100 (FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-33\073-1001.0}
mAU 3 2
| 2
36 e
30 ﬁ @
1 i 8
25 «
20
E £ 8
15 (=3 o
¥ g o« 2
104 I v
54
T S S R e s O SR S S A
5 10 15

mAL

2600

20 25

DAD1 C, Sig=214.4 Ref=360.100 (FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-33\073-1001.0)

! &

"2000

1500

1000

500
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Figure 1.5.33: HPLC trace of CM-2 using Injection method at 10 mL min, 80°C.

Data File C:\CHEM32\...\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 ©88-34-33\0874-1161.D
Sample Name: CM inject 1@ mlmin 160 deg c

Acq. Operator

Injection Date

Acq. Method

Last changed
Analysis Method

Last changed

Sample Info

mAl
2500

2000

1500

1000

500

: SYSTEM
Acq. Instrument :

Seq. Line :

LC126@ Location :
1 1/19/2018 1:58:86 PM Inj :
Inj Volume :

11
vial 74

1
18.000 pl

1 C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 @8-34-33\1@

TO 1e@ OVER 15 MINS 16UL.M

1 1/19/2018 8:34:34 AM by SYSTEM

C:\CHEM32\1\DATA\FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-81-19 ©8-34-33\190
TO 18@ OVER 15 MINS 18UL.M (Seguence Method)
1 1/22/2@18 9:57:88 AM by SYSTEM

(modified after loading) (Current integration events modified)

: CM inject 18 mlmin 180 deg c

DAD1 A, Sig=254 .4 Ref=360,100 (FLOWPEPTIDE SYNTHESIS TEMP MATRIX B 2018-01-19 08-34-331074-1101.D)

Rkl

2.081

§
DAD1 C, Sig=214 4 Ref=360,100 (FLOWPEPT!

1818

7269

=7.391

10.164
10.600

5.882

=7T3g7 7269

~dd

15
YNTHESIS TEMP MATRIX B 2018-01-19 08-34-33\074-1101.D)

25

20 25

Figure 1.5.34: HPLC trace of CM-2 using Injection method at 10 mL min, 100 °C.
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Continuous flow using Injection method, 1 fixed end, 1 adjustable end, immobilised resin

—Equivalents and Concentration

Data File C:\CHEM32\...LOW PEPTIDE SYNTHESIS CONCENTRATIONS 2018-01-25 11-33-37\825-8501.D
Sample Name: PS SmLmin 68 deg C 2 eq

Acq. Operator

Acq. Instrument :

Injection Date
Acq. Method

Last changed

Analysis Method :

Last changed

DAD1 A, Sig=254,4 Ref=360 100 (FLOW PEPTIDE SYNTHESIS CO

60
50

1.705

4‘3?
30
20

a
=]
~2.078
= ﬂ%?EB

[
hiad

5 [+] 15 20
DAD1 C, Sig=214.4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS CONCENTRATIONS 2018-01-25 11-

: SYSTEM Seq. Line : 5
LC1268 Location : Vial 25
: 1/25/2018 1:43:14 PM Inj : 1

Inj Volume : 6@.800 pl
1 C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS CONCENTRATIONS 2818-81-25 11-33-37
\18 TO 180 OVER 15 MINS 6BUL.M
1/25/2018 11:33:37 AM by SYSTEM
C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS CONCENTRATIONS 2018-81-25 11-33-37
\18 TO 1@@ OVER 15 MINS 68UL.M (Sequence Method)
2/1/2018 2:10:17 PM by SYSTEM

(modified after loading) (Current integration events modified)
CENTRATIONS 2018-01-25 11-33-37\025-0501.0)

7591

8.801
9.320
9.721
21.880

E=7405
10.815

25
025-0501.0)

7.592

=3 05572?
T

4.382
=7.405

23.226

=g

5 0 15 20 25 miry

Figure 1.5.35: HPLC trace of PS-2 using Injection method at 5 mL min?, 60 °C, 2 equivalents of AAin

1 mL Injection

Data File C:\CHEM32\...LOW PEPTIDE SYNTHESIS CONCENTRATIONS 2018-81-25 11-33-37\@23-8381.D
Sample Name: PS 5mLmin 6@ deg C ©.6M

Acq. Operator

Acq. Instrument :

Injection Date
Acqg. Method

Last changed

Analysis Method :

Last changed

: SYSTEM Seq. Line : 3
LC1268 Location : Wial 23
1 1/25/2018 12:39:24 PM Inj : 1

Inj Volume : 68.86@ pl
: C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS CONCENTRATIONS 2018-81-25 11-33-37
\1@ TO 1@@ OVER 15 MINS 66UL.M
: 1/25/2018 11:33:37 AM by SYSTEM
C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS CONCENTRATIONS 2018-81-25 11-33-37
\10 TO 1@@ OVER 15 MINS 60UL.M (Sequence Method)
1 2/1/2018 2:@9:11 PM by SYSTEM
(modified after loading) (Current integraticn events modified)

“DADT A, Sig=254 4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS CONCENTRATIONS 2018-01-25 11-33-37\023-0301.D)

mAL 1
100

80

60
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40

20
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Figure 1.5.36: HPLC trace of PS-2 using Injection method at 5 mL min™, 60 °C, AA Injection of 0.6 M
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Data File C:\CHEM32\...TA\20180130_LKS_PS-RAM_FLOW COUPLING 2018-81-38 88-45-421073-8701.D
Sample Name: CM Smlmin 6@degC 2 eq

Acq. Operator 1 SYSTEM Seq. Line : 7
Acgq. Instrument : LC126@ Location : Vial 73
Injection Date : 1/38/2818 11:56:20 AM Inj 3 1
Inj Volume : 20.808 pl
Acq. Method : C:\CHEM32\1\DATA\20180130 LKS PS-RAM_FLOW COUPLING 2018-01-38 88-45-42\18
TO 1@ OVER 15 MINS 28UL.M
Last changed 1 1/38/2018 11:48:34 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\2018013@_LKS_PS-RAM_FLOW COUPLING 2018-01-3@ @8-45-42\10
TO 1@e OVER 15 MINS 28UL.M (Sequence Method)
Last changed : 2/1/20818 12:50:44 PM by SYSTEM

(modified after loading) (Current integration events modified)
DAD1 A, Sig=254 4 Ref=360,100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-30 08-45-421073-0701.0)

mAU o
60 - t
! 2
50 b
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10 wi o Y |e ) b
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Figure 1.5.37: HPLC trace of CM-2 using Injection method at 5 mL min’, 60 °C, 2 equivalents of AAin
1 mL Injection

Data File C:\CHEM32\...TA\20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-3@ ©8-45-42\871-8581.D
Sample Name: CM Smimin 6@degC &.15M

Acq. Operator : SYSTEM Seg. Line : 5
Acq. Instrument : LC126@ Location : Vial 71
Injection Date : 1/30/2018 18:53:18 AM Inj : 1
Inj Volume : 28.008 pl
Acq. Method : C:\CHEM32\1\DATA\29180138 LKS PS-RAM FLOW COUPLING 2818-81-38 B88-45-42\18
TO 16 OVER 15 MINS 2eUL.M
Last changed : 1/38/2018 18:32:19 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\2018013@ LKS_PS-RAM_FLOW COUPLING 2@18-81-38 88-45-42\1@
TO 168 OVER 15 MINS 20UL.M (Sequence Method)
Last changed : 2/1/2018 12:49:37 PM by SYSTEM

(modified after loading) (Current integration events modified)
DADA A, Sig=254 4 Ref=360,100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-30 08-45-42\071-0501 D)

o

1 v
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; : g e
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Figure 1.5.38: HPLC trace of CM-2 using Injection method at 5 mL min, 60 °C, AA Injection of 0.15 M
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Data File C:\CHEM32\...TA\20180130_LKS_PS-RAM_FLOW COUPLING 2018-p1-3@ @8-45-42\074-0881.D
Sample Name: CM Smimin 68degC @.2M

Acg. Operator : SYSTEM Seq. Line : 8
Acgq. Instrument : LC126@ Location : Vial 74
Injection Date : 1/3@/2@18 12:27:53 PM Inj : 1
Inj Volume : 28.800 pl
Acg. Method : C:\CHEM32\1\DATA\20188138_ LKS_PS-RAM_FLOW COUPLING 2018-01-3@ @8-45-42\18
TO 18@ OVER 15 MINS 2@UL.M
Last changed : 1/38/2€18 11:48:34 AM by SYSTEM

Analysis Method : C:\CHEM3241\DATA\20188138 LKS PS-RAM FLOW COUPLING 2018-81-3@ ©88-45-42\18
TO 18@ OVER 15 MINS 28UL.M (Sequence Method)
Last changed : 2/1/2018 12:51:87 PM by SYSTEM
(modified after loading) (Current integration events modified)
DAD1 A, Sig=254,4 Ref=360,100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-30 08-45-42\074-0801.0)

mALl 2
w
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80 8
| R
80 |
1 b
| a
il R o g
! e
(vl ~
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Figure 1.5.39: HPLC trace of CM-2 using Injection method at 5 mL min, 60 °C, AA Injection of 0.2M

Data File C:\CHEM32\...TA\20189130_LKS_PS-RAM_FLOW COUPLING 2018-081-30 ©8-45-42\875-0901.D
Sample Name: CM 5mimin 6@degC @.28M

Acq. Operator i SYSTEM Seqg. Line : 9
Acq. Instrument : LCl268@ Location : Vial 75
Injection Date : 1/38/2018 12:59:25 PM Inj : 1
Inj Volume : 20.088 ul
Acq. Method 1 C:\CHEM32\1\DATA\20180613@8_LKS_PS-RAM_FLOW COUPLING 2018-01-30 ©8-45-42\16
TO 180 OVER 15 MINS 28UL.M
Last changed : 1/38/2018 11:48:34 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\20186130_LKS_PS-RAM_FLOW COUPLING 2018-21-38 ©8-45-42\18
TO 1@8 OVER 15 MINS 28UL.M (Sequence Method)
Last changed 1 2/1/2018 12:51:25 PM by SYSTEM
(modified after loading) (Current integration events modified)
DADT A, Sig=254 4 Ref=360,100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-30 08-45-421075-0901.0)
mAU ] é
100 o

1.769

o
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{18 il T s I i i
25 i

5 e 0 15 [
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Figure 1.5.40: HPLC trace of CM-2 using Injection method at 5 mL min™, 60 °C, AA Injection of 0.28 M
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Data File C:\CHEM32\...TA\20188130_LKS_PS-RAM_FLOW COUPLING 2018-81-31 @9-14-13\871-08581.D
Sample Name: CM SmiLmin 68degC ©_3M 1mL

Acq. Operator : SYSTEM Seq. Line : 5
Acq. Instrument : LC1260 Location : Vial 71
Injection Date : 1/31/2818 11:22:57 AM Inj : 1

Acg. Method

Last changed
Analysis Method : C:\CHEM32\1\DATA\2818013@_ LKS_PS-RAM FLOW COUPLING 2018-81-31 ©09-14-13\1@

Last changed

mAL E
30
25
20
15 I
10
54

mAl 3
2500 -

2000 —
1500 -
1000 —
500
e

DAD1

DAD1

Inj Volume : 10,808 pl
1 C:\CHEM32\1\DATA\20180130_LKS_PS-RAM_FLOW COUPLING 2018-@81-31 @9-14-13\18@
TO 186 OVER 15 MINS 18UL.M
; 1/31/2018 9:14:13 AM by SYSTEM

TO 180 OVER 15 MINS 1BUL.M (Sequence Method)
: 2/1/2818 9:42:54 AM by SYSTEM
(modified after loading)
A, Sig=254,4 Ref=360.100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-31 08-14-131071-0501.D)

)
o
=
1
~
|
ol
B
| -+
]
=2
.
P

5 10 = 15 £ 20 25
C, Sig=214 4 Ref=360,100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-31 09-14-131071-0501.0)
&2
g&
|
|
|
&
~
= r% g 3
g e o
oo a2 &
5 10 15 20 25

|
|
miry

Figure 1.5.41: HPLC trace of CM-2 using Injection method at 5 mL mint, 60 °C, AA Injection of 0.3M

Data File C:\CHEM32\...TA\2818813@_LKS_PS-RAM_FLOW COUPLING 2818-81-31 €9-14-13\876-1601.0
Sample Name: CM SmLmin 6@degC 8 4M

Acg. Operator : SYSTEM Seq. Line : 18
Acq. Instrument : LCl26@ Location : Vial 76
Injection Date : 1/31/2018 2:@8:04 PM Ing 1
Inj Volume : 10.808 pl
Acg. Method : C:\CHEM32\1\DATA\20180130_LKS_PS-RAM FLOW COUPLING 2818-81-31 @9-14-13\18

Last changed
Analysis Method : C:\CHEM32\1\DATA\28188130 LKS_PS-RAM_FLOW COUPLING 2018-81-31 @9-14-13\16

Last changed

2000

1500 -

1000

500

DAD1

DAD1

TO 1e@ OVER 15 MINS 18UL.M
1 1/31/2018 11:43:41 AM by SYSTEM

TO 1808 OVER 15 MINS 1QUL.M (Sequence Method)
: 2/1/2018 9:42:54 AM-by SYSTEM
(modified after loading)
A, Sig=254 4 Ref=360,100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-31 09-14-131076-1001.0)
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Figure 1.5.42: HPLC trace of CM-2 using Injection method at 5 mL min, 60 °C, AA Injection of 0.4M
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Data File C:\CHEM32
Sample Name: CM 5Sm

\...OW PEPTIDE SYNTHESIS CM 8.4 AND ©.6M 2018-02-081 13-80-54\076-0101.D
Lmin 68 deg C @8.4M

Acg. Operator : SYSTEM Seq. Line : 1
Acq. Instrument : LC1268 Location : Vial 76
Injection Date : 2/1/2018 1:02:28 PM Inj : 1

Acq. Method

Last changed

Inj Volume : 18.800 pl
i C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS CM ©.4 AND @.6M 2018-82-81 13-00-54
\1@ TO 1@@ OVER 15 MINS 1eUL.M
1 2/1/2018 1:00:55 PM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS CM &.4 AND ©.6M 2818-62-81 13-88-54

Last changed

Sample Info

\18@ TO 180 OVER 15 MINS 1BUL.M (Sequence Method)
1 2/1/2018 2:@6:36 PM by SYSTEM

(modified after loading) (Current integration events modified)
: Batch 3@ mis

DADT A, Sig=254 4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS CM 0.4 AND 0.6M 2018-02-01 13-00-541076-0101.D)

mAU
403
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25
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o
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15 20 25  min
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25001
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|
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Figure 1.5.43: HPLC trace of CM-2 using Injection method at 5 mL min’%, 60 °C, AA Injection of 0.4M

Data File C:\CHEM

32%...TA\20180138_LKS_P5-RAM_FLOW COUPLING 2018-81-31 ©9-14-13\877-1101.D

Sample Name: CM SmLmin 6@degC @_6M

Acq. Operator : SYSTEM Seq. Line : 11
Acq. Instrument : LC126@ Location : Vial 77
Injection Date : 1/31/20818 2:31:31 PM Inj : 1

Acq. Method

Last changed

Inj Volume : 10.908 pl
: C:\CHEM32\1\DATA\2018813@_ LKS_PS-RAM_FLOW COUPLING 2818-81-31 89-14-13\18
TO 188 OVER 15 MINS 18UL.M
1/31/2018 11:43:41 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\2018813@_LKS_PS-RAM_FLOW COUPLING 2018-81-31 89-14-13\18

Last-changed
DADT

mAU 1
35

DAD1

TO 1@ OVER 15 MINS 18UL.M (Sequence Method)
: 2/1/2018 9:42:54 AM by SYSTEM
(modified after loading)
A, Sig=254 4 Ref=360,100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-31 09-14-131077-1101.0)
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Figure 1.5.44: HPLC trace of CM-2 using Injection method at 5 mL min, 60 °C, AA Injection of 0.6 M
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Data File C:\CHEM32\...OW PEPTIDE SYNTHESIS CM ©.4 AND @.6M 2018-22-91 13-0@-54\076-0201.D
Sample Name: CM 5mLmin 6@ deg C ©.6M

Acq. Operator
Acq. Instrument
Injection Date

Acq. Method

Last changed
Analysis Method

Last changed

1 SYSTEM Seq. Line : 2

LC126@ Location : Vial 76
: 2/1/2018 1:33:47 PM Inj : 1

Inj Volume : 18.808 pl

1 C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS CM ©.4 AND 8.6M 2818-82-81 13-88-54

\16 TO 18@ OVER 15 MINS 10UL.M

: 2/1/20818 1:808:55 PM by SYSTEM
: C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS CM @.4 AND @.6M 2018-82-81 13-80-54

\10 TO 10@ OVER 15 MINS 1eUL.M (Sequence Method)

: 2/1/2018 2:86:32 PM by SYSTEM

(modified after loading) (Current integration events modified)

DAD1 A, Sig=254,4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS CM 0.4 AND 0.6M 2018-02-01 13-00-541076-0201.0)

mAl =

791

40
353
304
25
204
15

5 10 15 20
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Figure 1.5.45: HPLC trace of CM-2 using Injection method at 5 mL mint, 60 °C, AA Injection of 0.6 M

Data File C:\CHEM32\...TA\2018013@_LKS_PS-RAM_FLOW COUPLING 2018-91-30 ©8-45-42\872-0601.D
Sample Name: CM 5mLmin 68degC ©.6M ©.5mL solution

Acg. Operator

Acqg. Instrument :

Injection Date
Acg. Method

Last changed

Analysis Method :

Last changed

1 SYSTEM Seq. Line : 6
LCl26@ Location : Vial 72
1/30/2018 11:24:48 AM Inj : 1

Inj Volume : 20.000 ul

1 C:\CHEM32\1\DATA\20180138_LKS_PS-RAM_FLOW COUPLING 2818-81-30 ©8-45-42\10

TO 108 OVER 15 MINS 26UL.M

1/30/2018 18:32:19 AM by SYSTEM
C:\CHEM32\1\DATA\20180130_LKS_PS-RAM_FLOW COUPLING 2018-81-30 08-45-42\10
TO 1@e OVER 15 MINS 20UL.M (Sequence Method)

© 2/1/2018 12:49:37 PM by SYSTEM .

(modified after loading) (Current integration events modified)

DAD1 A, Sig=254 4 Ref=360,100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-30 08-45-42\072-0601.D)

mAU
80
70
60
50
404
304
203 !

B

-1.654

[ —

5 0 20
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Figure 1.5.46: HPLC trace of CM-2 using Injection method at 5 mL min’%, 60 °C, AA Injection of 0.6 M,

0.5 mLinjection.
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Continuous flow using Injection method, 1 fixed end, 1 adjustable end, immobilised resin
- Overall Optimised Conditions

Data File C:\CHEM32\...20180202_LKS_FLOW PEPTIDE ©.3M SWELL 2018-82-82 ©89-33-35\841-8101.D
Sample Name: PS 5mL 6@d 8.3M based on 1ml swell

Acq. Operator : SYSTEM Seq. Line : 1

Acq. Instrument : LC1268 Location : Vial 41
Injection Date : 2/2/2018 9:34:58 AM Inj 3 1
Inj Volume : 18.080 pl
Method : C:\CHEM32\1\DATA\20180202 LKS_FLOW PEPTIDE @.3M SWELL 2018-82-82 ©89-33-35
Y10 TO 1@@ OVER 15 MINS 10UL.M (Sequence Method)
Last changed : 2/2/2018 9:33:36 AM by SYSTEM
(modified after loading) (Current integration events modified)
Sample Info : Batch 3@ mis
DADT A, Sig=254.4 Ref=360,100 {20180202_LKS_FLOW PEPTIDE 0.3M SWELL 2018-02-02 09-33-35/041-0101 D)
mAU ] =
maU ] 2
1 ~
60
50
|
40 @
] =
30 &
20 § Qoo
| T = &3
10 [ o L
| ©
04
o S RS Ll R e e R e R e A ES =
20 25 min|
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¢
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= o
o4
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Figure 1.5.47: HPLC trace of PS-2 using optimised Injection method at 5 mL min?, 60 °C, 0.3 M
Injection (Based on 1 mL resin swell) , HATU, DIPEA

Data File C:\CHEM32\...20180202_LKS_FLOW PEPTIDE ©.3M SWELL 2018-02-02 ©9-33-35\842-0201.D
Sample Name: CM 5mL 60d @.3M based on 2ml swell

Acq. Operator  : SYSTEM Seq. Line : 2

Acq. Instrument : LC126@ Location : Vial 42
Injection Date : 2/2/2018 10:86:24 AM Inj : 1
Inj Volume : 18.888 pl
Acq. Method : C:\CHEM3241\DATA\28180282 LKS_FLOW PEPTIDE ©.3M SWELL 2018-02-82 89-33-35

\16 TO 188 OVER 15 MINS 18UL.M

Last changed 1 2/2/2018 9:33:36 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\2081808282_LKS_FLOW PEPTIDE ©.3M SWELL 2018-82-82 69-33-35
\18 TO 108 OVER 15 MINS 1BUL.M (Sequence Method)

Last changed : 2/2/2018 18:36:36 AM by SYSTEM

(modified after loading) (Current integration events modified)

DADT A, 8 54.4 Ref=360,100 (20180202_LKS_FLOW PEPTIDE 0.3M SWELL 2018-02-02 09-3: \042-0201.D)
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Figure 1.5.48: HPLC trace of CM-2 using optimised Injection method at 5 mL min?, 60 °C, 0.3 M
Injection (Based on 2 mL resin swell) , HATU, DIPEA




Sample Summary Report

Agilent Technologies

CM 5mL 60d 0.3M based on 2ml swell
PS 5mL 60d 0.3M based on 1Tml swell

’
%
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CM 5mL 60d 0.3M based on 2mi swell
PS 5mL 60d 0.3M based on Tm! swell
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Figure 1.5.49: Stacked HPLC Traces of the CM and PS resin optimised conditions for the construction
of 2. (Top trace) 254 nm. (Bottom trace) 214 nm.
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Continuous flow using Injection method, 1 fixed end, 1 adjustable end, immobilisedresin,
optimised conditions — Solvent Variation

Data File C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS SOLVENTS2 2018-84-18 18-32-21\020-8101.D
Sample Name: AspGlyTyr(Bzl)PheAla solvent NMP

Acg. Operator : SYSTEM

Acg. Instrument : LC1268 Location : vial 20
Injection Date : 4/18/2018 18:33:45 AM Inj : 1
Inj Volume : 5.008 pl
Acq. Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS SOLVENTS2 2@18-84-16 1@-32-21\1@ TO
188 OVER 15 MINS SUL.M
Last changed 1 4/18/2018 18:32:23 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS SOLVENTS2 2018-04-16 1@-32-21\1@ TO
188 OVER 15 MINS SUL.M (Seguence Method)

Last changed 1 4/18/2018 4:19:18 PM by SYSTEM
(modified after loading) (Current integration events modified)

Sample Info : Batch 30 mis

DADT A, Sig=254,4 Ref
mAU 1
70
60

50
40
30
20
10

e s 5 10 16 20 25 min
DAD1 C. Sig=214 4 R 60,100 {FLOW PEPTIDE SYNTHESIS SOLVENTS2 2018-04-10 10-32-211020-0101.D)

mAL &
} =
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1500 -
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| |
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Figure 1.5.50: HPLC trace of CM-2 using Injection method at 5 mL min, 60 °C, 0.3 MInjection,
HATU, DIPEA. Substituting NMP for DMF.




Data File C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS SOLVENTS4 2018-04-11 13-16-37\@12-@201.D
Sample Name: AspGlyPheTyr(Bzl)Ala solvent DMF DCM

Acq. Operator : SYSTEM Seq. Line : 2
Acg. Instrument : LC126@ Location : vial 12
Injection Date : 4/11/2618 1:49:28 PM Inj : 1
Inj Volume : 1.50@ pl
Method 1 C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS SOLVENTS4 261B-84-11 13-16-37418 TO
100 OVER 15 MINS 1.5UL.M (Sequence Method)
Last changed : 4/11/2818 1:16:38 PM by SYSTEM

(modified after loading) (Current integration events modified)
DADT A, 5ig=254.4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS SOLVENTS4 2018-04-11 13-16-37\012-0201 D)

mAU - 2
L
i S
25

20

e ——— - - . v . v . - . i ‘ = s -
I 5 ________10 ——
DAD C, Sig=214 4 Ref=360,100 (FLOW PEFTIDE SYNTHESIS SOLVENTS4 2018-04-11 13-16-37\012-0201.D)
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Figure 1.5.51: HPLC trace of CM-2 using Injection method at 5 mL min, 60 °C, 0.3 MInjection,
HATU, DIPEA. Substituting 1:1 DMF:DCM for DMF.




Data File C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS SOLVENTS3 2818-84-11 ©8-58-45613-8301.D
Sample Name: AspGlyPheTyr(Bzl)Ala solvent DMF AcN

Acg. Operator ;. SYSTEM Seq. Line : 3
Acq. Instrument : LC126@ Location : Vial 13
Injection Date : 4/11/2818 18:82:57 AM Tz 1
Inj Volume : 5.886 pl
Acg. Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS SOLVENTS3 2018-84-11 @8-58-45\1@ TO
188 OVER 15 MINS 5SUL.M
Last changed : 4/11/2918 B:58:46 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\FLOW PEPTIDE SYNTHESIS SOLVENTS3 2018-84-11 @8-58-45\1@ TO
180 OVER 15 MINS 5SUL.M (Sequence Method)
Last changed : 4/11/2018 3:34:46 PM by SYSTEM

(modified after loading) (Current integration events modified)
" DAD1 A, Sig=254,4 Ref=360,100 (FLOW PEPTIDE SYNTHESIS SOLVENTS3 2013-04-11 08-58-451013-0301.D)

mAL - %

40

30
. |
] {

i 10 I

SN

5 10 15 20 25 mirf

" DAD1 C, Sig=214 4 Ref=360,100 (FLOW PEFTIDE SYNTHESIS SOLVENTS2 2018-04-11 08-58-45\013-0301.D)

Lol
F-584

S

| 5 10 15 20 25 min

Figure 1.5.52: HPLC trace of CM-2 using Injection method at 5 mL min, 60 °C, 0.3 MInjection,
HATU, DIPEA. Substituting 1:1 DMF:ACN for DMF.
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Continuous flow using Injection method, 1 fixed end, 1 adjustable end, immobilisedresin,
optimised conditions — Base Variation

Data File C:\CHEM32\1\DATA\28180124_ FLOWLOADING AND BASES 2018-81-24 11-988-38\013-8301.D
Sample Name: PS-6@8d-5ml-HATU-4-methylmorpholine

Acq. Operator  : SYSTEM
Acq. Instrument : LC126@
Injection Date : 1/24/2018 12:85:21 PM

Seq. Line : 3
Location : Vvial 13
Inj : ol
Inj Volume : 48.800 pl

: C:\CHEM32\1\DATA\208180124 FLOWLOADING AND BASES 2818-081-24 11-28-38\1@ TO
16e OVER 15 MINS 4eUL.M

Last changed 1 1/24/2018 11:85:08 AM by SYSTEM

Analysis Method C:\CHEM32\1\DATA\20180124 FLOWLOADING AND BASES 2018-81-24 11-@@-3@\1e TO
160 OVER 15 MINS 4@UL.M (Sequence Method)

2/9/2018 10:44:55 AM by SYSTEM

(modified after loading)

Acq. Method

Last changed

DADA A, Sig=254 4 Ref=360,100 (20180124_FLOWLOADING AND BASES 2016-01-24 11-00-301013-0301 D)
mAU o
100
20 ‘
] |
60
] |
40 |
]
209 | |
] | \ .
PN | RN A VP ¥ o NS =
T T T T
5 0 15 20 25 i
DAD1 C, Sig=214 4 Ref=360,100 (20180124_FLOWLOADING AND BASES 2018-01-24 11-00-300013-0301 D)
mAU o
2500 T
2000 ‘
1500 ‘ ‘
1000
500 | | g RIEY: £
\‘ + e ||o o 8 e
[ L e
——
5 10 15 20 25 mir

Figure 1.5.53: HPLC trace of PS-2 using Injection method at 5 mL min’, 60 °C, 0.3 M Injection, HATU,
4-methylmorpholine

Data File C:\CHEM32\1\DATA\20180124 FLOWLOADING AND BASES 2018-81-24 11-88-38\811-8181.D
Sample Name: PS-606d-5ml-HATU-2,4,6trimethyl

Acq. Operator : SYSTEM
Acq. Instrument : LC1260
Injection Date 1/24/2018 11:01:59 AM

Seq. Line : 3
Location : Vial 11
Inj: 1
Inj Volume : 16.860 pl

C:\CHEM32\1\DATA\20180124_FLOWLOADING AND BASES 2018-81-24 11-8@-30\10 TO
18@ OVER 15 MINS 19UL.M

1/24/2018 11:00:31 AM by SYSTEM

C:\CHEM32\1\DATA\ 20180124 FLOWLOADING AND BASES 2018-01-24 11-00-38\10 TO
108 OVER 15 MINS 18UL.M (Sequence Method)

Last changed : 2/9/2018 10:31:55 AM by SYSTEM

(modified after loading

Acq. Method

Last changed
Analysis Method

DADT A, Sig=254 4 Ref=360, 100 (20180124_FLOWLOADING AND BASES 2018-01-24 11-00-30011-0101.0}
i ———
|
‘ \
|
\
| |
‘ |
| ‘ a S \
| It e \
1 B
| M e svgged et \\
T T T T T
5 10 15 20 25 i
DADT C, Sig=214 4 Ref=360, 100 (20180124_FLOWLOADING AND BASES 2016-01-24 11-00-30\011-0101.D)
©
‘ -
]
@«
-
I| yf‘\ —_—
— dl T i
—— ¥
5 10 15 20 25 i

Figure 1.5.54: HPLC trace of PS-2 using Injection method at 5 mL min, 60 °C, 0.3 M Injection, HATU,
2,4,6-trimethylpyridine
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Data File C:\CHEM32\1\DATA\20180124 FLOWLOADING AND BASES 2818-81-24 11-989-38\912-0201.D
Sample Name: PS-68d-5ml-HATU-DBU

Acq. Operator @ SYSTEM Seq. Line : 2
Acq. Instrument : LC1268 Location : Vvial 12
Injection Date : 1/24/2618 11:33:37 AM Inj : 1

Inj Volume

: 40.000 pl

Acq. Method

Last changed
Analysis Method

Last changed

: C:\CHEM32\1\DATA\20180124_FLOWLOADING AND BASES 2018-01-24 11-80-3@\1@ TO
160 OVER 15 MINS 4eUL.M

: 1/24/2018 11:05:88 AM by SYSTEM

¢ C:\CHEM32\1\DATA\20188124 FLOWLOADING AND BASES 20618-01-24 11-86-3e\1@ TO
180 OVER 15 MINS 48UL.M (Sequence Method)

: 2/9/2018 10:44:16 AM by SYSTEM

(modified after loading)

DAD1 A, Sig=254 4 Ref=360,100 (20180124_FLOWLOADING AND BASES 2015-01-24 11-00-30012-0201.D)

mAL o
i ?|E
15 ‘
10 ‘
| e e
-~
5 | T
LA hon A —
." _——
0 i \Jl'\__w"-— — LA ~— gt
T T T T T
5 15 25 i
DAD1 C, Sig=214.4 Ref=360,100 (20180124_FLOWLOADING AND BASES 2016-01-24 11-00-301012-0201.D)
mAU &
2500 ﬁ
2000
1500
1000 |
w0 g
500 ‘p& o 5 I N
|frw & =5 8
0 el oo o e BR R v s w s —
—————————————————————————————
5 10 15 20 25 i

Figure 1.5.55: HPLC trace of PS-2 using Injection method at 5 mL min’%, 60 °C, 0.3 M Injection, HATU,

DBU

Data File C:\CHEM32\...TA\201801308 LKS_PS-RAM_FLOW COUPLING 2018-01-31 ©9-14-13\832-8201.D
Sample Name: PS-6@8d_5ml HATU load-dip_couple-246

Acq. Operator @ SYSTEM Seq. Line : 2
Acq. Instrument : LC126@ Location : Vial 32
Injection Date : 1/31/2818 9:48:44 AM Inj : 1

Inj Volume : 10.8806 pl

Acq. Method

Last changed
Analysis Method

Last changed

: C:\CHEM32\1\DATA\2018613@_LKS_PS-RAM_FLOW COUPLING 2218-81-31 @9-14-13\18

TO 1@ OVER 15 MINS 1eUL.M

: 1/31/2018 9:14:13 AM by SYSTEM
1 C:\CHEM32\1\DATA\201806138 LKS_PS-RAM_FLOW COUPLING 2818-81-31 ©89-14-13\10

TO 188 OVER 15 MINS 18UL.M (Sequence Method)

1 1/31/2018 11:43:41 AM by SYSTEM

DAD1 A, Sig=254.4 Ref=360,100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-31 09-14-13\032-0201.D}

mAU J o3
(E
CE
03
PE ‘
303 @
3 .
203 II %ﬁ‘%
3 @
103 \ ARS QI e S S
E S P —
T T T T T
5 1 20 25 i
DAD1 C, Sig=214 4 Ref=360,100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-31 09-14-131032-0201 D)
mAU = o
2500 3 5 N
2000 4 ‘
1500 3
1000 3 ‘ 2 ‘
- o
E o3 | 8
500 l 1 |
1 | L8
e A\ e o~ __n_J‘\\_.A‘M S e
T T T T T
5 10 15 20 25 i

Figure 1.5.56: HPLC trace of PS-2 using Injection method at 5 mL min’%, 60 °C, 0.3 M Injection, HATU,

First AA loaded with DIPEA, subsequent couplings with 2,4,6-trimethylpyridine
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Data File C:\CHEM32\...TA\2018@130_LKS_PS-RAM_FLOW COUPLING 2018-@1-30 08-45-42\031-0101.D
Sample Name: PS-6@d_5ml_HATU_ load-dip_couple-DBU

Acq. Operator  : SYSTEM Seq. Line : 1
Acq. Instrument : LC1266 Location : Vial 31
Injection Date : 1/36/2018 8:47:12 AM Inj : 1

Inj Volume : 26.000 pl
C:\CHEM32\1\DATA\20186130_LKS_PS-RAM_FLOW COUPLING 2018-81-30 @8-45-42\18
TO 186 OVER 15 MINS 28UL.M
Last changed 1 1/368/2018 8:45:43 AM by SYSTEM
Analysis Method : C:\CHEM32\1\DATA\28186130 LKS_PS-RAM FLOW COUPLING 2018-91-30 B88-45-42\18

TO 166 OVER 15 MINS 28UL.M (Sequence Method)

Acg. Method

Last changed 1 2/1/2618 12:53:25 PM by SYSTEM
DAD1 A, 5ig=254 4 Ref=360,100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-30 08-45-421031-0101 D)
mAL o
2] f
RE
L 2 .
15 ' o F{ﬁ‘_
] ~ @ T
107 | ||| |17 —
I I N e
= | | j 1% —
] | | | YY\ e \
] \ Sa A\ AN
- S s
T T T T T
5 0 15 20 25 i
DADT C, 5ig=214 4 Rei=360,100 (20180130_LKS_PS-RAM_FLOW COUPLING 2018-01-30 06-45-421031-0101.0)
mAl o &
2500 ﬁ
2000 3
1500 3 ‘
1000 3
| o™
1 B3
500 - | B e
] | T
1 M S—— B R
s = ——=—————————. e ——————
5 10 15 20 25 mi

Figure 1.5.57: HPLC trace of PS-2 using Injection method at 5 mL min’%, 60 °C, 0.3 M Injection, HATU,
First AA loaded with DIPEA, subsequent couplings with DBU
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Continuous flow using Injection method, 1 fixed end, 1 adjustable end, immobilisedresin,

optimised conditions — Coupling Reagent Variation

Data File C:\CHEM32\...180284 LKS_FLOW PEPTIDE BASE- COUPLE 20818-82-84 11-19-41\853-8361.D
Sample Name: PS 5mL 66d ©.3M TBTU Dip

Acg. Operator
Acq. Instrument
Injection Date

Acq. Method

Last changed
Analysis Method

Last changed

SYSTEM
LC126@
2/4/2018 12:24:00 PM

Seq. Line : 3
Location : Vial 53
Ind z 1
Inj Volume : 18.8680 pl
C:\CHEM32\1\DATA\20188204_LKS_FLOW PEPTIDE BASE- COUPLE 2818-82-84 11-19-41
Y10 TO 18@ OVER 15 MINS 18UL.M
2/4/2018 11:19:41 AM by SYSTEM
C:\CHEM32\1\DATA\ 20186204 _LKS_FLOW PEPTIDE BASE- COUPLE 2018-82-84 11-19-41
Y18 TO 18@ OVER 15 MINS 1eUL.M (Sequence Method)

: 2/9/2018 11:20:11 AM by SYSTEM

(modified after loading)

DADT A, Sig=254 4 Ref=360,100 (20180204_LKS FLOW PEPTIDE BASE- COUPLE 2018-02-04 11-19-411053-0301 D}
mAU ] o
80
p |
& rJ‘ |'|
D_:4A L, 2R J_M_JL"'J\_,“ e T \_‘7_?
T T T T T
5 15 20 25 i
DAD1 C, Sig=214 4 Ref=360,100 (20180204_LKS_FLOW PEPTIDE BASE- COUPLE 2016-02-04 11-19-411053-0301.0)
mAU > &
2500
2000
1500 ] ‘
1000
ol 8
5°° g\ £
|
04 e e —
e e — T —————
5 10 15 20 25 i

Figure 1.5.58: HPLC trace of PS-2 using Injection method at 5 mL min, 60 °C, 0.3 M Injection, TBTU,

DIPEA

Data File C:\CHEM32\...TA\2018813@ LKS_PS-RAM FLOW COUPLING 2018-81-31 ©9-14-13\833-8381.D
Sample Name: PS-6@d_5ml_Dip HBTU

Acq. Operator

SYSTEM Seq. Line : 3
Acq. Instrument : LC1266 Location : Vial 33
Injection Date 1/31/2018 19:20:09 AM Ing = 1
Inj Volume : 1@.e8@ pl

Acq. Method

Last changed

Analysis Method :

Last changed
i SR

: C:\CHEM32\1\DATA\28180138_LKS_PS-RAM FLOW COUPLING 2818-81-31 89-14-13\10
TO 188 OVER 15 MINS 18UL.M

1/31/2018 9:14:13 AM by SYSTEM

C:\CHEM32\1\DATA\20180130_LKS_PS-RAM_FLOW COUPLING 2018-81-31 @9-14-13\10
TO 188 OVER 15 MINS 18UL.M (Sequence Method)

1/31/2018 11:43:41 AM by SYSTEM
=254 4 R 100 (20180730_LKS_PS-RAM_FLOV

JUPLING 2018-01-31 09-14

mAL o
i
B
80
60
40 =
@
- 0 g
— ¥ B
20 ] i
2 o
<

orE O

mAU
2500

2000
1500 -
1000

500

Sig=214 4 R

10 18 20 25
30_LKS_PS-RAM_FLOV PLING 2016-01-31 09-14-13033-0301.0)

7554

8.744

5 10 15 20 25

miny

mir}

Figure 1.5.59: HPLC trace of PS-2 using Injection method at 5 mL min?, 60 °C, 0.3 M Injection, HBTU,

DIPEA
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Data File C:\CHEM32\...TA\28188138 LKS_PS-RAM FLOW COUPLING 2018-81-31 89-14-13\834-8481.D
Sample Name: P5-6@d_5ml_Dip_ HCTU

Acq. Operator
Acq. Instrument :
Injection Date

Acq. Method

Last changed
Analysis Method

Last changed

F DAD1 A, S
mAU
35

TEda520

o
2.969

T
mAU a
2500 b 2

2000
1500
1000 -

500

2967

Figure 1.5.60: HPLC trace of PS-2 using Injection method at 5 mL min’, 60

DIPEA

: SYSTEM

LC1268

1 1/31/2818 10:51:34 AM

Seq. Line :

Location
Inj :

Inj Volume :

: vial 34
1
10.000 pl

: C:\CHEM32\1\DATA\20180130_LKS_PS-RAM_FLOW COUPLING 2018-91-31 ©5-14-13\10

TO 1ee OVER 15 MINS 18UL.M

1 1/31/2818 9:14:13 AM by SYSTEM
1 C:\CHEM32\1\DATA\20188138_LKS_PS-RAM_FLOW COUPLING 2818-81-31 ©9-14-13\18

TO 1e@ OVER 15 MINS 1@UL.M (Sequence Method)
1/31/2018 11:43:41 AM by SYSTEM

54 4 Ref LKS_PS-RAM_FLOW COUPLING 2018-01-3

-
&
iy
-

25 min

15 20
JPLING 2018-01-31 06-14-131034-0401 D)

3
&
B3

=

. B.743

5 10 15 20 25 mir|

Data File C:\CHEM32\...1882@4_LKS_FLOW PEPTIDE BASE- COUPLE 2018-02-04 11-19-41\854-0401.D

Sample Name: PS 5SmL 68d @.3M DiC-HOBt Dip

Last changed
Analysis Method :

Last changed

Acq. Operator : SYSTEM Seq. Line : 4
Acqg. Instrument : LC1268 Location : vial 54
Injection Date : 2/4/2818 12:55:27 PM Inj : 1
Inj Volume : 18.000 ul
Acq. Method : C:\CHEM32\1\DATA\20186204 LKS_FLOW PEPTIDE BASE- COUPLE 2018-82-84 11-19-41

\le TO 1@e OVER 15 MINS 18UL.M

1 2/4/2018 11:19:41 AM by SYSTEM

C:\CHEM32\1\DATA\ 20186284 _LKS_FLOW PEPTIDE BASE- COUPLE 2018-82-84 11-19-41
\1e TO 180 OVER 15 MINS 18UL.M (Sequence Method)

1 2/9/2018 11:26:11 AM by SYSTEM

(modified after loading)

25 {

DAD1 A, Sig=254 4 Ref=360,100 (20130204_LKS_FLOW PEPTIDE BASE- COUPLE 2018-02-04 11-19-411054-0401.D)

1 pplE———

i o
I S 1, B Ot L lJL_' = \

25 mi

5 15 20
DAD1 C, Sig=214 4 Ref=360,100 (20180204_LKS_FLOW PEPTIDE BASE- COUFLE 2018-02-04 11-19-41\054-0401 D)

2500

2000

1500

1000

500

5 10 15 20 25 i

Figure 1.5.61: HPLC trace of PS-2 using Injection method at 5 mL min™, 60 °C, 0.3 MInjection,

HOBt/DIC, DIPEA

°C, 0.3 M Injection,HCTU,
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1.6 Copies of HPLC traces of final products

Figure 1.6.1: HPLC trace of 2 using PS-RAM

Figure 1.6.2: HPLC trace of 2 using CM-RAM
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Data File C:\CHEM32\1\DATA\20180221 DEPROTECTTRITYL CHECKS 2818-02-21 17-24-57\@33-83e1.D
Sample Name: PS_Cys-end_Hex

Acq. Operator : SYSTEM Seq. Line : 3
Acq. Instrument : LC1268 Location : vial 33
Injection Date : 2/21/2018 6:29:16 PM Inj : 1

Inj Volume : 10.0@@ pl

Acq. Method : C:\CHEM32\1\DATA\20180221 DEPROTECTTRITYL CHECKS 2018-82-21 17-24-57\18 TO

180 OVER 15 MINS 1@UL.M
Last changed : 2/21/2018 5:24:59 PM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\20180221_DEPROTECTTRITYL CHECKS 2018-02-21 17-24-57\10 TO

16@ OVER 15 MINS 18UL.M (Sequence Method)
Last changed 1 3/19/2018 2:55:3@ PM by SYSTEM
(modified after loading)

DAD1 A, Sig=254,4 Ref=360,100 (20180221_DEPROTECT TRIT YL CHECKS 2018-02 21 1724 570330301 .0)
i s ‘f
| ‘
: &
€| s 87
] | @ ﬂ
| = ; |I|II “"‘l: i -
\ VA - .
'\_'__F_ ﬂ'J_H\JI\m_.u WAl ~—
T T T T T
5 10 25 mil
DAD1 C, Sig=214,4 Ref=360,100 (20180221_DEPROTECT TRITYL CHECKS 2018-02-21 17-24-57\033-0301.0)
mAU o 4
2500 §
2000 ]
E s
1500 3 .
10003 | |
3 an
-] || #]lz &
EI AW ¥\ A
o3 : N 1 — _
e e ] T T
5 10 15 20 25 mil

Figure 1.6.3: HPLC trace of 4 using PS-RAM
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Data File C:\CHEM32\1\DATA\20186221 DEPROTECTTRITYL CHECKS 2018-62-21 17-24-57\834-8401.D
Sample Name: CM_Cys-end_Hex

Acq. Operator : SYSTEM Seq. Line : 4
Acq. Instrument : LC1260 Location : Vial 34

Injection Date

2/21/2018 7:60:40 PM Ing: & 1
Inj Volume : 18.800 pul

Acq. Method : C:\CHEM32\1\DATA\201806221 DEPROTECTTRITYL CHECKS 2018-82-21 17-24-57\16 TO
186 OVER 15 MINS 18UL.M
Last changed : 2/21/2018 5:24:59 PM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\206180221_ DEPROTECTTRITYL CHECKS 2018-82-21 17-24-57\16 TO

Last changed

180 OVER 15 MINS 18UL.M (Sequence Method)
3/19/2018 2:55:30 PM by SYSTEM
(modified after loading)

DAD1 A, Sig=254.4 Ref=360,100 (20180221_DEPROTECTTRITYL CHECKS 2018-02-21 17-24-5T\034-0401.D)
mAl J L
E %
25
20 —; E
] w 4
15 2 8
E H B |
" ﬂ s ) ;
5 | i I I i
1 T | ki
S b b el e
il'x 1b 1|5 I{] 2‘5 mi
DAD1 C, Sig=214,4 Ref=360,100 (20180221_DEPROTECTTRITYL CHECKS 2018-02-21 17-24-571034-0401.D)
mAU b
2500
2000
1500 I
1000 =
] 8
] @« w0
500 | "h‘ i
] o
D—:—‘J ll‘_'_,m_._tl'y___—n_.&_'_,-‘_.._ i BE s O R
— T —————T— | — T
5 10 15 20 25 mil

Figure 1.6.4: HPLC trace of 4 using CM-RAM
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Data File C:\CHEM32\1\DATA\201808222_ NEW DEPROTECT RUNS 2018-82-22 16-26-42\809-8961.D
Sample Mame: PS_AspGlyPheTyr(Tbu)Ser(tbu)_Hexextract

Acq. Operator : SYSTEM Seq. Line : 9
Acg. Instrument : LC126@ Location : Vvial 9
Injection Date : 2/22/2018 8:39:17 PM Inj : ;3
Inj Volume : 18.06@ pl
Acq. Method : C:\CHEM32\1\DATA\208186222_NEW DEPROTECT RUNS 2018-82-22 16-26-42\18 TO 168
OVER 15 MINS 18UL.M
Last changed 1 2/22/2018 4:26:43 PM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\2@186222 NEW DEPROTECT RUNS 2018-82-22 16-26-42\18 TO 10
OVER 15 MINS 1@UL.M (Sequence Method)

Last changed : 3/19/2018 2:50:39 PM by SYSTEM
(modified after loading)

DAD1 A, Sig=254 4 Ref=360,100 (20180222_NEW DEPROTECT RUNS 2018-02-22 16-26-42009-0901.D)

mAU 2 o
i
35
30
25

8753

1 w
0 ‘ a2
-

% | 12 R
W — e

]
T T T I NI
1

5 20
DAD1 C, Sig=214.4 Ref=360,100 (20180222_NEW DEPROTECT RUNS 2018-02-22 16-26-42\009-0901.D)

8
dli b b b by b |

L
—
3
=

| [=8752

[l

Figure 1.6.5: HPLC trace of 5 using PS-RAM

Data File C:\CHEM32\1\DATA\20180215_PEPTIDE COLLECTION_TFA 2018-82-15 10-55-10\009-0401.D
Sample Name: CM_AspGlyPheTyr(tbu)Ser(tbu)_TFA

Acq. Operator : SYSTEM Seq. Line : 4
Acq. Instrument : LC1260 Location : Vial 9
Injection Date : 2/15/2018 12:30:59 PM Inj : 1
Inj Volume : 10.000 ul
Acq. Method : C:\CHEM32\1\DATA\20180215_PEPTIDE COLLECTION_TFA 2018-02-15 10-55-1@\1@ TO

Last changed

Analysis Method :

Last changed

1ee OVER 15 MINS 1@UL.M
: 2/15/2018 10:55:11 AM by SYSTEM
C:\CHEM32\1\DATA\20180215_PEPTIDE COLLECTION_TFA 2018-02-15 10-55-18\10 TO
100 OVER 15 MINS 1@UL.M (Sequence Method)
: 3/19/2018 2:58:20 PM by SYSTEM

(modified after loading)

DADT A, Sig=254 4 Ref=360,100 (20180215_PEPTIDE COLLECTION_TFA 2018-02-15 10-55-10\009-0401.D)
mAU ] |3
40 ;
] T 3
B <
30 ¥
] ~ l
20+ '*1
] q “ 3
] ol
10 ‘ 05
] il\ C1) e - R
] | \ ) R Sk
od—ll N A A A e ——
4 T T T — T T T T T T T T ™ T T T i T — ™ T T T T
5 20 25 mir{
DADI C, Sig=214 4 Ref=360, 100 (20180215_PEPTIDE COLLECTION_TFA 2018-02-15 10-55-10\009-0401.D)
mAU ] EE
2500 f
20004 "
1500 l 3
] | <
1 -
1000 ‘ |
500 | f
03—l — S s
— T ——————
5 10 15 20 25 mir{

Figure 1.6.6: HPLC trace of 5 using CM-RAM
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Data File C:\CHEM32\1\DATA\20180222_ NEW DEPROTECT RUNS 2018-82-22 16-26-42\087-8701.D
Sample Name: PS_AspGlyPheTyr(Tbu)His(Trt)_Hexextract

Acq. Operator : SYSTEM Seq. Line : T
Acg. Instrument : LC1260 Location : vial 7
Injection Date : 2/22/2818 7:36:34 PM Inj : 1
Inj Volume : 16.000 ul
Acg. Method ¢ C:\CHEM32\1\DATA\20186222 NEW DEPROTECT RUNS 2818-82-22 16-26-42\10 TO 186
OVER 15 MINS 18UL.M
Last changed : 2/22/20818 4:26:43 PM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\20180222 NEW DEPROTECT RUNS 2018-82-22 16-26-42\1¢ TO 1ee
OVER 15 MINS 18UL.M (Sequence Method)

Last changed 1 3/19/2@18 2:50:39 PM by SYSTEM
(modified after loading)

DAD1 A, Sig=254 4 Ref=360,100 (20180222_NEW DEPROTECT RUNS 2015-02-22 16-26-42\007-0701.D)

== B.760
282

=g

|

| || I II\IGI’ _)__—/{’ %
1, ,u_\.pq__ﬂ_z.__.._ T e .

5 1 20 25 m
DAD1 C, Sig=214 4 Ref=360,100 (20180222_NEW DEPROTECT RUNS 2018-02-22 16-26-42\007-0701.0)
mAU o
2500 ?
2000—5
E 2
1500 | %
1000%
500% 8
1 @
A
04 5 S —
—TY T
5 10 15 20 25 mi
Figure 1.6.7: HPLC trace of 6 using PS-RAM
Data File C:\CHEM32\1\DATA\20188222_NEW DEPROTECT RUNS 2018-82-22 16-26-42\008-8881.D
Sample Name: CM_AspGlyPheTyr(Tbu)His(Trt)_Hexextract
Acq. Operator @ SYSTEM Seq. Line : 8
Acg. Instrument : LC1266 Location : Vvial 8
Injection Date : 2/22/2818 8:87:56 PM Inj : a1
Inj Volume : 16.000 ul
Acq. Method : C:\CHEM32\1\DATA\20180222 NEW DEPROTECT RUNS 2818-82-22 16-26-42\19 TO 180
OVER 15 MINS 1@UL.M
Last changed : 2/22/2018 4:26:43 PM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\2@180222_NEW DEPROTECT RUNS 2018-82-22 16-26-42\1@ TO 1@e
OVER 15 MINS 18UL.M (Sequence Method)

Last changed : 3/19/2018 2:50:39 PM by SYSTEM
(modified after loading)

DAD1 A, Sig=254 4 Ref=360,100 (20180222_NEW DEPROTECT RUNS 2018-02-22 16-26-421008-0801.0)
@

4.080

1]
—8.756

3 i
HI | VST | ¥ O SRS L
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5 20
DAD1 C, Sig=214 4 Ref=360,100 (20180222_NEW DEPROTECT RUNS 2018-02-22 16-26-42\008-0801.D)
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Figure 1.6.8: HPLC trace of 6 using CM-RAM
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Data File C:\CHEM32\1\DATA\20180222 NEW DEPROTECT RUNS 2018-02-22 16-26-42\@12-1101.D
Sample Name: PS_Lge-Scale_AspGlyPheTyr(Bz)Ala

Acq. Operator
Acq. Instrument
Injection Date

Acq. Method

Last changed
Analysis Method

Last changed

SYSTEM Seq. Line : 11
LC1268 Location : vial 12
2/22/2018 9:42:06 PM - & 1

Inj Volume : 16.800 pl

: C:\CHEM32\1\DATA\2@180222 NEW DEPROTECT RUNS 2018-82-22 16-26-42\1@ TO 1ee

OVER 15 MINS 18UL.M

: 2/22/2018 4:26:43 PM by SYSTEM

C:\CHEM32\1\DATA\201808222_NEW DEPROTECT RUNS 2818-82-22 16-26-42\18 TO 16@
OVER 15 MINS 18UL.M (Sequence Method)

3/19/2018 2:50:39 PM by SYSTEM

(modified after loading)

DAD1 A, Sig=254.4 Ref=360,100 (20180222_NEW DEPROTECT RUNS 2018-02-22 16-26-42\012-1101.0)

Figure 1.6.9: HPLC trace of 7 using PS-RAM

Data File C:\CHEM32\1\DATA\28180222_NEW DEPROTECT RUNS 2018-82-22 16-26-42\013-1201.D
Sample Name: CM_Lge-Scale_AspGlyPheTyr(Bz)Ala

Acq. Operator  : SYSTEM Seq. Line : 12
Acq. Instrument : LC1268 Location : Vial 13
Injection Date : 2/22/2018 16:13:31 PM Ing 2 1

Inj Volume : 16.806 pl

Acq. Method

Last changed

Last changed

C:\CHEM32\1\DATA\20180222_NEW DEPROTECT RUNS 2018-82-22 16-26-42\10 TO 160
OVER 15 MINS 18UL.M

1 2/22/2018 4:26:43 PM by SYSTEM
Analysis Method :

C:\CHEM32\1\DATA\20188222 NEW DEPROTECT RUNS 2018-82-22 16-26-42\18 TO 188
OVER 15 MINS 18UL.M (Sequence Method)

: 3/19/2018 2:50:39 PM by SYSTEM

(modified after loading)

— 1.834

10 |

ST, Vo S SN 3

DAD1 A, Sig=254 4 Ref=360,100 (20180222_NEW DEPROTECT RUNS 2018-02-22 16-26-42\013-1201 D)
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DAD1 C, Sig=214.4 Ref=360,100 (20180222_NEW DEPROTECT RUNS 2018-02-22 16-26-42013-1201.D)

381

m_
=
=
2
)

i

Figure 1.6.10: HPLC trace of 7 using CM-RAM
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Data File C:\CHEM32\1\DATA\20180327 ACP PEPTIDE 2018-83-27 11-31-48)\663-8301.D
Sample Name: PS_ACP

Acqg. Operator : SYSTEM
Acq. Instrument : LC1268
Injection Date : 3/27/2818 12:35:86 PM

Seq. Line : 3
Location : Vial 63
Inj : 1
Inj Volume : 68.080 pl
: C:\CHEM32\1\DATA\20180327_ACP PEPTIDE 2018-83-27 11-31-4@\10 TO 6@ OVER 15
MINS 1560 X 4.6MM 6@UL.M
Last changed 1 3/27/2018 11:44:17 AM by SYSTEM
Analysis Method : C:\CHEM32\1\DATA\20180327_ACP PEPTIDE 2018-83-27 11-31-4@\10 TO 6@ OVER 15
MINS 158 X 4.6MM 6@UL.M (Sequence Method)
: 4/3/2018 9:08:17 AM by SYSTEM
(modified after loading)

Acq. Method

Last changed

DAD1 A, Sig=254,4 Ref=360,100 (20180327_ACP PEPTIDE 2018-03-27 11-31-40\063-0301.D)

mAl
7
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oy |
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Figure 1.6.11: HPLC trace of ACPgs.74 using PS-RAM

Data File C:\CHEM32\1\DATA\20180327_ACP PEPTIDE 2018-83-27 11-31-40\064-0401.D
Sample Name: CM_ACP

Acq. Operator  : SYSTEM
Acq. Instrument : LCl26@
Injection Date : 3/27/2018 1:06:27 PM

Seq. Line : 4
Location : Vial 64
Inj 1 1
Inj Volume : 606.808 pl
: C:\CHEM32\1\DATA\20180327_ACP PEPTIDE 2018-©3-27 11-31-40\1@ TO 6@ OVER 15
MINS 158 X 4.6MM 6eUL.M
Last changed 1 3/27/2018 11:44:17 AM by SYSTEM

Analysis Method : C:\CHEM32\1\DATA\26186327_ ACP PEPTIDE 2618-83-27 11-31-4@\1e TO 68 OVER 15

MINS 158 X 4.6MM 66UL.M (Sequence Method)
1 4/3/2018 9:10:07 AM by SYSTEM
(modified after loading)

Acg. Method

Last changed

DADT A, Sig=254 4 Ref=360,100 (20180327_ACP PEPTIDE 2018-03-27 11-31-40\064-0401 D)
mAl o
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Figure 1.6.12: HPLC trace of ACPgs.74 using CM-RAM
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Data File C:\CHEM32\1\DATA\28180214 PEPTIDE SEQUENCES_TFA 2018-02-14 16-45-87\014-1301.D

Sample Name: PS_GHRH

Acq. Operator

1 SYSTEM Seq. Line : 13
Acg. Instrument : LC1260 Location : vial 14
Injection Date : 2/14/2018 11:83:13 PM Inj : 1

Acqg. Method

Last changed
Analysis Method

Last changed

Inj Volume : 16.06@ pl

: C:\CHEM32\1\DATA\20180214 PEPTIDE SEQUENCES_TFA 2018-82-14 16-45-87\18 TO

18@ OVER 15 MINS 1@uL.M

2/14/2018 4:45:08 PM by SYSTEM

C:\CHEM32\1\DATA\20180214 PEPTIDE SEQUENCES_TFA 2018-02-14 16-45-87\1@ TO
1ee@ OVER 15 MINS 1@UL.M (Sequence Method)

: 4/3/2018 9:14:25 AM by SYSTEM

(modified after loading)

DAD1 A, Sig=254 4 Ref-360,100 (20180214_PEPTIDE SEQUENCES_TFA 2018-02-14 16-45-07\014-1301.0)
mAU
40
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Figure 1.6.13: HPLC trace of GHRH Analogue using PS-RAM
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Data File C:\CHEM32\1\DATA\20186214_ PEPTIDE SEQUENCES_TFA 2018-82-14 16-45-87\015-1401.D

Sample Name: CM_GHRH

Acq. Operator

Acq. Instrument :
1 2/14/2018 11:34:38 PM

Injection Date
Acq. Method

Last changed
Analysis Method

Last changed

SYSTEM Seq. Line : 14

LC1268 Location : vial 15
Inj = 1

Inj Volume : 16.060 pl

: C:\CHEM32\1\DATA\20180214 PEPTIDE SEQUENCES_TFA 2018-82-14 16-45-87\18 TO

1e@ OVER 15 MINS 1eUL.M

2/14/2018 4:45:88 PM by SYSTEM

C:\CHEM32\1\DATA\20180214_ PEPTIDE SEQUENCES_TFA 2018-02-14 16-45-87\1@ TO
16@ OVER 15 MINS 1@UL.M (Sequence Method)

: 4/3/2018 9:16:02 AM by SYSTEM

(modified after loading)

mAU
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=1
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Figure 1.6.14: HPLC trace of GHRH Analogue using CM-RAM
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1.7

20180117_AspGlyPheBzTyrAla_7_6_mins 44 (0.371) Cm (16:100)
100, 620

Copies of mass spectra of final products

MS2ES+

8.60e7

Figure 1.7.1: LRMS of 2

Elemental Composition Report Page 1
Single Mass Analysis
Tolerance = 50.0 PPM / DBE: min = 0.0, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT = 3
Monoisotopic Mass, Even Electron lons
8 formula(e) evaluated with 4 results within limits (all results (up to 1000) for each mass)
Elements Used:
C:30-40 H:40-45 N:5-10 O:7-10
20180320_Lawson_1 25 (0.455) 1: TOF MS ES+
6.62e+002
100— 661.2986
%] 562.2986
] 662.0576 Se3:3117 665.9006
658.6347 59730 ©B01829  g5p 517 : 662.6962 664.0956564.3104664.5173 6655147 %5 )
L e e e B s I e e e TR o B e e e o i s o e B 11 -4
658.00 659.00 660.00 661.00 662.00 663.00 664.00 665.00 666.00
Minimum: 0.0
Maximum: 5.0 50.0 50.0
Mass Calc. Mass mDa PPM DEE 1-FIT 1-FIT (Norm) Formula
661.2986 661.2986 0.0 0.0 175 54.5 0.5 C34 H41 N6 08
661.3098 -11.2 -16.9 17.5 55.0 1.1 C33 H41 N8 07
661.3197 -21.1 -31.9 1205 56.6 2. C31 H45 N6 010
661.3310 -32.4 -49.0 12.5 57.9 4.0 C30 H45 N8 09

Figure 1.7.2: HRMS of 2
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20180227_LKS_cys-end_4-66mins 19 (0.160) Cm (17:104)
1004

[M+H]

MS2 ES+
6757

"r*)j\/ H/\u n\(\uJ\/ "

Hn\ﬂ/ o ©/ :

o]
Chemical Formula: CorHsNgOgS

/uu-

SH

Molecular Welght: 602.6593
=]
603.1)
626.0
1 11.1
4892
232 4143 6482
41 526.3
2, o2 %72 3291/3]“ k‘s?“ L;Jh
o L | 586.1 6690
L A Lot BT N ) I.d k Jll.. % kl L Lead "y mz
ﬁ 100 180 200 20 aon | amn | oann 450 AOn | RRN | AON RO 700 | 7A0 A0N &% a0 GAN 1000 | 40AN 1108 | 11A0 | 1200 | 1980 1300 13A0 1400 1480
Figure 1.7.3: LRMS of 4
Elemental Composition Report Page 1
Single Mass Analysis
Tolerance =50.0 PPM / DBE: min =0.0, max =50.0
Element prediction: Off
Number of isotope peaks used for i-FIT = 3
Monoisotopic Mass, Even Electron lons
23 formula(e) evaluated with 4 results within limits (all results (up to 1000) for each mass)
Elements Used
C:25-30 H:35-37 N:5-10 0O:7-10 S:0-2
20180320_Lawson_7 38 (0.689) 1: TOF MS ES+
4 5Ge+002
100— 604.2090
0‘4,7
] 603.2242 605.2164
] 599.7335 602.2108 606.2165 57 9631 612.5161
o 598?010 598.9049 # £zl | TR 6{]99147610,|1?82 611.§470 - ;
I . ) G ] . ) e s S . e ) ) o e e v e | P2
596.0 598.0 600.0 602.0 604.0 606.0 608.0 610.0 612.0
Minimum: 0.0
Maximum: 5.0 50.0 50.0
Mass Calc. Mass mDa PEM DBE i-FIT i-FIT (Norm) Formula
603.2242 603.2237 0.5 0.8 13.5 52.5 1.1, €27 H35 N6 08 S
603.2349 -10.7 -17.7 13.5 52.7 1.3 C26 H35 N8 07 8
603.2415 -17.3 -28.7 13.5 53.0 1.5 €27 H35 N6 010
603.2527 -28.5 -47.2 13.5 53.4 1.9 C26 H35 N8 09

Figure 1.7.4: HRMS of 4
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20180227_LKS_Ser-end_4-47mins 21 (0.177) Cm (19:62) MS2ES+
100 588.1 9.307

5871

M+H]

Ghemical Formula: Cz7Hz4NgOg
Molecular Weight: 586.5937

B10.1
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6313
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1o 234 (7
1
1021 191 ”322179 bes3 arg1 3902 1363 ﬂ”‘““ 7671
193 #10 i 5704 6540 a2
a L A‘.x 1T L.ILLL . | | Wy L Loy N A o "
T 1 7SS S A 0+ S - S S04 4040 1 0 M by
Figure 1.7.5: LRMS of 5
Elemental Composition Report Page 1
Single Mass Analysis
Tolerance =50.0 PPM [/ DBE: min = 0.0, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT =3
Monoisotopic Mass, Even Electron lons
21 formula(e) evaluated with 8 results within limits (all results (up to 1000) for each mass)
Elements Used:
C:25-30 H:30-40 N:5-10 0O:5-10
20180320_Lawson_5 74 (1.314) 1: TOF MS ES+
3.14e+003
100+ 588.2311
%_
b 587.2461 589.2360
| 590 2359
o 504 8969 535 2301 588 0398 588 5274 | 591 2477591.6111 502 9041 593.3194 5947131 e
i [ T e e T e e P e R L e e T T e e e LR e e T e R e T e T L e
5850 5B6.0 587.0 588.0 589.0 590.0 5910 5920 5830 594 0 5950
Minimum: 0.0
Maximum: 5.0 50.0 50.0
Mass Calc. Mass mDa PPM DBE i-FIT i-FIT (Norm) Formula
587.2461 587.2479 -1.8 -3.1 18.5 86.2 2.0 C28 H31l N10 05
587.2367 9.4 16.0 18.5 86.2 2.0 C29 H31 N8 06
587.2254 20.7 35.2 18.5 86.2 2.0 €30 H3I1 Ne 07
587.2466 -0.5 -0.9 13.5 86.3 2.1 €27 H3I5 Ne& 09
587.2214 24.7 421 14.5 86.3 2.1 €25 H31 N8 09
587.2578 -11.7 -19.9 13.5 86.3 2.1 C26 H3s N8 08
587.2730 -26.9 -45.8 17.5 86.3 2.1 C30 H3s N8 05
587.2690 -22.9 -39.0 13.5 86.4 2.2 C25 His N10 07

Figure 1.7.6: HRMS of 5
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20160227_LKS_His-end_4-Omins 9 (0.834) Cm (15:106)

100

Figure 1.7.7: LRMS of 6

6381

6372 ||
Y

639.1
7

859.1

Chemical Formula: CggHagNgOg
Molecular Weight: 836.6556

Elemental Composition Report Page 1
Single Mass Analysis
Tolerance = 50.0 PPM / DBE: min = 0.0, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT = 3
Monoisotopic Mass, Even Electron lons
23 formula(e) evaluated with 7 results within limits (all results (up to 1000) for each mass)
Elements Used:
C:30-35 H:30-40 N:5-10 0O:5-10
20180320_Lawson_4 230 (4.044) 1: TOF MS ES+
3.06e+002
i 638.2584
% 639.2586
i 637.2728
1 03130 0 00881 631.8049  634.8574 a5 gam 540-‘2533 640.8852  B42.8772 g4y 0300645 5459
0 Pt il B b i el Bl b oo i ebeopooiile gl ncr el e T YT oo e SRR REET e iks
T Lo L A R L
628.0 630.0 632.0 634.0 636.0 638.0 640.0 642.0 644.0 646.0
Minimum: 0.0
Maximum: 5.0 50.0 50.0
Mass Calc. Mass mDa PPM DEE e FAT i-FIT (Norm) Formula
637.2728  637.2635 9.3 14.6 21.5 95.1 1 C32 H3I3 N10 05
637.2523 20.5 32.2 21.5 95.1 1.8 C33 H33 N8 06
637.2622 10.6 16.6 16.5 95.2 1.8 C31 H37 Ne 09
637.2411 31.7 49.7 21.5 95.4 2.0 C34 H33 Ne 07
637.2734 -0.6 -0.9 16.5 95.4 2.0 C30 H37 N8 08
637.2775 -4.7 -7.4 20.5 95.4 2.0 C35 H37 Ne 06
637.2887 -15.9 -25.0 20.5 95.8 2 C34 H37 N8 O5

Figure 1.7.8: HRMS of 6
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20180227_LKS_Ige scale_d-37mins 11 (0.003) Cm:(Q:74)

MS2 ES+

100 5723 467e7
[M +H]
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Chemical Formula: Cz7HgsNgOg
Molecular Weight: 570.5343
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Figure 1.7.9: LRMS of 7
Elemental Composition Report Page 1
Single Mass Analysis
Tolerance = 50.0 PPM / DBE: min = 0.0, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT = 3
Monoisoctopic Mass, Even Electron lons
20 formula(e) evaluated with 6 results within limits (all results (up to 1000) for each mass)
Elements Used:
C:25-30 H:30-40 N:5-10 0:5-10
20180320_Lawson_6 120 (2.122) 1: TOF MS ES+
1.36e+003
100— 572.2394
%— 571.2515
b 573.2423
1 574.2453
5691732 569 9384 | 5752411 576.8390577.1520  578.4556 579.412257'5’-33'1:1 A
T e e e g e e e e e e T e e ] e e e e
568.0 569.0 570.0 571.0 572.0 573.0 574.0 575.0 576.0 877.0 578.0 579.0 580.0
Minimum: 0.0
Maximum: 5.0 50.0 50.0
Mass Calc. Mass mDa PPM DBE i-FIT i-FIT (Norm) Formula
571.2515 571.2417 9.8 17.2 18.5 89.8 1.7 C29 H31 N8 O5
571.2305 21.0 36.8 18.5 89.9 1.7 C30 H21 N6 06
571.2516 -0.1 -0.2 13.5 90.0 1.8 €27 H35 N6 08
571.2265 25.0 43.8 14,5 80.0 1.8 C25 H31 N8 08
571.2629 -11.4 -20.0 13.5 80.0 1.8 C26 H35 N8 07
571.2741 -22.6 -39.6 13.5 90.2 2.0 C25 H35 N10 O6

Figure 1.7.10: HRMS of 7
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20180227_LKS_ACP_6-66mins 75 (0.632) Cm (17:104)
100- 644
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Figure 1.7.11: LRMS of ACPss.74

MS2 ES+
46687

[M +H +Nal*
oj/m-u2
0 L/ Ho)k 0
HQ Y /\l
[M+2Na] /g
5541
Chemical Formula: C47H75N3045

» Molecular Weight: 1062.1765

Elemental Composition Report Page 1
Single Mass Analysis
Tolerance = 50.0 PPM / DBE: min =0.0, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT =3
Monoisotopic Mass, Even Electron lons
44 formula(e) evaluated with 9 results within limits (all results (up to 1000) for each mass)
Elements Used:
C:46-48 H:70-80 N:10-20 O:10-20
20180320_Lawson_2 355 (6.221) 1: TOF MS ES+
2 11e+002
i 1063 5441
i 1064 5297
%7 1062 5565
] 1065 5576
1057339 10506229 10602450 . ., 1066,6940 106821511068.6427 10707455 18
P o e R W o R 5 L 0 ) P 5, 2 - e =
1058.0 1060.0 10620 1064.0 1066.0 1068.0 1070.0 1072.0
Minimum 0.0
Maximum 5.0 50.0 50.0
Mas= Calc. Mass mDa PEM DEE i-FIT i-FIT (Norm) Formula
1062.5565 1062.5472 5.3 6.8 16.5 36.2 1 C48 H76 HN11 0Ole
1062.5597 -3.2 -3.0 21.5 36.2 1.9 c48 H72Z N17 011
1062.5584 o 1.8 16.5 36.3 2.0 Cc47 H76 N13 Q15
1062.5220 34.5 32.5 17.5 36.3 2.0 C46 H72 N13 0le
1062.5710 -14.5 -13.6 21.5 36.4 2] C47 H72 HN15 0l0
1062.5696 -13.1 -12.3 16.5 36.5 2.2 C46 H76 N15 (Ql4
1062.5108 45.7 43.0 17.5 36.5 G G C47 H72 HN11 017
1062.5948 -38.3 -36.0 Ih.5 2 e 2.8 C48 HB0 N13 014
1062.6060 -49.5 -46.6 15.5 37.5 3.2 C47 HBO N15 013

Figure 1.7.12: HRMS of ACPgs.74
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20180227_LKS_GHRH_8-37min 34 (0.267) Cm (33:99)
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