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Chemical Structures of OT, OT agonists 1—8
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Conformational Analysis of OT Backbones

To understand the source of enhancement of potency and metabolic stability of new analogues discovered in our lab relative to native oxytocin an in-Silico molding was applied. Our lab discovered that replacement of native oxytocin S-S bridge with lactam bridge (-CO-NH-) in oxytocin resulted in retention of activity and selectivity for OTR (Table 1). In addition, Gly9-NH2 was replaced by Gly9-Ser10(O-beta-DGlucose)-NH2. As prototype study three of the oxytocin analogues (Table 1), native oxytocin, compound 1 and compound 8 were studied by conformational search using LowModeMD method available in MOE software.1 (Fig. 1 and Table X1 in Supplements).




Figure 1: Classes of intramolecular hydrogen bonds present in the macrocycle ring of the various analogues of oxytocin compounds.

The 4 atoms involvement HB labeled β-Type-I. Others with one HB (2 atoms) is labeled as β -Type-II if only Tyr2-CO and Asn5-NH are involved and β-Type-III if only Tyr2-NH and Asn5-CO are involved.
The main IMHB β-Type-I, which is conserved in native oxytocin structure and represent a bioactive conformation of the macrocycle structure of oxytocin. Based on active analogues of oxytocin, the highest population of β-Type-I and its intermediates β-Type-II and β- Type-III were used as a marker for potential bioactivity of compound under investigation. The potential contributions of the three IMHBs goes as β-Type-I> and β-II>> than β-Type-III.

Results of trajectory analyses of various analogues of oxytocin bridged by S-S or lactam groups are listed in Table I. All the 3 structures were studied by LowModeMD and their conformational structures of their macrocycles were analyzed for the population of the 3 types of IMHBs.
	Entry (Table 1)
	Compound
	β-I %
	β -II %
	β -III %
	Bridge
	Ring size

	1(OT)
	Oxytocin
	13
	7
	4
	S-S
	20

	2 (1)
	Oxy-c[Asp1-Dap6]-NH2
	7
	10
	2
	Lactam
	20

	3 (8)
	OxySS-6-c[Glu1-Dap6]-Pro7-Aib8-Gly9-Ser10(BDG)-NH2
	17
	12
	6
	Lactam
	21


Table 1: Structures and populations of IMHBs of compounds investigated in this study.
First compound (entry 1) was native oxytocin, and second compound (entry 2) is the active lactam version of oxytocin which was also reported in literature as active analogues of native oxytocin (1). Compound in entry 2 showed low retention of conformational profile relative to oxytocin with about 50% less than oxytocin in β-Type-I and its bioactivity was less than native oxytocin (Table 1). These results indicated substitution of S-S-bridge of native oxytocin with lactam bridge and conserved ring size to 20 members resulted in some reduction in its conformational profile with decrease in β-Type-I and retention in other two HBs and these changes may be reflected on the biological potency (Table 1) of entry 1 compound.

The structure in entry 3 is discovered in our lab with super potent agonist oxytocin analogue with three new features including ring size of 21 members instead of classical 20 members of S-S bridge of oxytocin and substitution of Leu8-of native oxytocin with Aib8 (aminoisobutyric). In addition, the C-terminal was linked to Ser10(beta-D-Glucose). Intramolecular hydrogen bonds profile of entry 3 compound is higher than the native oxytocin with about more than 20% higher with β-Type-I compared to native oxytocin and about 2 times higher with β-Type-I compared to entry 2 compound. These high population of the IMHBs for entry 3 compound may be the source of super potency (Table 1).

The cyclic lactam family of compounds showed superior metabolic stability relative to native oxytocin, with adjustment of ring size to 21 members brought more population of IMHBs. The increase of population of IMHBs may act as a marker for prediction biological potency of newly designed compounds. The use of conformational search of newly designed compounds with retention of high populations of important conformation of the macrocyclic ring structures can be used to guide our future new designed analogues of oxytocin.
Synthesis of OT Agonists via Solid Phase Peptide Synthesis (SPPS)
[image: ]
Scheme 1: General solid phase peptide synthesis for oxytocin analogues.

OT Agonists 1-8 were synthesized on a Prelude® automated peptide synthesizer (Gyros Protein Technologies, Tucson, AZ, USA) using both automated and semi-manual loading, which requires loading reagents into the reaction vessels with a syringe. The vessels were mixed with a steady flow of argon. DMF and DCM washes were 2 min each. 

Resin preparation
MBHA Rink amide resin (~1.2 g, loading 0.6 mmol.g-1) was added to a 45 mL fritted reaction vessel, was swelled twice with DMF (10 mL, 10 min each). The Fmoc-protected resin was deprotected with a mixture of DBU (2% v/v) and piperidine (2% v/v) in DMF (10 mL) for 5 min, rinsed with DMF (10 mL) and then deprotected again for 7 min. The reaction vessels were washed with DMF 6 more times (10 mL, 2 min each). 

Glycine or glycosyl amino acid loading
An equimolar mixture of 0.85 mmol (1 eq) Fmoc-Gly-OH, Fmoc-Ser(b-Glc(OAc)4)-OH, or Fmoc-Ser(Lact(OAc)7)-OH and Cl-HOBt (0.85 mmol, 1 eq) was dissolved in NMP (8 mL). DIC (0.85 mmol, 1 eq) was added to the solution after 15 min. The amino acid (AA) solution was manually added to the reaction vessel and stirred overnight. The mixture was diluted with DMF (10 mL) and drained before washing with DCM (10 mL). The mixture was drained and then washed with DMF (10 mL, 6 times). The vessel was then washed and stirred with DCM (8 mL, 4 times). The unreacted NH2 sites on the resin were capped twice with a solution of N,N-diisopropylethylamine (DIEA, 10% v/v) and Ac2O (10% v/v) in DCM (6 mL, 30 min each). After 1 h, the resin was washed with DCM (8 mL, 4 times) and then with DMF (8 mL, 4 times). The remaining amino acids were added via automated synthesis, except for those present at the cyclization site (Fmoc-Dap(Alloc), Fmoc-Asp(All), and Fmoc-Glu(All), vide infra).

Prelude® automated synthesis
AA solutions were prepared from an equimolar mixture (3 eq) of Fmoc-protected amino acids, chlorohydroxybenzotriazole (Cl-HOBt), and diisopropylcarbodiimide (DIC) and loaded to the synthesizer. Automated synthesis began with DMF washing (10 mL) followed by Fmoc deprotection achieved by two additions of a solution containing DBU (2% v/v) and piperidine (2% v/v) in DMF (10 mL, 4 min) followed by DMF washing (10 mL) after each addition. The AA solution was loaded (10 mL) along with (2-(1H-benzotriazol-1-yl)-1,1,3,3-tetramethyluronium hexafluorophosphate (HBTU, 0.375 M) in DMF and N-methylmorpholine (NMM, 3 M) in DMF and mixed (20 min). The vessels were then washed with DMF 5 times. The AA coupling reaction was repeated a second time but mixed for a longer duration (30 min).

Cyclization 
All cyclization steps, including AA loading of the Fmoc-Dap(Alloc) and Fmoc-Asp(All) or Fmoc-Glu(All), were loaded semimanually. AA located at the site of cyclization are indicated by bold text in the sequences below. After the full AA sequence was assembled, the All and Alloc protecting groups were removed with PhSiH3 (20 eq) in DCM (5 mL) and then Pd(PPh3)4 (0.1 eq) in DCM (3 mL). The resin was washed with DMF (10 mL, 6 times), with diethyldithiocarbamate (DEDTC, 0.5% w/w) in DMF (10 mL, 3 times), and DMF (10 mL, 6 times). The lactam ring was formed with PyClock (2.16 eq) and DIEA (4.32 eq) in NMP. The resin was washed with DMF (10 mL, 6 times), with diethyldithiocarbamate (DEDTC, 0.5% v/v) in DMF (10 mL, 3 times), and DMF (10 mL, 6 times).

Acetyl cleavage
Acetyl groups were removed from the sugar moieties with a solution of hydrazine-hydrate (NH2NH2⦁H2O, 50%, 10 mL) was added to the resin and mixed overnight. This solution was drained and then added again (10 mL, 2 h). After draining, the resin was washed with DMF (10 mL, 8 times) and DCM (10 mL, 8 times) and dried.

Cleavage from the resin and global side chain deprotection
The dried resin was treated with an acidic cleavage cocktail containing trifluoroacetic acid (TFA) and triethylsilane (TES) (TFA/DCM/H2O/TES/anisole, 90:10:2:3:0.5) and mixed (1 h). The solution was collected before repeating the cleavage step 2 more times (10 min each). The combined fractions were slowly evaporated with argon until the peptide began to crash out, at which point cold Et2O was added to precipitate any remaining peptide. The mixture was centrifuged and the Et2O layer decanted. This process was repeated twice more (for 3 total Et2O additions) and the crude peptide was dried thoroughly and lyophilized before purification by preparative high performance liquid chromatography (HPLC). 

HPLC purification and characterization of OT analogues
Compound purification was completed by reverse phase high performance liquid chromatography (RP-HPLC) using a semi-preparative (250x22 mm) C-18 column with a gradient eluent system (CH3CN⦁H2O with 0.1% TFA). The purity of products (typically 5-7 mg) was confirmed using analytical RP-HPLC (250x4.6 mm, C-18) and MS/MS with Collision Induced Decomposition (CID).

Compound Characterization
	1
	Asp-Tyr-Ile-Gln-Asn-Dap-Pro-Leu-Gly-CONH2
	1
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MW: 986.61, retention time tR = 9.82 min.
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	2
	Glu-Tyr-Ile-Gln-Asn-Dap-Pro-Leu-Gly-NH2
	1
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MW: 1178.71, tR = 9.29 min.
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	3
	Asp-Tyr-Ile-Gln-Asn-Dap-Pro-Leu-Ser(Lact)-NH2
	1
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MW: 1340.76, tR = 8.42 min. 
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	4
	Asp-Tyr-Ile-Gln-Asn-Dap-Pro-Leu-Gly-SerLact-CONH2
	1
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MW: 1398.69, tR = 9.50 min.
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	5
	Asp-Tyr-Ile-Gln-Asn-Dap-Pro-Aib-SerGlc-CONH2
	1
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MW: 1150.64, tR = 8.85 min.
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	6
	Glu-Tyr-Ile-Gln-Asn-Dap-Pro-Leu-SerGlc-CONH2
	1
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MW: 1197.72, tR = 9.66 min.
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	7
	Glu-Tyr-Ile-Gln- Glu-Tyr-Ile-Gln-Asn-Dap-Pro-Aib-SerGlc-CONH2
	1
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MW: 1164.67, tR = 8.5 min.
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	8
	
Glu-Tyr-Ile-Gln-Asn-Dap-Pro-Aib-Gly-SerGlc-CONH2
	1
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MW: 1221.67, tR = 8.74 min.
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NMR Studies of OT Agonist 8
	
	
	H d (ppm)
	C d (ppm)
	
	
	H d (ppm)
	C d (ppm)

	E1
	
	
	
	Dap6
	
	
	

	
	CO
	---
	177.18
	
	NH
	7.853
	---

	
	aCH
	4.136
	54.91
	
	aCH
	4.716
	54.46

	
	bCH2
	2.138, 2.253
	29.36
	
	CO
	---
	174.61

	
	gCH2
	2.256, 2.404
	32.44
	
	bCH2
	3.246, 3.714
	42.26

	Y2
	
	
	
	
	dbNH2
	7.784
	---

	
	NH
	8.762
	---
	P7
	
	
	

	
	CO
	---
	177.27
	
	CO
	---
	176.52

	
	aCH
	4.719
	58.46
	
	aCH
	4.396
	63.63

	
	bCH2
	2.983, 3.188
	38.49
	
	bCH2
	1.934, 2.262
	31.92

	
	1'
	---
	157.61
	
	gCH2
	2.002, 2.067
	27.51

	
	2'6'
	7.200
	133.10
	
	dCH2
	3.729
	50.77

	
	3'5'
	6.865
	118.50
	Aib8
	
	
	

	
	4'
	---
	130.69
	
	NH
	8.528
	---

	I3
	
	
	
	
	CO
	---
	180.66

	
	NH
	8.023
	---
	
	aCH
	---
	59.92

	
	CO
	---
	177.18
	
	bCH2
	1.468
	26.68

	
	aCH
	4.036
	62.53
	
	b'CH2
	1.469
	27.48

	
	bCH2
	1.871
	38.46
	G9
	
	
	

	
	gCH2
	1.136, 1.375
	27.56
	
	NH
	8.210
	---

	
	g'CH2
	0.907
	146.64
	
	CO
	---
	174.69

	
	dCH3
	0.876
	13.41
	
	aCH2
	3.939
	45.89

	Q4
	
	
	
	S10
	
	
	

	
	NH
	8.266
	---
	
	NH
	8.228
	---

	
	CO
	---
	177.22
	
	CO
	---
	176.73

	
	aCH
	4.106
	57.92
	
	aCH
	4.616
	56.2

	
	bCH2
	2.011, 2.058
	28.44
	
	bCH2
	3.925, 4.223
	71.35

	
	gCH2
	2.934
	33.88
	
	CONH2
	7.235, 7.291
	173.80

	
	dCO
	---
	177.56
	Glc
	
	
	

	
	dNH2
	6.741, 7.450
	---
	
	1CH
	4.450
	105.03

	N5
	
	
	
	
	2CH
	3.284
	75.92

	
	NH
	7.970
	---
	
	3CH
	3.485
	78.46

	
	CO
	---
	176.36
	
	4CH
	3.047
	75.55

	
	aCH
	4.819
	52.74
	
	5CH
	3.321
	81.83

	
	bCH2
	2.757, 2.853
	38.42
	
	6CH2
	3.710, 3.899
	63.61

	
	gCH2
	---
	176.71
	
	
	
	

	
	gNH2
	6.919, 7.593
	
	
	
	
	


Table 2. Chemical shifts (d) referenced to TSP. Data was acquired in 50 mM CD3COONa buffer containing 0.45% NaCl and 0.05% NaN3 at pH 5.2.

	Residue
	d Ha
	1H a range2
	CSIa
	d Ca
	13Ca range3
	CSIa
	d CO

	13CO range3
	CSIa

	Y2
	4.719
	4.60 ± 0.10
	1
	58.46
	58.6 ± 0.7
	0
	177.27
	175.7 ± 0.5
	1

	I3
	4.036
	3.95 ± 0.10
	0
	62.53
	62.6 ± 0.7
	0
	177.18
	176.9 ± 0.5
	0

	Q4
	4.106
	4.37 ± 0.10
	-1
	57.92
	56.2± 0.7
	-1
	177.22
	176.3 ± 0.5
	1

	N5
	4.819
	4.75 ± 0.10
	0
	52.74
	53.6 ± 0.7
	-1
	176.36
	175.1 ± 0.5
	1

	P7
	4.396
	4.44 ± 0.10
	0
	63.63
	62.9 ± 4.0
	0
	176.52
	176.0 ± 4.0
	0

	G9
	3.939a
	3.97 ± 0.10
	0
	45.89
	45.0 ± 0.7
	1
	174.69
	173.6 ± 0.5
	1

	S10
	4.616
	4.50 ± 0.10
	1
	56.20
	58.3 ± 0.7
	-1
	176.73
	173.7 ± 0.5
	1

	Table 3. Chemical-Shift Index (CSI) analysis for Ha, Ca, and backbone carbonyls of 8. Chemical shifts (d) are reported in ppm)  There is no evidence of secondary structure from the CSI analysis of this data, so the solution-phase peptide must be considered a random coil in solution. Nonnatural amino acids are omitted since they are not included in the CSI.
aCSI calculation is based on the literature protocol.2,3
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	Figure 2. 1H-13C HSQC NMR spectrum with assignments used for Tables 1 and 2.
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Figure 3. TOCSY (grey) and NOESY (red) spectral overlay showing assignments and NOEs for the amide peaks.
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Figure 4. 1H-15N HSQC spectrum with assignments used to help with amide assignments in NOESY/TOCSY.
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 Figure 5. VT 1H NMR data used for TC calculations (Table 3, vide infra).

	Temp
	Y2
	I3
	Q4
	N5
	Dap6
	Aib8
	G9
	S10
	Dap6db

	293
	8.890
	8.160
	8.401
	8.088
	7.884
	8.584
	8.243
	8.275
	7.820

	298
	8.867
	8.129
	8.370
	8.069
	7.864
	8.544
	8.217
	8.243
	7.801

	303
	8.843
	8.089
	8.339
	8.049
	7.845
	8.504
	8.192
	8.213
	7.782

	308
	8.820
	---
	8.309
	8.030
	7.826
	8.463
	8.167
	8.184
	7.764

	313
	---
	8.424
	8.279
	8.011
	7.807
	8.424
	---
	8.156
	7.746

	-DdNH/DK
	4.7
	7.1
	6.1
	3.9
	3.8
	8.0
	5.1
	5.9
	3.7



Table 4. VT 1H NMR chemical shifts for amide peaks reported in ppm for each amino acid residue at each temperature. Some peaks were unable to be precisely determined (represented in the table as ---). TC (-DdNH/DK) for each amide was calculated by linear regression of plotted data.










Stability
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	Figure 6. Blood withdrawal and microdialysis sampling for serum and CSF sample collection. 
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Figure 7. Glycosylation of OXY-NG-1 with a glucose moiety led to a two-fold effect in vivo– increased excretion rates from serum


XIC assessment of glycosylation of OT agonists
[image: ]
Figure 8. Extracted ion chromatograms (XIC) for selected OT agonists. In the legend above, NG = no glycosylation, G = glycosylated. 






	Compound
	Sequence
	t1/2 (min)

	Oxytocin
	C[Cys-Tyr-Ile-Gln-Asn-Cys]-Pro-Leu-Gly-NH2
	1.4 ± 0.6

	Oxy-NG-1
	C[Asp-Tyr-Ile-Gln-Asn-Dap]-Pro-Leu-Gly-NH2
	25.8 ± 9.2

	Oxy-NG-2
	C[Glu-Tyr-Ile-Gln-Asn-Dap]-Pro-Leu-Gly-NH2
	24.7 ± 11.0

	Oxy-G-3
	C[Asp-Tyr-Ile-Gln-Asn-Dap]-Pro-Leu-Ser(β-Glc)-NH2
	34.5 ± 0.9

	Oxy-G-4
	C[Asp-Tyr-Ile-Gln-Asn -Dap]-Pro-Leu-Gly-Ser(β-Glc)-NH2
	18.7 ± 8.4



Table 5. In vitro stability of OT and selected glycosylated and non-glycosylated OT agonists in rat serum, 37 °C (t1/2 = half-life). NG = no glycosylation, G = glycosylation.
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Figure 9. Stability of peptides in rat serum at 37 oC. An exponential non-linear fit was used for degradation curves. Oxy-NG-1 n=2, Oxy-NG-2, n=3, Oxy-G-3 n=2, Oxy-G-4 n=3, Native oxy n=4, one-way ANOVA (F(4,8) = 4.457, p = 0.0346) with Bonferroni post-hoc of Oxy-G-3 compared to Native oxytocin, p = 0.0492. data reported mean ± SEM. 


[image: ] Oxy-G-4
Oxy-NG-1

Figure 10. Stability of peptides and glycopeptides ex vivo in rat serum at 37°C as determined by HPLC-MS.  An exponential non-linear fit was used to quantify the peptide structures. The stability amide-linked cyclic peptide Oxy-NG-1 (n=2), and the corresponding glucoside Oxy-G-4 (n=4), were compared to native oxytocin = OT (n=4), with a one-way ANOVA (F(4,8) = 4.457, p = 0.0346) compared to OT, p = 0.0492.

BBB Penetration
[image: ]OXY-NG-1
OXY-G-4

Figure 11. Glycosylation of OXY-NG-1 with a glucose moiety led to a two-fold effect in vivo– increased excretion rates from serum, as well as increased BBB penetration rates following i.v. injection (10 mg/kg) into the tail vein of a rat. 
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Figure 12. Area under the curve (AUC) of in vivo serum and CSF dialysate concentrations. AUCs were obtained by integrating serum and CSF dialysate pharmacokinetic profile concentration over time with starting point time = 0 to 60 minutes for serum, 65 minutes for CSF due to the time-averaging nature of dialysate collection. The data are then normalized to the non-glycosylated analogue. n=3, 10mg/kg. i.v. AUC reported by mean ± SEM. Asterisks denote statistical significance using repeated measures ANOVA, Dunnett’s multiple comparison test. 
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Generic Display Report

Analysis Info Acquisition Date 4/3/2018 3:24:35 PM
Analysis Name D:\Data\2018_04\218159_2Is118-1_00.d
Method Tuning Mix.m Operator KK
Sample Name 218159 2Is118-1_ Instrument amaZon SL
Comment dissolved in 200uL MeOH, then diluted 100x in MeOH
Intens. | +MS, 0.5-0.9min #62-101]
x108
2.0 986.61
MH+
1.5+
1.0
[M+Na]+
0.5
[M+K]+
IMRYHERSR S
[M+H+Na]2+ |
501.84 j
1 I
300 400 500 600 700 800 900 1000 1100 1200 m/z

Bruker Compass DataAnalysis 4.2 printed: 4/3/2018 3:30:56 PM by: KK Page 1 of 1
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Data File: clstar'data‘sarioxytocin\pur_dry_produc  Operator (Calkc): polt lab
Channel: 2 = 280.00 nm RESULTS Calc Date: 081272019 03:02:12
Sample 1D: $s_oxy_pur_dry Ir Times Calculated: 2
Operator (Inj): poit lab Calculation Method: cZ\docume~ 1'poltlablocals~1'\temp'~ss_
Injection Date: 08/1272019 01:41:17 PM Instrument (Calc): varian
Injection Method: ci'star'method'lajos\Isz_2_analit.mth Run Mode: Analysis
Run Time (min): 23.013 Peak Measurement: Peak Area
Workstation: Calculation Type: Percent
Instrument (Inj): varian Calibration Level: N/A
Verification Tolerance: N/A
mAU
| 90% —
400 0%
300 |
200 0%
100 30%—
0 - 10%
58 — - ‘
5 10 15 20
Mnutes
Pt.ll Peak Name Result () Ret. Time Area Rel Sep.  Width  Status  Group
No Time  Offset (counts) Ret Code 12 Codes
(min)  (min) Time (sec)
| 00656 8421 0.000 12956 000 BV 64 0
2 997384 9379 0,000 19685824 000 VB 62 0
3 01214 13229  0.000 23953 000 BB 14.1 0
4 00746 18,539  0.000 14734 000 BB 78 0
Totals 100,0000 0.000 19737466
Generic Display Report
Analysis Info Acquisition Date 8/13/2019 10:49:14 AM
Analysis Name D:\Data\2019_08\RP-2752321\L.ZS-2755897_SS_oxy_1.d
Method Tuning Mix.m Operator YF
Sample Name SS_oxy_ 1 Instrument amaZon SL
Comment Dissloved in 50ul H20, then 50ul ACN added, then 10x dil with 0.1%FA/70%ACN
Intens. +MS, 1.5-2.0min #47-64
x106 2+
3 670.83 "
1340.76
21
1
34
o 50882 L . 393l.7sl 1023.76 N i
400 600 800 1000 1200 1400 1600 miz
x108] +MS, 1.5-2.0min #47-64|
1
25 134076 1+
20 MH=1340.62 1341.65 is a different compound
1.5
1+
1.0 1342.65
1
05 134368 1
00 ' ' . . | A 134469 .
1334 1336 1338 1340 1342 1344 1346 1348 miz
x107. +MS, 0.1-1.4min #2-44
0.8
0.6+ Py 5 [MeHeNal2
0.4 682.31
2+
0.21 682.81;,
0 679.30 Jlesa
o0 672 674 676 678 880 682 884 686 888miz
Bruker Compass DataAnalysis 4.2 printed: 8/13/2019 10:57:06 AM by: yf Page 1 of 1
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Data File: o\star\data'sari\oxytocin'pur_dry produc  Operator (Cak) polt lab

Channel: 2 « 280.00 nm RESULTS Calc Date 08/12/2019 02:57:31

Sample 1D: ss oxy pur_dry 2 2 Times Calculated: s :
Operator (Inj) polt lab Calculation Method cAdocume~1\poltiabilocals—1'tempi-5s
Injection Date: 08/122019 11:29:45 Instrument (Calc) vanian i

Injection Method cstarmethod lsjos ksz 2 analit mth Run Mode: Analysis

Run Time (min): 23.013 Peak Mcasurement: Peak Arca

Workstation: Calculation Type Percent

Instrument (1))’ varian Calibration Level N/A

Verification Tolerance: NA

mAU 9%
300
260 0%
200 0%
150
100 0%
50
1%
0 \ -
38— s 10 15 20
Minutes
i S Width  Status  Group
Peak Peak Name Result () Ret. Time Area Rel Sep. !
‘?o Time Offset (counts) Ret Code 1”2 Codes
(min) (min) Time (sec)
1 906443 9496 0000 12855534 000 BB 6.6 0
2 0.1978 13221 0.000 25514 0.00 BB 125 0
3 00640 15949 0.000 £258 000 BV 88 0
4 00939 17080 0000 12113 000 VB 0.0 0
Totals 1000000 0.000 12901419
Generic Display Report
Analysis Info
Analysis Name . Acquisition Date .06
Methfd D.\Qata\Z_O19_08\RP-2752321\LZS-2755897_SS_oxy_2.d 8/13/2019 11:06:59 AM
Tuning Mix.m
Sample Name SS_oxy 2 Operator YF
Comment issloved i Instrument
Dissloved in 50ul H20, then 50ul ACN added, then 10x dil with 0.1%FA/70%ACN amazon S
Intens. ]
x106
2+ +MS, 2.0-3.1min #76-121
699.35
1.57
1.01
1+
1398.65
0.57
537.57 637.30 L-‘ >
0.0 . : 30 . 931.84
0% =50 =0 b . - = TR 108577 127806 1340.71
x1og 0 1000 1100 1200 1300 ry g
1.0
1+ 1+ +MS, 2.0-3.1min #76-121]
0.8 1357.76 1393.69
06
MH=1397.64
0.44
0.2
1+
0.0 S— 1401.70
1392 1384 1396 v 7 ey . 1405.64
X106 1398 1400 1402 1404 1406 7
+MS, 0.1-1.9min #4-72|
3
2.
1
2+
0 \ 206.37 718.31 2+
700.0 702.5 705.0 707 ; r , VN 7132
5 710.0 7125 715.0 7175 7200 “ miz
Bruker Com) i -
pass DataAnalysis 4.2 printed:  8/13/2019 11:14:28 AM

by: o Page 1 of 1
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Data File: ¢ 'star'data sari oxytocin'pur_dry_produc  Operator (Calc): polt lab
Channel: 2 = 280.00 nm RESULTS Calc Date: 08122019 03:10:29
Sample ID: ss_oxy_pur dry 3r Times Calculated: 3
Operator (Inj)x: polt lab Calculation Method:  ¢:'docume~I'poltlab\locals~1'\temp'~ss_¢
Injection Date: 08/122019 02:33:51 PM Instrument (Calc): varian
Injection Method: o'star'method lajos\isz_2_analitmth Run Mode: Analysis
Run Time (min) 23013 Peak Measurement: Peak Arca
Workstation: Calculation Type: Percent
Instrument (lnj ) varian Calibration Level: N/A
Verification Tolerance: N/A
mAU , )
500
m -
m_
200
100
0 —_
£3 -
S 10 15 20
Peak Peak Name Result () Ret.  Time Area Rel Sep.  Width  Status  Group
No Time Offset  (counts) Ret  Code 172 Codes
(min)  (min) Time (sec)
983809 8845 0000 23481652 000 BB 6.6 0
09055 17328 0.000 216125 000 BV 98 0
07136 17515  0.000 170313 000 VB 102 0
100.0000 0.000 23868088
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Generic Display Report

Analysis Info
Analysis Name
Method
Sample Name
Comment

Acquisition Date
D:\Data\2019_08\LZS-2755897\L.ZS-2755897_SS_oxy_3.d
Tuning Mix.m Operator
SS_oxy 3 Instrument
Dissloved in 50ul H20, then 50ul ACN added, then 10x dil with 0.1%FA/70%ACN

8/13/2019 11:22:50 AM

YF

amaZon SL

Intens.
x1

2+
575.93

495.18 Ll 791.09

1+

1053.57
i

+MS, 2.8-4.1min #107-158
1+
1150.64

1+
1221.68

300 400 500 600 700 800 900

1000

1100 1200 m/z

1+

MH=1150.54 115158

1153.61

+MS, 2.8-4.1min #107-158

1140 1145 1150 1155

1160

m'z

2+
586.88

[M+H+Na)/2

+MS, 0.1-2.4min #3-92

574

T T T

580 582 584 586

A n
588

530 592 miz

Bruker Compass DataAnalysis 4.2 printed: 8/13/2019 11:32:28 AM by: ¥f

Page 10of 1
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Data File cstar'datay sari oxytocin'pur_dry produc  Operator (Calc): polt lab
Channel 2 = 280.00 am RESULTS Cak Date: 081272019 03:07:10
Sample 1D ss oxy pur dry 4 1 Times Calkculated: 2
Operator (Inj ) polt ksb Calculation Mcthod: c:\docume- 1'poltlabocals~ 1 \temp\~ss _«
Injection Date 081272019 122222 PM Instrument (Calc): vanan
Injection Method: clstar'method lajos'Isz_2_analit.mth Run Mode: Analysis
Run Time (min): 23013 Peak Mcasurement: Peak Area
Workstation: Calculation Type: Percent
Instrument (Inj): varian Calibration Level: N/A
Verification Tolerance: N/A
mAU 9%
200
150 0%
100 e
%0 e
0 1P
28 - . -
S 10 15 20
Minutes
Peak Peak Name Result () Ret. Time Area Rel Sep. Width  Status Group
No Time  Offset (counts) Ret Code 12 Codes
(min)  (min) Time (sec)
| 0.209% 83888 0.000 20502 0.00 BV 93 0
2 Y6133 9659 0.000 9770847 0.00 v 70 0
3 01777 13229 0.000 17432 000 BB 1.5 0
Totaks 100.0000 0.000 9808781
Generic Display Report
Analysis Info Acquisition Date 8/13/2019 11:37:13 AM
Analysis Name D:\Data\2019_08\LZS-2755897\LZS-2755897_SS_oxy_4.d
Method Tuning Mix.m Operator YF
Sample Name SS oxy 4 Instrument amaZon SL
Comment Dissloved in 50ul H20, then 50ul ACN added, then 10x dil with 0.1%FA/70%ACN
Intens. +MS, 2.2-3.6min #85-137]
x1067 1+
08 1192.72
06
2+
0.4 596.89
24
02 516.13 "
l l 939.54
0.0 T - - L - - = - - .
200 300 400 600 700 800 900 1000 1100 1200 miz
x108, +MS, 2.2-3.6min #85-137]
08
0.6+ MH=1192.58
04
02
0.0 T T T T
1185 1190 1200 1205 mwz
x1084 +MS, 0.1-2.2min #2-84]
10
0e
06
04 SO?IT&&, [MeH+Na)/2
0.2 N 2+
608.85 615.81
0.0 . . , 2286 JINPN. N
7585.0 597.5 600.0 8025 605.0 607.5 6100 6125 615.0 617.5 miz
Bruker Compass DataAnalysis 4.2 printed: 8/13/2019 11:44:25 AM by: yf Page 10of 1









 

 


image23.emf
Data File: o'star'data'sari oxytocin\purid'ss_oxy p«  Operator (Cale): polt lab
Channcl: 2 = 280.00 nm RESULTS Cale Date: 08092019 10:11:07
p= . = g >
Sample 1D: ss_oxy_puri S 2 Times Calculated: 2
Operator (Inj ) polt lab Calculation Method: c:\docume-1'poltlab\locals~ 1 \temp'~1_2
Injection Date: 08062019 04:04:53 PM Instrument (Calc): varian
Injection Method: cstarmethod lajos'isz_2 analit. mth Run Mode: Analysis
Run Time (mink 23013 Peak Mcasurement: Peak Arca
Workstation: Calculation Type: Percent
Instrument (Inj) varian Calibeation Level: N/A
Verification Tolerance: N/A
AU 0%
100
0%
07s
050
025 3
000 \ 10%
. A 4
S 10 15 20
Mnutes
Peak Peak Name Result () Ret. Time Area Rel Sep.  Width  Status  Growp
No Time  Offset (counts) Ret Code 12 Codes
(min)  (min) Time (sec)
| 1000000 8501 0.000 45061084 0.00 BB 64 0
Totaks 100.0000 0.000 45061084
Generic Display Report
Analysis Info Acquisition Date 8/13/2019 11:48:29 AM
Analysis Name D:\Data\2019_08\LZS-2755897\L.ZS-2755897_SS_oxy_5.d
Method Tuning Mix.m Operator YF
Sample Name SS_oxy 5 Instrument amaZon SL
Comment Dissloved in 50ul H20, then 50ul ACN added, then 10x dil with 0.1%FA/70%ACN
i +MS, 1.2-2.0min #47-75|
x105] 1+
1164.67
3
4 2+
582.92
z 2+ 3 1+
0 e ln ot vl 7702, O e |
200 300 400 500 600 700 800 900 1000 1100 1200 miz
x10°. +MS, 1.2-2.0min #47-79
1+
1164.67
3
& MH=1164.55
2
1+ 1+
1167.62 1168.65
o 1157.5 1160.0 11625 1165.0 1167.5 11700 11725 1175.0 miz
x1og +MS, 0.2-1.0min #7-38
6
[MeHeNa)/2
4 2
59387
2 59436 5,
53487
0 N\ 596.87
586 588 590 592 594 506 miz

Bruker Compass DataAnalysis 4.2 printed: 8/13/2019 11:54:42 AM by: v Page 1of 1
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Data File < -‘Wm"sﬂi‘o‘lymil'm‘g_oxy_p Operator (Calc): ” lab
Channel: 2 = 280.00 nm RESULTS Cale Date: 08/092019 11:51:29
Sample 1D ss_oxy_pur6_| Times Calculated: 2
Operator (Inj): polt kab Calculation Method
S - e\docume-1'poitiabllocals— 1 \temp'~
Injection Date. 08092019 10:54:33 Instrument (Calc): varian 2 |
Injection \wz ¢!'star\method\lajos\lsz_2_analit.mth Run Mode: Analysis |
Run Time (min): 23.013 Peak Measurement: Peak Arca
Workstation: 7 . Calculation Type: Percent
Instrament (Inj): varian Calibration Level; N/A
Verification Tolerance: N/A
m - -
| 0% |
07s ' 2
0%
050 |
Sore 1
025 1
000
011 - 0%
S 10 15 3 ?0 7 B
Minutes
P:l Peak Name Result () Ret.  Time Area Rel Sep.  Width  Status  Group
. Time  Offset  (counts) Ret Code 12  Codes
(min)  (min) Time (sec)
! 1000000 8739 0000 42567540 000 BB 6.7 0
Totals 100.0000 0.000 42567540
Generic Display Report
Analysis Info Acquisition Date 8/13/2019 12:04:20 PM
Analysis Name D:\Data\2019_08\LZS-2755897\L.2S-2755897_SS_oxy_6.d
Method Tuning Mix.m Operator YF
Sample Name SS_oxy 6 Instrument amaZon SL
Comment Dissloved in 50ul H20, then 50ul ACN added, then 10x dil with 0.1%FA/70%ACN
Intens. +MS, 0.1-1 1min #2-42
x10% 2+ 1+
25 61135 e
2.0
159
1.0 5
0.5 53058 nsla'.sc
00 A Lt 81500 , LA | .
300 400 500 600 700 800 900 1000 1100 1200 miz
x105 +MS, 0.1-1.1min #2-42
1
251 12167
2.0
MH=122157
15
1.0
0.5
0000 1215.0 1217.5 1220.0 12225 1225.0 1227.5 1230.0 1232.5 miz
x105: +MS, 1.3-2.0min £50-74|
51
43
37 2+
) 62230, [M+H+Na)/2
62250,
1 623.29 2+
62031 . 63027
c 614 616 618 620 622 624 626 628 630 miz
Bruker Compass DataAnalysis 4.2 printed:  8/13/2019 12:12:17 PM by: f Page 10f 1
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13C — aliphatic region
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