Consensus Steps PD2.5 
The sixteen .msf files created in the preceding processing (protein identification) step were used in this consensus step for the LFQ quantification.
Result name: EB3-All male+female_v_PND22_by gender
Result file: L:\PRIV\CPHEA_PRC_3\PD backup\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\EB3-All male+female_v_PND22_by gender.pdResult
Description: Concensus report with Processing with both full and semi tryptic NIST_human_hcd_tryp libraries and Homo sapiens (sp_canonical TaxID=9606_and_subtaxonomies)  fasta, Precursor Detector added. All Sequest HT nodes adjusted to 10ppm and 0.02Da. Normalization added using all peptides in node 12.4. No scaling, no imputation. Hypothesis testing se to ANOVA. 
Workflow based on template: CWF - CEA_LFQ_and_PQ - Intensity_based_withFilters_changes_20220602_EB3-ANOVA-no_imputation_Summed_Abundances_2-5-Normalized-use_all_peptides
Creation date: 7/27/2022 11:14:55 AM
Created with Discoverer version: 2.5.0.400


------------------------------------------------------------------
The workflow tree:
------------------------------------------------------------------

  |-(0) MSF Files
    |-(11) Feature Mapper
      |-(12) Precursor Ions Quantifier
    |-(1) PSM Grouper
      |-(2) Peptide Validator
        |-(3) Peptide and Protein Filter
          |-(4) Protein Scorer
            |-(7) Protein FDR Validator
            |-(5) Protein Grouping
              |-(6) Peptide in Protein Annotation
          |-(8) Peptide Isoform Grouper
          |-(9) Protein Marker
          |-(10) Protein Annotation

Post-processing nodes:
--------------------------------

  |-(13) Result Statistics
  |-(14) Display Settings
  |-(15) Data Distributions

------------------------------------------------------------------
Processing node 0: MSF Files
------------------------------------------------------------------
1. Storage Settings:
- Spectra to Store:  Identified or Quantified
- Feature Traces to Store:  All

2. Merging of Identified Peptide and Proteins:
- Merge Mode:  Do Not Merge

3. FASTA Title Line Display:
- Reported FASTA Title Lines:  Best match
- Title Line Rule:  standard

4. PSM Filters:
- Maximum Delta Cn:  0.05
- Maximum Rank:  0
- Maximum Delta Mass:  0 ppm
- 1. Score:  Sequest HT: XCorr
- 1. Threshold:  1.6
- 2. Score:  MSPepSearch: dot Score
- 2. Threshold:  450
- 3. Score:  MSPepSearch: rev-dot Score
- 3. Threshold:  800

Hidden Parameters:
- MSF File(s) (Hidden):
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\202205013-09-EB3-5F-D.msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\20220506-33-EB3-19F-D2.msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\20220506-16-EB3-2M-D.msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\20220506-08-EB3-70M-D2.msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\20220506-27-EB3-25F-C2-(2).msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\EB3-All_female_C.msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\EB3-All_male_C.msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\202205013-20-EB3-11M-C2.msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\EB3-All_female_B.msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\EB3-All_female_B2.msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\EB3-All_male_B.msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\EB3-All_male_B2.msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\EB3-All_female_A-(1).msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\EB3-All_female_A2-(1).msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\EB3-All_male-A-(1).msf
	H:\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex samples v2-5\EB3-All_male_A2-(1).msf

------------------------------------------------------------------
Processing node 11: Feature Mapper
------------------------------------------------------------------
1. Chromatographic Alignment:
- Perform RT Alignment:  True
- Maximum RT Shift [min]:  3
- Mass Tolerance:  10 ppm
- Parameter Tuning:  Coarse

2. Feature Linking and Mapping:
- RT Tolerance [min]:  0
- Mass Tolerance:  0 ppm
- Min. S/N Threshold:  5

------------------------------------------------------------------
Processing node 12: Precursor Ions Quantifier
------------------------------------------------------------------
1. General Quantification Settings:
- Peptides to Use:  All
- Consider Protein Groups for Peptide Uniqueness:  True
- Use Shared Quan Results:  True
- Reject Quan Results with Missing Channels:  False

2. Precursor Quantification:
- Precursor Abundance Based On:  Intensity
- Min. # Replicate Features [%]:  0

3. Normalization and Scaling:
- Normalization Mode:  Total Peptide Amount
- Scaling Mode:  None

4. Exclude Peptides from Protein Quantification:
- For Normalization:  Use All Peptides
- For Protein Roll-Up:  Use All Peptides
- For Pairwise Ratios:  Use All Peptides
- 1. Considered Peptide Modification:  Oxidation / +15.995 Da (M)
- 2. Considered Peptide Modification:  Deamidated / +0.984 Da (N, Q, R)
- 3. Considered Peptide Modification:  Carbamidomethyl / +57.021 Da (C, K)
- N-Terminal Considered Peptide Modification:  Acetyl / +42.011 Da (N-Terminus)
- N-Terminal Considered Protein Modification:  Met-loss+Acetyl / -89.030 Da (M)

5. Quan Rollup and Hypothesis Testing:
- Protein Abundance Calculation:  Summed Abundances
- N for Top N:  5
- Protein Ratio Calculation:  Protein Abundance Based
- Maximum Allowed Fold Change:  100
- Imputation Mode:  None
- Hypothesis Test:  ANOVA (Individual Proteins)

6. Quan Ratio Distributions:
- 1st Fold Change Threshold:  2
- 2nd Fold Change Threshold:  4
- 3rd Fold Change Threshold:  6
- 4th Fold Change Threshold:  8
- 5th Fold Change Threshold:  10

------------------------------------------------------------------
Processing node 1: PSM Grouper
------------------------------------------------------------------
1. Peptide Group Modifications:
- Site Probability Threshold:  75

------------------------------------------------------------------
Processing node 2: Peptide Validator
------------------------------------------------------------------
1. General Validation Settings:
- Validation Mode:  Automatic (Without control of peptide level error rate)
- Target FDR (Strict) for PSMs:  0.01
- Target FDR (Relaxed) for PSMs:  0.05
- Target FDR (Strict) for Peptides:  0.01
- Target FDR (Relaxed) for Peptides:  0.05

2. Specific Validation Settings:
- Validation Based on:  q-Value
- Target/Decoy Selection for PSM Level FDR Calculation Based on Score:  Automatic
- Reset Confidences for Nodes without Decoy Search (Fixed score thresholds):  False

------------------------------------------------------------------
Processing node 3: Peptide and Protein Filter
------------------------------------------------------------------
1. Peptide Filters:
- Peptide Confidence At Least:  High
- Keep Lower Confident PSMs:  False
- Minimum Peptide Length:  6
- Remove Peptides Without Protein Reference:  True

2. Protein Filters:
- Minimum Number of Peptide Sequences:  2
- Count Only Rank 1 Peptides:  False
- Count Peptides Only for Top Scored Protein:  True

------------------------------------------------------------------
Processing node 4: Protein Scorer
------------------------------------------------------------------
No parameters

------------------------------------------------------------------
Processing node 7: Protein FDR Validator
------------------------------------------------------------------
1. Confidence Thresholds:
- Target FDR (Strict):  0.01
- Target FDR (Relaxed):  0.05

------------------------------------------------------------------
Processing node 5: Protein Grouping
------------------------------------------------------------------
1. Protein Grouping:
- Apply strict parsimony principle:  True

------------------------------------------------------------------
Processing node 6: Peptide in Protein Annotation
------------------------------------------------------------------
1. Flanking Residues:
- Annotate Flanking Residues of the Peptide:  True
- Number Flanking Residues in Connection Tables:  1

2. Modifications in Peptide:
- Protein Modifications Reported:  Only for Master Proteins

3. Modifications in Protein:
- Modification Sites Reported:  All And Specific
- Minimum PSM Confidence:  High
- Report Only PTMs:  True

4. Positions in Protein:
- Protein Positions for Peptides:  Only for Master Proteins

------------------------------------------------------------------
Processing node 8: Peptide Isoform Grouper
------------------------------------------------------------------
No parameters

------------------------------------------------------------------
Processing node 9: Protein Marker
------------------------------------------------------------------
1. Contaminant Database:
- Protein Database:  contaminants.fasta

5. Annotate Species:
- As Species Map:  False
- As Species Names:  False

6. Mark Additional Entities:
- Annotation Groups:  False
- Pathway Groups:  False
- Modification Sites:  True
- Peptide Isoform Groups:  True

------------------------------------------------------------------
Processing node 10: Protein Annotation
------------------------------------------------------------------
1. Annotation Aspects:
- 1. Aspect:  Biological Process
- 2. Aspect:  Cellular Component
- 3. Aspect:  Molecular Function
- 4. Aspect:  None
- 5. Aspect:  None
- 6. Aspect:  None

2. Annotation/Pathway Groups:
- Protein Database:
	contaminants.fasta
	Rattus norvegicus (sp_canonical TaxID=10116_and_subtaxonomies) (v2022-06-14)

------------------------------------------------------------------
Processing node 13: Result Statistics
------------------------------------------------------------------
No parameters

------------------------------------------------------------------
Processing node 14: Display Settings
------------------------------------------------------------------
1. General:
- Filter Set:
	###   Filter Set MasterProteinFilter.filterset contains the following filters:
	###   Row Filter for TargetProtein:
	###   Master is equal to Master
	###
	
	'magellan filter set' 1 'MasterProteinFilter.filterset'  FiltersetProperties 1  'LastFileName' 'C:\Users\frank.berg\Desktop\MasterProteinFilter.filterset' Filter 'TargetProtein' 1 NARY_AND 1 = FilterConditionProperties 1  'NamedComparableFilterCondition/DisplayPropertyHint' 'Master' property 'Thermo.PD.EntityDataFramework.MasterProteinAssessment, Thermo.Magellan.EntityDataFramework' 'IsMasterProtein' constant 'Thermo.PD.EntityDataFramework.MasterProteinAssessment, Thermo.Magellan.EntityDataFramework' 'IsMasterProtein'

------------------------------------------------------------------
Processing node 15: Data Distributions
------------------------------------------------------------------
1. ID Distributions (Bottom-up):
- Peptides to Use:  Only unique peptides based on protein groups
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Workflow: | CWF - CEA_LFQ_and_PQ - Intensity_based_withFilters_changes 20220602 EB3-ANOVA-no_imputation_Summed_Abundances._2-5-Normalized-use all_peptides

Description: | Concensus report with Processing with both full and semi tryptic NIST_human_hd.tryp libraries and Homo sapiens (sp_canonical TaxID=9606_and_subtaxonomies) fasta,
Precursor Detector added. All Sequest HT nodes adjusted to 10ppm and 0.02Da, Normalization added using all peptides in node 12.4, No scaling, no imputation. Hypothesis
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‘Consensus Step (Locked)

Workfiow: CWF - CEA_LFQ_and_PQ - Intensity_based_withFilters_changes. 20220602_E83-ANOVA-
no_imputation_Summed_Abundances. 2-5-Normalized-use_all_peptides

Result File: LAPRIV\CPHEA_PRC_3\PD backup\Pitzer EB3-Rostral Cortex samples\Pitzer EB3-Rostral Cortex.
samples v2-5\EB3-All male-female_v_PND22_by gender pdResult

¥ Child Steps: (16) Add

Processing Step (Locked) Clone

Workflow: PWF+PD_Human_full-semi_with libraries 20220615 _E83_mods

Result ile: LAPRIV\CPHEA PRC_3\PD backup)Pitzer E83-Rostral Cortex samples\Pitzer E83-Rostral
Cortex samples v2-5\202205013-09-£83-5F-D.ms.

YV Filesfor Analysis: (6)

F28 202205013-03-EB3-5F-D  Sample Type: [Sample], Gender: [Female], PND: [D]

F31 202205013-15-E83-32F-D  Sample Type: [Sample], Gender: [Femalel, PND: [0]

FAS  202205013-35-EB3-40F-D  Sample Type: [Sample], Gender: [Femalel, PND: [0]

F55 20220523-15-EB3-67F-D  Sample Type: [Sample], Gender: [Female], PND: [0]

F§7 20220528-27-E83-TF-D  Sample Type: [Sample], Gender: [Femalel, PND: [D]

F92 20220528-37-EB3-47F-D  Sample Type: [Sample], Gender: [Female], PND: [D]

Processing Step (Locked) Clone

Workflow: PWF+PD_Human_full-semi_with libraries 20220615 _E83_mods

Result ile: LAPRIV\CPHEA PRC_3\PD backup)Pitzer E83-Rostral Cortex samples\Pitzer E83-Rostral
Cortex samples v2-5\20220506-33-£83-19F-D2.msf

V' Fles for Analyss:(6)

F19 20220506-33-E83-19F-D2  Sample Type: [Sample], Gender: [Female], PND: [D2]

F54 202205019-11-E83-48F-D2  Sample Type: [Sample], Gender: [Female], PND: [D2]

F75 20220528-09-E83-12F-D2  Sample Type: [Samplel, Gender: [Female], PND: [D2]

F82 20220528-17-E83-9F-D2  Sample Type: [Samplel, Gender: [Female], PND: [D2]

F85 20220528-29-E83-59F-D2  Sample Type: [Sample], Gender: [Female], PND: [D2]

F96 20220528-33-E83-25F-D2  Sample Type: [Sample], Gender: [Female], PND: [D2]

Processing Step (Locked) Clone

Workflow: PWF+PD_Human_full-semi_with libraries 20220615 _E83_mods

Result ile: LAPRIV\CPHEA PRC_3\PD backup)Pitzer E83-Rostral Cortex samples\Pitzer E83-Rostral
Cortex samples v2-5\20220506-16-£83-2M-D.mst

V' Fles for Analyss:(6)

F§  20220506-16-E83-2M-D  Sample Type: [Sample, Gender: [Male], PND: [D]

F10 20220506-18-E83-7M-D  Sample Type: [Samplel, Gender: [Male], PND: [D]

F63 20220523-26-E83-21M-D  Sample Type: [Samplel, Gender: [Male], PND: [D]

F65 20220523-26-E83-45M-D  Sample Type: [Samplel, Gender: [Male], PND: [D]

F72 20220523-38-E83-3M-D  Sample Type: [Sample, Gender: [Male], PND: [D]

F83 20220528-16-E83-65M-D  Sample Type: [Samplel, Gender: [Male], PND: [D]

Processing Step (Locked) Clone

Workfiow: PWF-+PD_Human_full-semi_with_libraries_20220615_£83 mods

Result File: L\PRIV\CPHEA_PRC_3\PD backup\Pitzer EB3-Rostral Cortex samples\Pitzer E83-Rostral
Cortex samples v2-5\20220506-08-£83-70M-D2.msf

¥ Files for Analysis: 6)

F3 20220506-08-£83-70M-D2

Sample Type: [Sample], Gender: [Male] PND: [D2]





