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· 5.1.2 Create a directory call “project.” 00:04-00:12
· 5.2 Navigate into “project” and make a directory “fastq” and a directory “trimmed.” 00:13-00:27
· 5.3 Transfer files to “fastq”… 00:28-00:51
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· 5.3 …and check that each sample has an R1 and an R2 file. 00:05-00:24
· 5.4 Navigate into the “fastq” directory and enter the trim_galore command. 00:25-01:05
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· 5.5 Navigate up a level and make a directory called “STAR_output.” 00:01-00:09
· 5.6 Navigate into “trimmed” and enter the STAR command. 00:10-1:45
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· 5.7.1 Locate the output from the STAR command.  00:04-00:54
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· 5.7.2 Read the output tables into R. 00:59-01:19
· 5.8 Shot of the first 4 rows and the information from the first column we want to keep. 01:20-02:00
· 5.9 Run the commands to make “totcts” 02:01-03:19
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· 6.1.2 Build a DESeqDataSet using the DESeqDataSetFromMatrix function, estimate size factors and run DESeq2. 00:02-00:49
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· 6.2 Extract rlog normalized counts. 00:02-00:34
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· 6.3 Perform pairwise differential expression comparisons. 00:02-00:36
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· 6.4 Add the HGNC symbol to pairwise comparison data, make a dataframe with all of the relevant comparisons and statistics, and export the dataframe. 00:05-00:59
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· 6.5 Assess batch normalization with PCA and sample-to-sample distance plots. 00:02-00:59

61564_screenshot_11 
[bookmark: _GoBack](NOTE: Based on the way the code flows, I have a new proposed script for 6.6 and 6.7, see the following page.)
· 6.6.1 Extract top 1000 most variable genes. 00:09-00:17
· 6.7.1 Perform hierarchical clustering and generate a heatmap. Circle the genes of interest. 00:17-00:33
· 6.8.1 Decide on k and set k in code. 00:34-00:51
· 6.9.1 Re-plot by cluster and export the cluster information to a table. 00:52-01:42
· 6.10.1 Use the cluster information to gather the list of genes to enter into ToppGene and enter into ToppGene. 01:43-03:02




---Old 6.6 and 6.7---
2. 
3. 
4. 
5. 
6. 
6.1. 
6.2. 
6.3. 
6.4. 
6.5. 
6.6. Use the code to use regularized log normalized counts and hierarchical clustering to identify gene signatures unique to the different constructs [1].
6.6.1. SCREEN: To be provided by Authors: Code being entered
6.7. Extract the 1000 most variable genes across all of the constructs in a matrix and use a heatmap to perform an unsupervised hierarchical clustering of your samples based on these genes [1].
6.7.1. SCREEN: To be provided by Authors: Genes being extracted, then heatmap being used to perform clustering


---New 6.6 and 6.7---
2. 
3. 
4. 
5. 
6. 
6.1. 
6.2. 
6.3. 
6.4. 
6.5. 
6.6. Extract the 1000 most variable genes into a matrix using the regularized log normalized counts. [1].
6.6.1. SCREEN: To be provided by Authors: Genes being extracted 
6.7. Perform an unsupervised hierarchical clustering with a heatmap of your samples based on these genes [1].
6.7.1. SCREEN: To be provided by Authors: Heatmap being used to perform clustering


