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#Probe filter

nsFilter(eset, require.entrez=TRUE, remove.dupEntrez=TRUE,
var.filter=TRUE, var.cutoff=0.5, feature.exclude=""AFFX")$eset

#Outlier detection

A=adjacency(t(datExpr), type="signed", corFnc = "bicor")
heatmap(A, labRow = pData(eset)$Genotype)
k=as.numeric(apply(A,2,sum))-1

Z.k=scale(k)

thresholdzZ.k=-2.5
outlierColor=ifelse(Z.k<thresholdZ.k,"blue","black")

#Power determination
st = pickSoftThreshold(datExpr, dataIsExpr = TRUE,powerVector = powers,

networkType = "signed" , verbose = 5, corOptions =list(use='p'), corFnc
= bicor)
sft$powerEstimate

plot(sft$fitIndices[,1], -sign(sft$fitIndices[,3])*sft$fitIndices[,2],
xlab="Soft Threshold (power)",ylab="Scale Free Topology Model Fit,
signed R*2",type="n",main = paste("Scale independence"));
text(sft$fitIndices[,1], -
sign(sft$fitIndices[,3])*sft$fitIndices[,2],labels=powers,cex=cexl,col
="red");

abline(h=0.80, col="red")

#Mean connectivity as a function of the soft-thresholding power
plot(sft$fitIndices[,1], sft$fitIndices[,5], xlab="Soft Threshold
(power)",ylab="Mean Connectivity, signed R”*2", type="n", main =
paste("Mean connectivity"))
text(sft$fitIndices[,1],sft$fitIndices[,5], labels=powers, cex=cexl,col=
"red")

#Module Construction

net <- blockwiseModules(t(datExpr), power=20, numericlLabels=TRUE,
deepSplit=4,
minModuleSize=30,minKMEtoStay=0,mergeCutHeight=0.25,detectCutHeight=0.
99995, corType="bicor", networkType="signed", pamStage=FALSE, verbose=3,
saveTOMs=TRUE,maxBlockSize=15000, randomSeed = 12345)

1s(net)

table(net$colors)

modulelLabels = net$colors



mergedColors = labels2colors(net$colors)
moduleColors = labels2colors(net$colors)
#par(mfrow=c(4,2))

plotDendroAndColors(net$dendrograms[[1]],
mergedColors[net$blockGenes[[1]]], "Module colors", dendroLabels =
FALSE, hang = 0.03, addGuide = TRUE, guideHang = 0.05)
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We used a standalone version of GSEA developed by the Broad Institute
(http://software.broadinstitute.org/gsea/) [1, 2]. The parameters were chosen following the user
guide

(http://software.broadinstitute.org/egsea/doc/GSEAUserGuideFrame.html)

The following parameters were used in our experiment:
producer_class xtools.gsea.Gsea
producer_timestamp 1487519154693
param collapse false
paramcls
C:\reasult 2016\GSEA\pheno_wildveh_synstemcell.cls#Syn StemCell v
ersus_Wild Veh
paramplot_top x 20
param norm meandiv
param save_rnd_lists false
param median false
paramnum 100
param scoring_scheme weighted
param make_sets true
param mode Max_probe
param gmx C:\reasult 2016\rediced dataset\GSEA\GENESET_13 nodes.gmx
paramgui false

param chip
ftp://gseaftp.broadinstitute.org/pub/gsea/annotations/GENE_SYMBOL

.chip

parammetric Diff_of_Classes

param rpt_label ASO _NSC vs WT-TVeh
paramhelp false

param order descending

paramout C:\reasult 2016\GSEA

param create_svgs false
param permute gene_set
paramrnd_type no_balance
param set_min 15

param include only symbols true



param sort real

param create_gcts false

paramrnd_seed timestamp

param nperm 1000

param zip_report false

param set_max 50000

paramres C:\reasult 2016\GSEA\exprs_wildveh_synstemcell.gct
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