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Section 1

Introduction
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GENE CO-EXPRESSION NETWORK (GCN)

» GOCN is a undirected graph.
» Each node represents a gene.

» Edge between nodes implies there is a significant
co-expression relationship between them.
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GENE CO-EXPRESSION NETWORK (GCN)

Figure: A gene co-expression network constructed from a microarray
dataset containing gene expression profiles of 7221 genes for 18 gastric
cancer patients (Created by S. Mohammad H. Oloomi).
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Section 2

GCN 101
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MICROARRAY AND LINEAR DEPENDENCE

» Gene microarray data: X is an n x N data matrix, n
subjects, N genes.

» Calculate the Pearson correlation matrix ¥ = G(X ).

» Threshold the absolute value of Pearson correlations.
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A Toy EXAMPLE

S S3
4089  5.05
41.87 136.65
39.55  42.09
191.92 236.56

79.7  99.76
80.57 114.59
156.69 186.95

248 136.78
11.99 118.8
56.11 21.41

Gene expression values

Pearson correlation:

r(Gs, Gj) = %Zzzl(sz - Xi)(ij — Xj)
P T o (X — X2 T (X — X212
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ILLUSTRATION OF CORRELATION THRESHOLDING
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Figure: The two general steps for constructing a gene co-expression
network: calculating co-expression score (e.g., the absolute value of
Pearson correlation coefficient) for each pair of genes, and selecting a
significance threshold (e.g., correlation > 0.8) (Created by S.
Mohammad H. Oloomi).
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FISHER TRANSFORMATION

» Transform r(G;, Gj) to Z; so that
» Z; is monotone with r(G;, G;).
» 7, asymptotically converges to Gaussian distribution.

1+r(GZ-7G]-)>'

» Fisher transformation: Z; = %ln (1_T( GG
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How 1O CHOOSE THE THRESHOLD?

|Z| > 7 =+/2I{p(p — 1)}/(n - 3).
Here, p is the number of genes and n is the sample size.
Rationale:
» m = p(p —1)/2 is the total number of gene pairs

» If Zy,..., Z, (random errors) independently follows
N(0,1/(n — 3)), the largest among them is

~+/2In{p(p —1)/2}/(n - 3).

In practice, this threshold is too conservative (too few edges!)
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TYPE I ERROR RATE

Hpu,i: Gene 7 and Gene j are independent.

Claim significant | Claim non-significant | Total
True nulls Noo No1 mo
False nulls Nig N1y my
Total R m— R m

» FDR = E(Npo/(R V 1)).
» FWER = P(Nyo > 1).



Introduction GCN 101 GCN 201 GCN 301 References

000 000000080 00000000000 000000000 O
:

BENJAMINI AND HOCHBERG (BH) PROCEDURE
(BENJAMINI AND HOCHBERG, 1995)

» Let Tij = n1/2Zij

» Let P-values: puv; =2 — 20(| Ty]).
» Let m = p(p —1)/2. Rank the P-values from the smallest
to the largest, denoted by
PV(l) < PV(Q) <...< PV(m)
> Let k = max{j : PV(;) < aj/m}l
>

Reject Hyy (), 1 <j < k.
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PracTIiCE: BH PROCEDURE

P-values:
0.003, 0.012, 0.014, 0.1, 0.15, 0.34, 0.45, 0.78, 0.86, 0.91, 0.97
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Section 3

GCN 201
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RNA-SEQ DATA

» RNA-seq data: read counts mapping to the reference
genome
» Two properties:

» The presence of extreme values
» The mean-variance dependence
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RAW VERSUS EXPECTED COUNTS

Problem of using raw counts:

» The origin of some reads cannot always be uniquely
determined.

» If two or more distinct transcripts in a particular sample
share some common sequence (e.g., if they are alternatively
spliced mRNAs or mRNAs derived from paralogous genes),
then sequence alignment may not be sufficient to
discriminate the true origin of reads mapping to these
transcripts.
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RAW VERSUS EXPECTED COUNTS

Solutions:

» discarding these multiple-mapped reads (multireads for
short) entirely

» partitioning and distributing portions of a multiread’s
expression value between all of the transcripts to which it
maps (“rescue” method)

» RSEM (B. Li and Dewey, 2011) improves upon this
approach, utilizing an Expectation-Maximization (EM)
algorithm to estimate maximum likelihood expression
levels.
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TRANSFORM RNA-SEQ DATA

» Log transformation:
» X =log,(Data+ 1)

» Variance stabilization transformation (VST) (Anders and
Huber, 2010)
» Assume data follow negative binomial distribution
» Estimate the dispersion parameter first
» Transform the data so that the variance of the transformed
data is independent of the mean.
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EXAMPLE: SCALE 1

» Plot the VST and log, transformation (x-axis shows the RSEM counts).

» Graphs of the variance stabilizing transformation for sample 1, in blue, and
of the transformation f(n) = logy(n/sl) in black, where n is the count and
s1 is the size factor for the first sample.

> library(DESeq)

> vst <- function(countdata){

+ condition <- factor(rep("Tumour", ncol(countdata)))

+ countdata <- newCountDataSet (countdata,condition )

+ countdata <- estimateSizeFactors( countdata )

+  cdsBlind <- DESeq::estimateDispersions( countdata, method="blind")
+ vstdata <- varianceStabilizingTransformation( cdsBlind )

+ return(exprs(vstdata))

+}

> data <- read.csv("Data/rnaseq_lusc_example_SeqQC.csv",header=TRUE)
> data.log2 <- log2(data+1)

> data.vst <- vst(data)
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EXAMPLE: SCALE 11

condition <- factor(rep("Tumour", ncol(data)))

countdata <- newCountDataSet (data,condition )

countdata <- estimateSizeFactors( countdata )

px <- counts(countdata) [, 2]

ord <- order (px)

par (mfrow=c(1,1))

matplot (px[ord], cbind(data.vst[, 2], log2(px))[ord, ],
type="1", 1lty=1, col=c("blue", "black"),
xlab="n", ylab="f(n)", xlim=c(0,1000), ylim=c(0,10))

legend("bottomright",
legend = c(expression("VST"), expression(logl[2])),
fill=c("blue", "black"))

+ +V+ +VVVVYVVYVY
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EXAMPLE: NORMALITY 1

> par (mfrow=c(1,3))

> plot(density(as.numeric(data[2,])),

+ main="counts", cex.main=2)

> plot(density(as.numeric(data.log2[2,1)),
+ main="1log2", cex.main=2)
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HETEROSCEDASTICITY

» Homoscedasticity: having the same scatter (variance)
» Heteroscedasticity: having the different scatter (variance)
» In RNA-Seq data, genes with larger average expression have
on average larger observed variance across samples, that is,

they vary in expression from sample to sample more than
other genes with lower average expression.
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EXAMPLE: HETEROSCEDASTICITY [

# Mean-sd plot

library(ggplot2)

library(vsn)

pl <- meanSdPlot(as.matrix(data))$gg +
y1im(0,8e3) + ggtitle("Counts")

p2 <- meanSdPlot(as.matrix(data.log2))$gg +
y1im(0,2.5) + ggtitle("log2")

p3 <- meanSdPlot (as.matrix(data.vst))$gg +
y1im(0,2.5) + ggtitle("VST")

library("gridExtra")

library("cowplot")

plot_grid(pl, p2, p3, labels=c("A", "B","C"),
ncol = 1, nrow = 3)

+ VVV +V +V +VVVYV
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LoG VERsuUs VST

A few things to consider:

» After the log transformation, there are less extreme values
when compared to untransformed data, but there are still
unequal variances.

» After VST, the per-gene standard deviation becomes more
constant along the whole dynamic range, but note that the
variance are still unequal for all genes.

» An additional problem of the log2 transformation is that
log, of zero is infinite! To avoid taking the logarithm of
zero it is common to add a pseudo value of 1 prior taking
the log. And, of course, we have to assume that adding 1
does not bias much the low non-zero counts.
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Section 4

GCN 301
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PROBLEMS FORM TRANSFORMATION

» Which one to choose?
» Transformation may introduce bias
» Transformation may cause loss of information

Is it possible to use the RSEM to infer the gene co-expression
pattern?
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EXAMPLE: NON-LINEAR DEPENDENCE [

> set.seed(314)

> n = 300

> Y1 = rpois(n,lambda=20)

> Y2 (Y1-20) "2 + runif(n,min=-50,max=50)
>

>

>

Y2 = sqrt(Y2*(Y2>=0))
r = cor(Y1,Y2)
r

[1] 0.06641

> fisher.z = log((1+r)/(1-r))/2

> pv = 2*(1-pnorm(abs(fisher.z),mean=0,sd=sqrt(1/(n-3))))
> pv

[1] 0.2517
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EXAMPLE: NON-LINEAR DEPENDENCE II

> expr = data.frame(Y1,Y2)

> p = ggplot(data=expr, aes(Y1, Y2))

> p + geom_point() + geom_smooth(method="loess") +

+ geom_smooth (method="1m",1ty="dashed",col=gray(0.5))
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EXAMPLE: LOG TRANSFORMATION I

> expr.log2 = log2(expr+1)
> cor(expr.log2$Y1, expr.log2$Y2)

[1] -0.04233

> p.log2 = ggplot(data=expr, aes(Y1, Y2))

> p.log2 + geom_point() + geom_smooth(method="loess") +

+ geom_smooth (method="1m",1ty="dashed",col=gray(0.5)) -
+ xlab('log2(Y1+1)') + ylab('log2(Y2+1)"')
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CONTIGENCY TABLE [

> library("arules")
> Y1c = discretize(Y1,breaks=3)
> levels(Yic) = c("low", "median","high")
> Y2c¢ = discretize(Y2,breaks=3)
> levels(Y2c) = c("low", "median","high")
> expr = cbind(expr,Ylc,Y2c)
> tbl = table(Y1lc,Y2c)
> tbl
Y2c

Yic low median high

low 22 28 45

median 47 39 14

high 31 33 41



GCN 201 GCN 301 References

Introduction GCN 101
[¢]

000 000000000 00000000000 000000800

CHI-SQUARE TEST OF INDEPENDENCE

For the cell in row r and column c,

» O,c: the count
» [,.: the expected number of count under independence

(R 0n) (25, Ore)
& )
» Discrepancy: (Oye — Ere)?/Ere.

Chi-square test statistic:

Orc_Erc 2
NN

r=1c=1
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EXAMPLE: CHI-SQUARE TEST OF INDEPENDENCE

> chisq.test(tbl)

Pearson's Chi-squared test

data: tbl
X-squared = 28, df = 4, p-value = 1le-05
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MORE ABOUT CHI-SQUARE TEST OF INDEPENDENCE

» can extend to adjust library size and covariates
» can extend to more adaptively choose the quantile levels
» SQUAC method: Xie and R. Li (2018)
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