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Introduction

D Single-cell RNA sequencing (ScRNA-seq)

ScRNA-seq technologies have combined effective single-cell isolation strategies with highly sensitive molecule detection

approaches, showing promise in unravelling the heterogeneity of complex tissues or organs.
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Single-cell RNA sequencing

D Avariety of scRNA-seq protocols

scRNA-Seq Cell isolation ) Reverse ; . . ) Library preparation
method and lysis transcription Amplification and seqguencing

Drop-Seq

Cells: 50,401
Genes: 6177
Studies: 1

Droplets

PolyA tailing and
SSS and UMI
Library prep
and Seq
TS and UMI PCR
Microfluidics

Tubes

Cells: 5212
Genes: NA
Studies: 1

Cells: 513
Genes: 6832
Studies: 40

Cells: 107
Genes: 10,874
Studies: 8

SCRB-Seq

Cells: 851
Genes: 3400
Studies: 1

Quartz-Seq

Cells: 47
Genes: NA
Studies: 1

CEL-Seq 13
Cells: 85
Genes: 5867
Studies: 2

STRT-Seq

Cells: 1467
Genes: 8822
Studies: 5

IVT-PCR

PolyA tailing
and SSS

MARS-Seq

Cells: 2042
Genes: 533
Studies: 3

Kumar, Pavithra, Yugi Tan, and Patrick Cahan. "Understanding development and stem cells using single cell-based analyses of gene
expression." Development 144.1 (2017): 17-32.



Single-cell RNA sequencing

> A growing number of application

Heterogenity of cancer cells Diversity of T cell receptor

https://lwww.rna-segblog.com/new-single-cell-rna-sequencing- Vallejo, Abbe N. "Immune remodeling: lessons from repertoire
methods-could-lead-to-better-regenerative-therapies/ alterations during chronological aging and in immune-mediated
disease." Trends in molecular medicine 13.3 (2007): 94-102.
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> Increasing difficulties of processing sequencing data

Single-cell RNA sequencing

Serious batch effect
Demanding computing power
etc

Technical variation

Biological variation

Batch effect ) Stochastic gene expression
Cell-specific capture efficiency Environmental niche
Amplification bias N ~ Cell cycle
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scRNA-seq data (.fastq)

\ Read 1: cDNA | Read 2: UMI and Cell ‘
barcode

Workflow of analysis

Construction of expression matrix

[0ption1: (10x Genomics) CellRanger |

Setons s J The portal system can be divided into two parts:

Data preprocessing (R)

; Galaxy-based docker image for data preprocessing
{ Generation of .rds file \ &

Users can run this docker image by a Galaxy-based GUI, and then
easily obtain expression matrices for further analysis.

L y docker

J—L Upload

SeaShell
Rshiny-based scRNA-seq portal system

&?'uy RShiny-based web portal system

The web-portal system was well-developed by R language,
JavaScript D3 library, and other visualization tools, allowing
researchers to automatically perform a user-friendly and up-to-date
scRNA-seq analysis pipeline on scRNA-seq experiments. The
analysis pipeline contains: cell quality control, normalization, cluster
analysis, differentially expressed genes analysis, marker
identification, gene ontology analysis, and other popular tools.

DataBank System

Biological Analysis

< 4 * Now only available for 10x drop-seq raw data



N 4

Galaxy-based pre-
processing system



1. Start the galaxy web server

$ docker pull Isbnb/galaxy _sc
$ mkdir YOUR_DIR

# port can be changed

# “YOUR_DIR” will be the directory shared with docker container

$ docker run -d -t -i -p 8081:80 —v \
('pwd")/YOUR_DIR/:/root/galaxy/database/ftp/rnaanalysis@galaxy.org/ \
Isbnb/galaxy_sc /bin/bash

Access to the galaxy web server

http://[Your IP]:8081 will be the access to galaxy web server



Tools

search tools
Tools of RNA-Seq
scCRNA-seq

Workflows
= All workflows

b+

1. Start the galaxy web server

Analyze Data

Hello, Galaxy for single-cell RNA-seq preprocessing is running!

To use scRNA-seq preprocessing workflow, please login with:

s Username: "rnaanalysis@galaxy.org"

s Password: "rnaanalysis"

If you don't have matrix, barcodes, and features data produced from 10x Cellranger, please start from '"Workflows/Cellranger

to Seashell'. But if you do, start from 'scRNA-seq/CellrangerToSeashell' directly.

This customized Galaxy version is provided by Institute of Information Science, Academia Sinica.
Contact information:

* Chung-Yen Lin (cylin@iis.sinica.edu.tw); LAB website: http://eln.iis.sinica.edu.tw

Galaxy is an open platform for supporting data intensive research. Galaxy is developed by The Galaxy Team with the support
of many contributors.

The Galaxy Project is suppaorted in part by NHGRI, NSF, The Huck Institutes of the Life Sciences, The Institute for CyberScience at Penn State, and Johns Hopkins University:.




If successfully login

I+

Tools

search tools %
Tools of RNA-Seq
SCRNA-seq

Workflows
= All workflows

» CellRanger to SeaShell
= zUMIs to SeaShell

Sucess

1. Start the galaxy web server

Analyze Data

Hello, Galaxy for single-cell RNA-seq preprocessing is running!

To use scRNA-seq preprocessing workflow, please login with:
* Username: "rnaanalysis@galaxy.org"

» Password: "rnaanalysis”

If you don't have matrix, barcodes, and features data produced from 10x Cellranger, please start from 'Workflows/Cellranger

to Seashell'. But if you do, start from 'scRNA-seg/CellrangerToSeashell' directly.

This customized Galaxy version is provided by Institute of Information Science, Academia Sinica.
Contact information:

s Chung-Yen Lin (cylin@iis.sinica.edu.tw); LAB website: http://eln.iis.sinica.edu.tw

Galaxy is an open platform for supporting data intensive research. Galaxy is developed by The Galaxy Team with the support
of many contributors.

The Galaxy Project is supported in part by NHGRI, NSF, The Huck Institutes of the Life Sciences, The Institute for CyberScience at Penn State, and Johns Hopkins University.




2. Download your reference genome

|
— GEIIHXY Analyze Data

1+
Tools = DownloadRef : Download reference files from server (Galaxy Version 1.0.1) ~ Options
search tools o Referece
Tools of RNA-Seq CellRanger Human(hg38) v
SCRNA-seq
Upload File from your computer Choose reference genome

Download reference files from server.

DownloadRef : Download
reference files from server

CellRanger : CellRanger

Click here

zUMIs : zUMIs

CellrangerToSeashell @ Use
cellranger output files to Seashell
file

ZUMIsToSeashell : Use zUMIs
output files to Seashell file

Workflows
= All workflows

= CellRanger to SeaShell

= zUMIs to SeaShell




2. Download your reference genome

Using 698.8 MB

Analyze Data

. ~
DownloadRef : Download reference files from server (Galaxy Version 1.0.1) = Options LB < &[0
Referece search datasets Q
- My history

CellRanger Human({hg38)
1 shown, 33 deleted

£23.65 MB & ® -

<% 34: Download CellR @ & x
anger Human Referenc
e

Download reference files from server.

Downloading



3. Prepare your segquencing data

# /YOUR_DIR/cellranger_input/'YOUR_SAMPLE/

# ./YOUR_DIR/cellranger_input/YOUR_SAMPLE /[Sample Name]_S1 LOO[Lane Number]_R1_001.fastq.gz
# ./YOUR_DIR/cellranger_input/YOUR_SAMPLE /[Sample Name]_S1_L0O[Lane Number]_R2_001.fastq.gz
# ./YOUR_DIR/cellranger_input/'YOUR_SAMPLE /[Sample Name]_S1_L0O[Lane Number]_I1_001.fastq.gz
# If you don’t know how to name your fastq files, please refer to 10x Genomics:

# https://support.10xgenomics.com/single-cell-gene-expression/software/pipelines/latest/using/fastg-input

Enter name of “YOUR_SAMPLE” and other parameters to galaxy workflow



3. Prepare your segquencing data

UETE < | workflow: CellRanger to SeaShell
search tools (x}

Tools of RNA-Seq History Options

SEHNE e Send results to a new history

Workflows Yes | No

= All workflows

Cl I C k h ere » CellRanger to Seashell Input folder name (Please make this folder into . /YOUR DIR/cellranger input/ and put your files into there)
= zUMIs to SeaShell

)] “YOUR_SAMPLE”

& Reference

ws  Selece correct reference genome

& Expect cells

3000

owputhame (| 1StOM Name

#~ 2: CellrangerToSeashell (Galaxy Version 1.0.1)

matrix.mix.gz

Output dataset ‘matrix.mtx.gz' from step 1
barcodes.tsv.gz

Qutput dataset 'barcodes.tsv.gz’ from step 1

features.tsv.gz

l i Ppectcellnumbers I Enter a number more than the number of cells you expect

wriere _Ccustom -name




Tools

search tools
Tools of RNA-Seq
scCRMA-seq

Workflows

= All workflows

= CellRanger to SeaShell

= 7UMIs to SeaShell

I+

Run the galaxy pipeline

Workflow: CellRanger to SeaShell

History Options
Send results to a new history

Yes No

# 1: CellRanger (Galaxy Version 1.0.1)

Input folder name (Please make this folder into . /YOUR_DIR/cellranger_input/ and put your files into there)
small_test

[# Reference

hg3a

# Expect cells

3000

Output Name

small_test_cellranger_out

# 2: CellrangerToSeashell (Galaxy Version 1.0.1})

matrix.mtx.gz

Output dataset 'matrix.mibx.gz’ from step 1
barcodes.tsv.gz

Output dataset 'barcodes.tsv.gz’ from step 1
features.tsv.gz

Qutput dataset features.tsv.gz’ from step 1
& Expect cell numbers

20000
Output Name

small_test_rds_out

Run

| e




4. Run the galaxy pipeline

= Galaxy x [l Slack|1_

&« C A =2 | hanuman.is.sinica.edu.tw:208%/workflow/run?id=52

n Facchook @ Se

hel RStudio

Analyze Data

Tools L i ol
Successfully invoked workflow CellRanger to SeaShell.
search tools o You can check the status of queued jobs and view the resulting data by refreshing the History pane. When the job has been run the 0
Tools of RNA-Seq status will change from ‘running’ to ‘finished" if completed successfully or "error’ if problems were encountered. My history
scRNA-seq

5 shown, 47 deleted

Workflows
All workflows
@ 52: test3 Cellranger x

CellRanger to SeaShell ToSeashell

ZUMIs to SeaShell Ru n n i n g

51: test? cellranger @ & %
features

It may takes for along time | mea=== ="

9: test2 cellranger @ 4 x
18

ger Human Reference

F03:52
2020/4/23




5. Download the .rds file

History = & [T]
search datasets (x ]

My history

5 shown, 47 deleted

639.14 MB ~ % »

52: test3 CellrangerTo @ & %
Seashell

- ®

51: test? cellrangerfe @ & %=
atures

50: test2 cellrangerba @ & %
rcodes

49: test? cellrangerm @ & %
atrix

48: Download CellRan @ & %
ger Human Reference




From pre-processed 10x data

@ Run galaxy workflow “scRNA-seqg/CellrangerToSeashell”



Tools of RNA-Seq

SscRNA-se
I Upload File from your computer I

DownloadRef : Download
reference files from server

CellRanger : CellRanger
ZUMIs : zUMIs

CellrangerToSeashell : Use
cellranger output files to Seashell
file

ZUMIsToSeashell : Use zUMIs
output files to Seashell file
Workflows
= Al workflows

= CellRanger to SeaShell

= zUMIs to SeaShell

Upload files to galaxy server by ftp

Analyze Data

Hello, Galaxy for single-cell RNA-seq preprocessing is running!

To use scRNA-seq preprocessing workflow, please login with:
* Username: "rnaanalysis@galaxy.org”

» Password: "rnaanalysis”

If you don't have matrix, barcodes, and features data produced from 10x Cellranger, please start from "Workflows/Cellranger

to Seashell'. But if you do, start from 'scRNA-seq/CellrangerToSeashell' directly.

This customized Galaxy version is provided by Institute of Information Science, Academia Sinica.
Contact information:

* Chung-Yen Lin (cylin@iis.sinica.edu.tw); LAB website: http://eln.iis.sinica.edu.tw



Upload files to galaxy server by ftp

Download from web or upload from disk

Regular | Composite Collection

and password).

Available files: [3) 46 files &2 78.5 GB
O MName

Size
cellranger_input/small_test/hgmm_100_51_L001_R1_001.fastg.gz 19.1
cellranger_input/small_test/hgmm_100_S1_L001_R2_001.fastg.gz 69.4
filtered_feature_bc_matrix/barcodes.tsv.gz 529 |

filtered_feature_bc_matrix/features.tsv.az 297.1

filtered_feature_bc_matrix/matrix.mtx.gz 416.1

ditional Spacies... |+ |

8 Choose local ﬁI{ B> Choose FTP file ]E.I’ Paste/Fetch data Pause Resst Start Close




Upload files to galaxy server by ftp

Download from web or upload from disk

Regular Composite Collection

Size Type Genome Settings Status

529b Auto-det.. + Q@ ----- Additional 5_. o v

filtered_feature_bc_
matrix/barcodes.tsv.
gz

297.6 KB Auto-det. - @ ----- Additional 5.. - v

filtered_feature_bc_
matrix/features.tsv.g
z

= 416.6 KB Auto-det.. + Q ----- Additional S...
filtered_feature_bc_

matrix/matrix.mtx.gz

-

Type (set all): Auto-detect | - | Q Genome (set all): Additional Species... | tl.al i C k

0 Choose local file & Choose FTP file [ Paste/Fetch data Pause Rese Start Close




Run galaxy workflow

+
Tools — CellrangerToSeashell : Use cellranger output files to Seashell file (Galaxy Version 1.0.1) ~ Options
search tools o fmatrixmtx.0z \ Choose correct file
Tools of RNA-Seq 0| & | O |55 matrix.mtx -
SCRNA-seq

. barcodes.tsv.gz
Upload File from your computer

O & | O 54: features.tsy -
DownloadRef : Download
reference files from server features.tsv.gz
CellRanger : CellRanger \D A ':) 53: barcodes.tsv -
ZUMIs @ zUMIs Expect cell numbers
CellrangerToSsashell : Use 20000

cellranger output files to Seashell

Qutput Name
file P

test
ZUMIsToSeashell : Use zUMIs |

output files to Seashell file

Workflows

I Use cellranger output files to Seashell file.

» CellRanger to SeaShell

= zZUMIs to SeaShell




N 4

Seashell



Authentication

Please authenticate

Username:

Password:




Homepage

SeaShell ‘ A Home ‘ BB Databank % Visualization © Help

Welcome to SeaShell !

Our web service provides an user-friendly interface to process and manage your single-cell data.

Click ” START”

scRNA-seq data (.fastq)

barcode

Read 1: cDNA | Read 2: UMI and Cell ‘

Construction of expression matrix

(A,.'AA- 72 PN BRSSP S S (] SR



Workflow

Visualization and Gene analysis



Databank

D Create new project

SeaShell @ Home ‘ EB Databank ‘ W Visualization © Help

Databank

The management sysytem of single-cell experiments can be used to pre-process raw sequencing files and link to other data anaylsis module.

[] Create new project

Editmode |

Single-cell experiments

Projects Experiments Species Cells Status CellQC Record Brief MNormalization Clustering
S 4 PBMC 1 - 0 QC A pending - (& | @ |
> EK ; Unknown Qc A [ ] B

o small_test 2 - 0 Qc pending - n u



Databank

D Create new project
Upload All single-cell experiments(rds files) to one project. (For example: Control and Drug experiments)

-

Name

Please enter your project name

test

Please upload ALL your single-cell experiment

test It is not allowed to add or remove a single experiemnt
individually later.

APPLY CANCEL



Databank

D Create new project
Upload All single-cell experiments(rds files) to one project. (For example: Control and Drug experiments)

Databank

The management sysytem of single-cell experiments can be used to pre-process raw sequencing files and link to other data anaylsis module.
Add or Remove a row

Project Experiment 1 Pre-processed data
test - Control Browse.. testl.rds m &» Upload I

Upload complete

Upload all files

Experiment 2 Pre-processed data

Drug Browse... testl.rds

Upload complete
New Project



D Create new project

Databank

Upload All single-cell experiments(rds files) to one project. (For example: Control and Drug experiments)

Databank

The management sysytem of single-cell experiments can be used to pre-process raw sequencing files and link to other data anaylsis module.

New Project

Single-cell experiments

| | | I '

Projects
PBMC
small_test

test

Experiments

1
2

2

Control

Drug

Species

Cells

Unknown

Unknown

Editmode |
Status CellQC Record Brief Normalization Clustering
QCc A pending u u
QCc A pending n n
QC A pending n u
Qc A
QC A

Hint Click to perform cell QC respectively



Cel I QC Real time

qualified cell
numbers

Quality Control test Control 20% 41

Cell quality control will be performed on your single-cell expenment Projects Experiment Progress Qualified cell numbers

Step1l. Select cell population based on total UMI counts Set threshold

0 EEE E:B 500000

0 2100 4200 8300 12500 16600 20800 25000 29100 33300 37400 41600 45800 49900 54108 58200 62400 66600 70700 74900 79000 83200 87400 91500 95700 99800 500000

Genes Scatter2D Qutliers

0.0001%
0.000125
0.0001
0.000075
0.00005

0.000025

12k 14k 15k




Cell QC

Quality Control test Control 50% E 33

Cell quality control will be performed on your single-cell experiment Projects Experiment Progress

Qualified cell numbers

Step2. Select cell population based on total GENE numbers

4] ? ? 40000
0 310 810 920 1220 1830 2440 3050 3660 4270 4880 5490 6100 6710 7320 7930 8540 9150 9760 10370 10980 11590 12200 12810 13420 14030 14640 40000

UMIs Scatter2D Quitliers

0.000&
0.0005
0.0004
0.0003
0.0002

0.0001

o 200 400 600 s00 1000 1200 1400 1600 1800 2000 2200 2400 2600 2800 3000 3200 2400 3600 3800 4000

' Genes



Cell QC

D Check by 2D scatter plot

Step3. Check selected cell population

Main population are defined by UMI counts AND gene numbers
Number of observations

UMIs Genes Outliers

2500 g
c
&
2400 Greup
Crop
2200 Pass
Grou
2000 P
A Drop
® Pass
1800
1600
1400
1200
1000
800
600
400
200
UMis

1000 2000 2000 4000 5000 G000 T000



Cell QC

> Secondary cell QC

Step4. Define outliers by statistical distribution

Qutliers are defined as cells certain median absolute deviation (MAD) away from the median in the following distribution.

UMt GeneNumber

Mo lower limit -2 MAD 2 MAD Mo upper limit Mo lower limit 2 MAD Mo upper limit

@A | Save QC result

UMIs Genes Scatter2D

228 2.25
2 2
1.75 1.75
15 15
1.28 125
1 1
0.75 0.75
05 0.5
0.25 0.25
[+] [+]

0 zk 4k (113 Bk 10k 12k 1] 500 1000 1500 2000

® uMis @ Cenes

2500

3000

non-MT-gene(%)

Mo lower limit

2.25

1.7%

1.25

0.5

20

40 50

@ non-MT-gene(%)

&0

No upper limit

70

Plot

&0

a0



Databank

The management sysytem of single-cell experiments can be used to pre-process raw sequencing files and link to other data anaylsis module.

New Project

Single-cell experiments

‘ | | I

Projects
PBMC
small_test

test

Experiments
1
2

2

Control

Drug

Species

Cell QC

Cells

54

27

27

Status CellQC
QC A pending
Qc i pending
Normalization 4k finished
c®
Qo

Record

Success and new tips

o]
=
y

S0 800

Edit mode
Normalization Clustering
(4] (4]
(&) 0
(4]
Perform

normalization

)



Normalization

Normalization test 54

Mormalization will be performed for all cells in the project to remove unwanted techical bias. Project Qualified cell numbers

Method Min average counts per gene
Number of HVGs for RLE plot

=
Click “Start” directly



Normalization

- -
Normalization test 54
MNormalization will be performed for all cells in the project to remove unwanted techical bias. Project Qualified cell numbers

Method Min average counts per gene

Number of HVGs for RLE plot

RIE plot

Size Factors : , Rawlog_count
L LB LT -
o A R AR AR AR R AR AR AR =
3rd Qu. 1.0877 C: B scran

Max. 1.373

VTV T TTVITI ¥

Sample

Relative log expressi
I S
— 4
S S
S
1
-

S
S S



Clustering

Cluster analysis PBMC

Clustering will be performed to uncover hidden subpopulations of cells, Project
Dimensionality Reduction Mumber of highly variable genes used
UMAP - 500
UMAP or tSNE MAST or wilcox
Clustering method Number of clusters DEG test method
SC3 - 3 MAST

Cell-type classification

MNone b



Clustering

DEG preview

107 1 - Positive only
. Cluster
1 ; Rank Gene Adjusted P-value Fold change(log) Type
[ W :
.
¢ 1 IL7R 0.00e+00 1.83e+00 Positive
H . 2 TRAC 0.00e+00 1.40e+00 Paositive
R ‘i ’ 3 LDHB 0.00e+00 1.34e+00 Positive
4 TCF7 0.00e+00 1.19e+00 Positive
2
5 CD3E 0.00e+00 1.11e+00 Pasitive
! 9 NOSIP 0.00e+00 9.63e-01 Pasitive
e 7 LEF1 0.00e+00 9.36e-01 Positive
-3 8 TRABDZA 0.00e+00 9.23e-01 Paositive
0 9 CD3G 0.00e+00 9.09e-01 Positive
10 CD3D 0.00e+00 8.80e-01 Positive
12
‘ 11 SARAF 0.00e+00 8.67e-01 Positive
™ 12 LTE 0.00e+00 8.61e-01 Paositive
e 13 MAL 0.00e+00 8.60e-01 Positive
Ei &0 ) 0 20 20 T ] 0 20 30)g 14 RCAN3 0.00e+00 8.52e-01 Positive
15 RPS12 0.00e+00 8.46e-01 Paositive

1-150f 911 rows Previous 1 2 3 4 &5 . 61 +




Visualization

Visualization -
A plenty of visualization tools can be perform on well-processed project. Project Clusters
[ PBMC - ] Select processed
projects
-
L

Loading your project: PBMC...

It takes about 0.5~1 mins depending on cell numbers



Visualization

Visualization PBMC 3 3,456

A plenty of visualization tools can be perform on well-processed project. Project Clusters Qualified cell numbers

PEMC =

D Rename your cluster by DEGs
o Expression plot Violin plot GO analysis ( \

Cluster

& B e Rank Gene Adjusted P-value Fold change(log) Type DEG filter
H:
& | JE 01-Cluster
L]
¢ 1 IL7R 0.00e+00 1.83e+00 Positive T ool -

2
2 TRAC 0.00e+00 1.40e+00 Positive \ J

[ ]
) '
5 3 LDHB 0.00e+00 1.34e+00 Positive 02-FoldChange
2
4 TCF7 0.00e+00 119400 Positive L5
4
5 CD3E 0.00e+00 1.11e+00 Positive 03-adjPvalue
-3
: 0.1
. 6 NOSIP 0.00e+00 9.632-01 Positive
7 LEF1 0.00e+00 9.36e-01 Positive 04-Type

Paositive only

Az 8 TRABD2A 0.00e+00 9.23e-01 Positive
‘ Send to GO

-14 9 CD3G 0.00e+00 9.022-01 Paositive

10 w0 UUsesthrese DEGs<for GO analysis

1-10 of 462 rows Frevous 1 2 3 4 & .. 47 Next +




Visualization

A plenty of visualization tools can be perform on well-processed project.

PBMC A

Visualization

PBMC 3

Project Clusters

-10

-16

DEGselector Expression plot Wiolin plot GO analysis

Cluster
m:
2 10} 5

H:
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20 -70 50 -50 -40 -30

20
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00

10
| 5
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Visualization

Visualization PBMC 3

A plenty of visualization tools can be perform on well-processed project. Project Clusters

PBMC A

o
e DEGselector Expression plot Violin plot GO analysis

Cluster

. GAPDH

2

N Clusters
1
2

- 3

-10

-12 ‘

” 1

-1G

X 0
1 2 3

<

B

UMI (log2 transformed)
(3% ] w




Visualization

Visualization PBMC 3 3,456

A plenty of visualization tools can be perform on well-processed project. Project Clusters Qualified cell numbers

0= . - - -
DEGselector Expression plot Violin plot GO analysis
Cluster
g
|1
B : 6.10e-25
.
4
2
Ll
7 .
nuclear-transcribed mRMA catabolic process, nonsense-
medreed decey IM——
2
2.26e-19
“ g
E
-G
-10 protein targeting to membrane
-12 ‘ nuclear-transcribed mRNA catabolic process
14
mRMNA catabolic process
-16
o 25 Y 7.5 10 125 15 17.5
X counts




Contact

=)

(C= Lab of Systems and Network Biology
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