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Figure S2: TIM
EO

R
 A

pplication Pre-processing and Prim
ary A

nalysis. A
. In the P

re-processing stage in the “P
rocess R

aw
 D

ata” tab, the user chooses R
N

A
-seq tim

e series data and answ
ers six questions 

about their data and desired analyses. TIM
E

O
R

 subsequently sets the adaptive default m
ethods that are catered to the user data. TIM

E
O

R
 then retrieves and checks the data quality, providing interactive results to 

the user. These data are then aligned using either one or tw
o alignm

ent m
ethods (B

ow
tie2 and H

IS
AT2), and the user can choose w

hich gives optim
al results. The alignm

ent .bam
 files are then used to creates a 

gene-read count m
atrix, w

hich is then passed to the next tab “Load C
ount M

atrix”. B
. The gene-read count m

atrix is visualized through both interactive principal com
ponent analysis (P

C
A

) and replicate (i.e. sam
ple) 

correlation plots. C
. The gene-read count m

atrix can then be passed to the “N
orm

alize and C
orrect D

ata” tab w
here it is norm

alized (trim
m

ed m
ean of M

-values and upper quartile) and corrected. These altered data 
are again visualized using P

C
A and replicate (i.e. sam

ple) correlation plots. D
. The gene-read count m

atrix is passed to P
rim

ary A
nalysis (one tab only) w

here differential expression (D
E

) is perform
ed using at least 

one of D
E

S
eq2, Im

pulseD
E

2, and N
ext M

aS
igP

ro, depending on how
 the user answ

ered the adaptive default questions. The D
E

 results betw
een m

ethods can be visualized using a Venn diagram
. The user can also 

com
pare results w

ith an outside gene list (e.g. from
 a past study). The results of each D

E
 m

ethod are presented in the bottom
 left. The user can toggle to each m

ethod, and TIM
E

O
R

 generates the associated gene 
trajectory clusterm

ap. TIM
E

O
R

 autom
atically chooses the num

ber of clusters in the D
E

 results. The num
ber can also be chosen m

anually. O
nce the user chooses w

hich D
E

 m
ethod’s result to use, they are passed to 

S
econdary A

nalysis (Figure S
3).
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