[bookmark: _GoBack]Online Resource 5. qPCR analysis of six genes in the lignin biosynthesis pathway in the intermediate internodes of a different set of plants from those used in the microarray assays (A). Different letters at the top of each bar indicate different means by one-way ANOVA followed by Tukey’s test. Error bars=SEM; N=3; p<0.05. PAL, Phenylalanine ammonia lyase; 4CL, 4-coumatare-CoA ligase; COMT, caffeic acid 3-O methyltransferase; F5H, ferulate 5-hydroxylase; C4H, cinnamate 4-hydroxylase;CCR, cinnamoyl-CoA reductase. B, GeNorm results are shown as M-value (average expression stability) graph, V-value (pairwise variation) graph and thresholds are shown as a green line in each graph. GeNorm interpretation for each tissue analyzed is shown as well. Eight endogenous controls were tested to identify the best ones for data normalization.

A

B
image7.png
lorm - gbasePLUS wor
File Edit Window Help
+-BAEXUI
I8 Project Explorer = O || geNorm 23 =5
@8 Ancestrais Coleta marco 2012 A ||| / Ancestrais Coleta marco 2012 / Experiments / Apenas ES / Analysis / geNorm
5 oot mernentstings Determination of the optimal number of reference targets
= @ Experments 02
¥ Apenaser
te on
= @ soenases
@ Amotatons 02
A settngs 019
= 8 Tares o
= 65 Reference torgets
§ s o
& ACT 016
§ e
& GaPDH 015
§ns o
& s 013
§w >
§ ez g0
5§ Teretsofnterest 2on
v 2010
g
) 008
L] o007
006
IS
o0t
o
I
on
00
23 Ve vars V55 ver7 Vi
) | e e irreimton]

EE o [™ a 6 getom -cbasepius .. | @ QBT





image8.png
2 Defaut experinent sttings
= Experiments.
ApenasE1
= speneses
 Amatasons
X setings
= B Taces
268 Reference torgets

A Mut-trgetber chart
3 statetcs

42 Condusions

‘Apenas E9

‘Apenas Folha

Todos

‘Todos na mesma placa

o

3

8 Project Explorer [ getorm 52 =0
= BB Ancestas Coleta marco 2012 A | | Ancestais Coleta marco 2012 Experiments / Apenas £5 ] Anayss / geNor
&8 Amotatons Data

gt
‘geNorm analysis was infited on 12 samples and 8 reference targets.
Missing vabues
Experiment design
Not al samples were messured in the same run for a given reference target, As iner-run variation might confrbute to decreased expression stabilty, a proper geNorm analysi requires that al samples

are messured n the same run for a given target (.. sample maximizaton strateay according to Hellemans et a., Genome Biclogy, 2007). The bult-n interun calbration procedure in gbasePLUS does.
not correct for tis,

Results
Optimalreference target selecton

The optmal number ofreference targets in this experimental stuation is 2 (geNorm V < 0.1 when comparing a nomalizaton factor based on the 2 or 3 most stable targets). As such, the optmal
normalization factor can be calculted as the geometric mean of reference targets TUB and UBE2.

Reference targetstabilty

High reference target stabity (average geNorm M < 0.5). Trs i typicaly szen when evaluating candidate reference targets on a homogeneous set of samples (=.g. untreated cultured cels, or bood
from normal indiviusks). More reference values in Table 11n Helemans et al., Genome Biology, 2007.

geNorm M | geNorm V | Interpretation |





image9.png
+ HEEX AN

18 project Explorer [ getorm 52 =0
= 5 Ancestras Coleta marco 2012 A | | Ancestais coleta marco 2012 Experments / Apenas E5 ] Anayss / geNorm
2 Amotatons - .
P8-S N - Average expression stability of remaining reference targets

= rgsmu 0500
21

e

&® Amotatons 0850

@, settngs 0825

= Targets 00

& §§ Reference trgets 07

§ es 0750

§ ac 0725

{=. o

§re 0678

§ e -l =0

§uw goex

5 uee2 S o060

@ ¥ Targets of interest 80575

=g 0550

@fE 0525

=8 0500

-]

E 0475

0450

0425

040

0378

0350

g 0325

030

Iniciar





image10.png
lorm - gbasePLUS wor
File Edit Window Help
+-BAEXUI
I8 Project Explorer = O || geNorm 23 =5
@8 Ancestrais Coleta marco 2012 A ||| / Ancestrais Coleta marco 2012 / Experiments / Apenas ES / Analysis / geNorm
5 oot mernentstings Determination of the optimal number of reference targets
= @ Experments 02
¥ Apenaser
te on
= @ soenases
@ Amotatons 02
A settngs 019
= 8 Tares o
= 65 Reference torgets
§ s o
& ACT 016
§ e
& GaPDH 015
§ns o
& s 013
§w >
§ ez g0
5§ Teretsofnterest 2on
v 2010
g
) 008
L] o007
006
IS
o0t
o
I
on
00
23 Ve vars V55 ver7 Vi
) | e e irreimton]

EE o [™ a 6 getom -cbasepius .. | @ QBT





image1.png
X Online Resource 5.pdf - Adobe Reader

Arquivo  Editar Visualizar Janela Ajuda

- X
*®

[ Abrir ‘ & ‘ 1 1/1 ‘ 137% |~ | |8 = ‘ " | Ferramentas . Preencher e assinar | Comentario
)
SCCCCL3002A03.b SCCCLR1048D07.g SCRFLR1012F12.
4cL PAL comT

2.0 A A A B 30 A A A B 3 A A A B
c c c
S 5 S k]
0 1 3 n
¢ E® g
g 3 £
%10 % %
o o 13
£ £ 10 £
o
g 08 3 3
o @ o

0.0 0

» o
& S & 00\,& & & & o°°6\
Y RN > & G & 3> @
& ¢ & 3 & ¢ & 3
P L3 & &> 3 &
% %
SCEZHR1087F06.g SCSGFL4193B05.9 SCCCRZ2C01A04.g
F5H CaH CCR

20:52
19/11/2015

8 B &

POR





image2.png
X Online Resource 5.pdf - Adobe Reader — X

Arquivo  Editar Visualizar Janela Ajuda *
2 Abrir ‘ @ ﬁ ‘ 11/1 ‘ 137% |~ | W% = ‘ & | Ferramentas : Preencher e assinar | Comentario
N S S 0 g S $ S N & $ S
Ig o8 i S &\o & ) 4 & o"@ ¥ &° o"(o o"o &
& & & & & & & 4 & ¢ S &
<& & 5% & & & & & & < &
o 9 4 o % & b ] 3
) % 5 % > % &
SCEZHR1087F06.g SCSGFL4193B05.9 SCCCRZ2C01A04.g
F5H C4H CCR
25
8 S S 20
5 8 5 15
x x x
o @ o
E g E 1.0
5 5 ki
3 ] S 08
0.0
S

20:53
19/11/2015

R = | POR




image3.png
X Online Resource 5.pdf - Adobe Reader

Arquivo  Editar Visualizar Janela Ajuda

- X
*®

[ Abrir ‘ & ‘ 1 1/1 ‘ 137% |~ | |8 = ‘ " | Ferramentas . Preencher e assinar | Comentario
)
SCCCCL3002A03.b SCCCLR1048D07.g SCRFLR1012F12.
4cL PAL comT

2.0 A A A B 30 A A A B 3 A A A B
c c c
S 5 S k]
0 1 3 n
¢ E® g
g 3 £
%10 % %
o o 13
£ £ 10 £
o
g 08 3 3
o @ o

0.0 0

» o
& S & 00\,& & & & o°°6\
Y RN > & G & 3> @
& ¢ & 3 & ¢ & 3
P L3 & &> 3 &
% %
SCEZHR1087F06.g SCSGFL4193B05.9 SCCCRZ2C01A04.g
F5H CaH CCR

20:52
19/11/2015

8 B &

POR





image4.png
X Online Resource 5.pdf - Adobe Reader — X

Arquivo  Editar Visualizar Janela Ajuda *
2 Abrir ‘ @ ﬁ ‘ 11/1 ‘ 137% |~ | W% = ‘ & | Ferramentas : Preencher e assinar | Comentario
N S S 0 g S $ S N & $ S
Ig o8 i S &\o & ) 4 & o"@ ¥ &° o"(o o"o &
& & & & & & & 4 & ¢ S &
<& & 5% & & & & & & < &
o 9 4 o % & b ] 3
) % 5 % > % &
SCEZHR1087F06.g SCSGFL4193B05.9 SCCCRZ2C01A04.g
F5H C4H CCR
25
8 S S 20
5 8 5 15
x x x
o @ o
E g E 1.0
5 5 ki
3 ] S 08
0.0
S

20:53
19/11/2015

R = | POR




image5.png
2 Defaut experinent sttings
= Experiments.
ApenasE1
= speneses
 Amatasons
X setings
= B Taces
268 Reference torgets

A Mut-trgetber chart
3 statetcs

42 Condusions

‘Apenas E9

‘Apenas Folha

Todos

‘Todos na mesma placa

o

3

8 Project Explorer [ getorm 52 =0
= BB Ancestas Coleta marco 2012 A | | Ancestais Coleta marco 2012 Experiments / Apenas £5 ] Anayss / geNor
&8 Amotatons Data

gt
‘geNorm analysis was infited on 12 samples and 8 reference targets.
Missing vabues
Experiment design
Not al samples were messured in the same run for a given reference target, As iner-run variation might confrbute to decreased expression stabilty, a proper geNorm analysi requires that al samples

are messured n the same run for a given target (.. sample maximizaton strateay according to Hellemans et a., Genome Biclogy, 2007). The bult-n interun calbration procedure in gbasePLUS does.
not correct for tis,

Results
Optimalreference target selecton

The optmal number ofreference targets in this experimental stuation is 2 (geNorm V < 0.1 when comparing a nomalizaton factor based on the 2 or 3 most stable targets). As such, the optmal
normalization factor can be calculted as the geometric mean of reference targets TUB and UBE2.

Reference targetstabilty

High reference target stabity (average geNorm M < 0.5). Trs i typicaly szen when evaluating candidate reference targets on a homogeneous set of samples (=.g. untreated cultured cels, or bood
from normal indiviusks). More reference values in Table 11n Helemans et al., Genome Biology, 2007.

geNorm M | geNorm V | Interpretation |





image6.png
+ HEEX AN

18 project Explorer [ getorm 52 =0
= 5 Ancestras Coleta marco 2012 A | | Ancestais coleta marco 2012 Experments / Apenas E5 ] Anayss / geNorm
2 Amotatons - .
P8-S N - Average expression stability of remaining reference targets

= rgsmu 0500
21

e

&® Amotatons 0850

@, settngs 0825

= Targets 00

& §§ Reference trgets 07

§ es 0750

§ ac 0725

{=. o

§re 0678

§ e -l =0

§uw goex

5 uee2 S o060

@ ¥ Targets of interest 80575

=g 0550

@fE 0525

=8 0500

-]

E 0475

0450

0425

040

0378

0350

g 0325

030

Iniciar





