Supplementary Information

Figure S1. The melting curve of eleven candidate reference genes.
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Figure S2. The PCR products electrophoresis result of the eleven candidate reference genes.
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Figure S3. Recommend comprehensive ranking results for candidate reference genes.
Above figures show the comprehensive gene stability of candidate reference genes in
different experimental sets. (A) diurnal expression in leaves; (B) different organs; (C) leaves
with different duration of cold and short photoperiod treatment; (D) shoots with different
duration of cold and short photoperiod treatment; (E) shoots after auxin antagonist
treatment; (F) shoots after lanolin treatment. The smaller the ranking value, the better the
stability of reference gene. (PTB: CsPTBI; clathrin: CsCLATHRINI; UBC: CsUBCI,
SAND: CsSANDI; tubulin: CsTUBULINI; EF: CsEF1; TIP: CsTIPI; UBQ: CsUBQI;
GAPDH: CsGAPDH1; 18S rRNA: Cs18S rRNAI; actin: CsACTINI).

A

12 4 11 12 4

=
o
L
=
@ = o

Gene Geomean of
ranking values
B

Gene Geomean of
ranking values

Refference genes

12 c 27D

11

11

-
(=]
"

-]
L

o
L

412 416 i

IS
L

283
228 263

Gene Geomean of
ranking values
Gene Geomean of r
anking values

2 {132

XL ¢ F & § (TR R S I, SRS R SR S S
R SN ¥ R Sy $ S F S S
& 5 & % S ¥ < & F 5 \3?8' £ &
Refference genes Refference genes
10 E 945 9.46 124 F 1
10
10 1 874
824
8 4 7

Gene Geomean of
ranking values

2
168 186

Gene Geomean of
ranking values
O B N W B OO N W

C @ o & O QO R F O e
& K & ¢ S g ) N
) < ) S & 9
& o &F -8%'( R

Refference genes Refference genes

S3



Table S1. Primer specificity performance at different annealing temperature.

Gene Name

Tested Annealing Temperature

50 °C 53 °C 56 °C 59 °C
Cs18S rRNAI XXX XXX XXXX XXX
CsACTINI XX XXX XXXX XXX
CsCLATHRINI XXX XXX XXX XXXX
CsEF1 XX XXX XXXX XXX
CsGAPDH1 XX XXX XXXX XXX
CsSAND1 XXX XXX XXX XXXX
CsTIP1 XXX XXXX XXX XXX
CsTUBULINI XXXX XXX XXX XXX
CsUBQI X XX XXX XXXX
CsUBCI XXX XXX XXXX XXX
CsPTBI XXX XXX XXXX XXX

Poor: X; Acceptable: XX; Good: XXX; Best: XXXX.
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