Soybean seedling Frozen using liquid nitrogen
(Mortar and pestle are pretreated with the liquid nitrogen)

Ground using liquid nitrogen (Liquid nitrogen is continuously added)

i Important: ground to homogenous !
E Perform at room temperature :l- -------------------------------------------------
t ' Add 900 pL Buffer RLT/1 seedling

Load all onto the QIA Shredder spin column

; Centrifuge (10,000 rpm at room temperature for 5 min)

Supernatant

Add 0.5 times volume of EtOH

Mix

Load all including insoluble onto the RNeasy Spin Colum

Centrifuge (10,000 rpm at room temperature for 15 sec)

Rneasy Spin Colum

Add 350 uL Buffer RW1

S Centrifuge (10,000 rpm at room temperature for 15 sec)

Add 80 uL DNasel incubation mix
(10 uL DNase1 stock solution+ 70 L Buffer RDD)

Incubate at room temperature for 15 min

Add 350 pL Buffer RW1
’ Centrifuge (10,000 rpm at room temperature for 15 sec)

Add 500 pL Buffer RPE

’ Centrifuge (10,000 rpm at room temperature for 15 sec)

500 pL Buffer RPE

Centrifuge (10,000 rpm at room temperature for 2 min)

Elute total RNA with 30 uL

Frozen samples using liquid nitrogen

Schemel. Purification scheme for the total RNAs
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Scheme 2. RNA-Seq sample preparation
(A)Experimental steps for double strand cDNA library preparation
(B)Schematic diagram for the double strand DNA preparation
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Scheme 3. The flow of the gene expression analysis using RNA-Seq data
for germinated non-GM and GM soybeans



