Physiological and transcriptome analyses for revealing the mechanism of
adventitious root formation in Camellia luteoflora
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Explant treatment

10 cm cuttings—soaked in 400 mg/L IBA for 4 hours—inserted into elongated seedling tray filled with

vermiculite—Trays were placed in a greenhouse
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Sample collection

Phloem samples were collected from the basal 1-2 cm segments containing phloem, vascular cambium (S1: the
initial cutting stage; S2: callus formation stage; S3: ARs formation stage; S4:ARs elongation stage). These samples

were flash-frozen in liquid nitrogen and stored at -80 °C ultra-low temperature freezer for subsequent analysis
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Cell tissue observation
(DFAA fixation (24 h)
@Ethanol dehydration

(®Xylene clearing
@®Paraffin embedding
(B8um sectioning
®Safranin-fast green staining
(DMicroscopy(Leica DM-3000)

(®Tmage analysis

Determination of physiological and
biochemical indicators
(DSoluble sugar: Anthrone-sulfuric acid method
@Soluble protein: Coomassie brilliant blue method
(®Enzyme activity assay: The activities of SOD
POD, PPO, TAAO and CAT were assessed using kit
methods (Boxbio, Beijing) following the
manufacturer’s instructions

(@WEndogenous hormones: IAA, ABA, GA3, SA, tZ,

JA (HPLC-MS/MS, QTRAP 6500+)

Transcriptome sequencing
(DRNA extraction (MJZol)
@Quality control (Bioanalyzer)
@Library construction (Illumina)
(@RNA-seq (12 samples)
®De novo assembly (Trinity)
(©®Annotation (NR,Swiss-Prot, KEGG)
(DDEG analysis (DESeq2)

(®Co-expression network analysis

©@Quantitative real-time PCR validation

Investigating the mechanism of adventitious roots
formation during the cutting process of C. luteoflora

Additional file 1 Experimental flow chart



