Method 1. Surface sterilization
[bookmark: _GoBack]Young stem explants (basal shoots) of A. crenata Sims var. bicolor were immersed in detergent for 30 min and washed for 2–3 h under running water. Then, explants were treated with 75% ethyl alcohol for 30 s and washed 3–4 times with sterile water. Subsequently, the explants were treated with 0.1% mercuric chloride (HgCl2) for 4 min and then rinsed 5–6 times with aseptic water, and this step was repeated once. Then, the explants were cut into 1.5–2.0 cm long segments.


Method 2. Plantlet acclimatization and transplanting
Briefly, (1) the tissue culture bottle caps were unscrewed slightly, but the bottles were not left completely open; (2) the bottles were placed in a tissue culture room for 6 days of scattered light cultivation, and then the bottle caps were partially removed; (3) after 12 days, the bottle caps were completely removed; and (4) after 15 days, the rooted plantlets were removed, the medium was carefully washed off the plantlets, and the plantlets were planted in the transplanting matrices (30 plantlets/matrix). The transplanting matrices included the following: Ⅰ garden soil: river sand (1: 1), Ⅱ garden soil: vermiculite: perlite (1: 1: 1), Ⅲ garden soil: river sand: perlite: vermiculite (1: 1: 1: 1), Ⅳ garden soil: humus soil (1: 1). The matrices were prepared in the given ratios, stirred evenly, high-pressure sterilized for 1/2 h at 125 ℃, allowed to cool, and placed in flowerpots. Then, rooted seedlings were transplanted into the matrices, and the flowerpots were watered with infiltration irrigation, that is, the flowerpots were placed in a shallow pool, and the water slowly infiltrated upwards from the bottom of the flowerpot until it permeated the entire flowerpot. In the early stage, the flowerpots were placed in a greenhouse and covered with a small arched plastic film. Humidity was maintained at greater than 80%, temperature was maintained at 22–28 ℃, and light intensity was maintained at 2000–4000 lx. After half a month, the small arched covering was removed, the temperature was maintained at approximately 25 °C, and the plants were exposed to natural light for 10 to 12 h. After 30 days, the plant survival rate after acclimatization and transplanting was calculated.


Method 3. Equipment and chromatographic conditions
[bookmark: OLE_LINK33][bookmark: OLE_LINK34][bookmark: OLE_LINK7][bookmark: OLE_LINK8]RP-HPLC analysis was conducted at the Natural Products Laboratory, Dujiangyan Campus, SICAU, and a LC-20 AB HPLC system (Rush Science & Technology, Hangzhou, China) equipped with a CTO-10AS column box, a DGU-20A3 online degasser, a CBM-20A system controller, a SPD-20A UV‒vis detector and a LC solution workstation was used. Additionally, the system employed Sepacore preparation chromatography (BüCHI) with a C-605 pump (two), C-615 pump supervisor and C-690 ODS glass preparative column (230 mm × 26 mm, 50 μm). Based on a previous protocol described by Zhen et al. (2007), SHIM-PACK VP-ODS (250 × 4.6 mm, 5 μm), acetonitrile/water (37/63, v/v), 1.0 mL min−1, 40 C, 20 μL, and 205 nm were employed as the chromatography column, mobile phase, flow rate, column temperature, maximum sample size, and detection wavelength, and the sensitivity was 0.16 AUFS.


Method 4. Preparation of standard stock solution and sample solutions
Preparation of standard stock solution. Ardicrenin (4.96 mg) was dissolved in appropriate amounts of methyl alcohol (HPLC grade) to volume of 10 mL in a volumetric flask (10 mL), and the solution was shaken thoroughly to obtain the standard stock solution A (0.496 mg mL−1). Then, 2 mL of A was added to 10 mL methyl alcohol to obtain standard stock solution B (0.0992 mg mL−1). Finally, series dilutions of A (1.0, 5.0, 10.0, 20.0 and 40.0 μL) and B (1.0, 10.0, 20.0 and 40.0 μL) were injected to construct a calibration curve.
Preparation of sample solution. All the tested sample materials of A. crenata Sims var. bicolor were provided by the College of Biology & Pharmacy, Yulin Normal University. Compact-type and friable-type calli (30-day-old), roots, stems, leaves and whole-plants of five-year-old, three-year-old and one-year-old seedlings, two-month-old transplants and one-month-old plantlets were collected and thoroughly washed to remove redundant medium or dirt, respectively. Subsequently, any excess water was gently removed with filter paper (Whatman, Shanghai, China), and different parts of the seedlings/plantlets and the whole seedlings/plantlets were subpackaged in leather bags with clear labelling. Then, the samples were dried at 65 C for 1 day and subsequently dried for another day at 45 C in a drying oven (WGL-65B, Taisite, Tianjin, China) until they reached a constant weight, and thereafter, they were ground into powders with liquid nitrogen in a porcelain mortar with a pestle (diameter of 9 cm). Approximately 0.5 g of each sample was used for extraction. Then, 16 mL, 12 mL, and 8 mL 80% methyl alcohol (analytical grade) were used for reflux and extraction for 3 h, 2 h, and 1 h, respectively. This procedure was conducted in triplicate. Finally, solutions from the same sample were mixed and filtered through 0.45 μm filter membranes for reversed-phase high-pressure liquid chromatography (RP-HPLC) analysis.
