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In vitro and in vivo evaluation of didymin cyclodextrin inclusion complexes: characterization and chemosensitization activity
1. Materials and Methods
1.1 Extraction and isolation 
[bookmark: _GoBack]The separation procedures and purity tests have been reported in our previous study. The separation procedure and purity test have been reported in our previous studies (1-3). The air-dried and powdered plant material (15 kg) were extracted with 70% EtOH (2×100 L, each 2 h) at 80 C. Filtration and removal of EtOH from the extract under reduced pressure yielded a dark residue (3000 g), which was then suspended in H2O and extracted with petroleum ether, EtOAc, and n-butanol. The EtOAc extract (500 g) was chromatographed on a silica gel column (1.8 kg, 100–200 mesh, 20×70 cm) with gradient mixtures of CHCl3/MeOH (from 1:0 to 1:1, flow rate 60 mL/min). Eleven fractions were collected and examined by TLC on silica gel. Fraction D was purified with recrystallization with MeOH to isolate didymin (20 g). The purity test was performed with HPLC method. The batch number of didymin used in this study is 20180412 with 95.37% purity.
1.2 Drug release study
In vitro release study of didymin, didymin/HP-β-CD and didymin/β-CD were performed in a PBS dissolution medium at 37°C. Drugs were placed in a clean dialysis bag (with a cut-off molecular weight of 1000 Da), then suspended the dialysis bag in a centrifuge tube containing 40 mL PBS solution with stirring at a speed of 100 r /min. At a predetermined interval, take 1 mL of the PBS solution from the centrifuge tube for drug content measurement, and replenish an equal volume of fresh PBS solution into the beaker. 
2 Figures
[bookmark: _Hlk26211306][image: ]
Figure S1. The chemical structure of didymin
[image: ]
[bookmark: OLE_LINK25][bookmark: OLE_LINK26][bookmark: OLE_LINK3]Figure S2. Phase solubility studies of didymin with HP-β-CD (A) and β-CD (B) in distilled water and a summary of the calculated parameters (C).




[bookmark: _Hlk26211415][image: ]
Figure S3. The in vitro release behavior of didymin, didymin/HP-β-CD and didymin/β-CD in PBS. mean ± SD, n=3.
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Figure S4. PXRD diffractogram of didymin/HP-β-CD, didymin/β-CD and stored for three months of didymin/HP-β-CD and didymin/β-CD.
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Figure S5. H&E staining assay of major organs at the end of tumor growth inhibition studies. Scale bar: 100 µm.
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The values of intercept, slope and constant stability

Complex Intercept(inM) Slope R? Stability constant (Ks, M 1)
Didymin: HP-p-CD 0.1354 0.0732 0.9947 5833
Didymin:p-CD 0.1888 0.0529 0.9937 295.8





