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After the injection of 5 µl of the sample, the separation was performed in an Agilent-Eclipse XDB C-18 column (4.6 × 150 mm), which was thermostated at 25 °C. The solvent system was used as a mobile phase:
• Solvent A: consisting of water and 2% formic acid
• Solvent B: containing 80% acetonitrile, 2% formic acid, and water.
Component separation performed using the following linear gradient:
a) from 0 to 10 minutes 0% B,
b) then for 10 to 28 minutes increase to 0-25% B,
c) 28 to 30 minutes 25% B,
g) then 30-50% B for 30 to 35 minutes,
d) from 35 to 40 minutes 50-80% B and finally
f) last 5 minutes 80-0% B.
The mobile phase flow was 0.8 ml/min. 5 μl of the sample was injected automatically using an autosampler. Identification of polyphenolic compounds in the tested samples was performed by comparing the retention times of standards and samples as well as with the help of absorption spectra, using the standard external method. A 1.0 mg/ml stock solution was prepared by dissolving in methanol. A series of dilute solutions of standards of appropriate mass concentrations were prepared from this solution. Calibration curves were constructed, and the total amount of polyphenolic compounds was calculated based on the area of the obtained peaks. The results were calculated depending on the mass concentration of the standard. The mass concentrations of the components in the extracts were calculated from the obtained linear dependence equations. The content of polyphenolic compounds is expressed in micrograms (µg) per gram (g) of extract (µg/g). The calibration curve, coefficient of correlation (R2), limit of detection (LOD) and limit of quantification (LOQ) are all shown in Table 1.




Table 1. Analytical parameters for 15 phenolic compounds used for HPLC-DAD analysis.

	Compound
	Calibration curve
	(R2)
	Range (µg/µl)
	RT (min)
	LOD (µg/µl)
	LOQ (µg/µl)

	p-Hydroxybenzoic acid
	y = 9934.4x + 0.1
	0.9998
	0.006-50.000
	17.65
	0.003
	0.010

	Caffeic acid
	y = 32,241.5x – 0.1
	1.0000
	0.001-34.000
	21.19
	0.009
	0.030

	Vanillic acid
	y = 10,781.0x + 0.5
	0.9995
	0.006-30.000
	22.15
	0.003
	0.010

	Chlorogenic acid
	y = 10,491.8x – 0.5
	0.9998
	0.050-26.200
	22.25
	0.035
	0.116

	p-Coumaric acid
	y = 16,239.7x – 0.8
	0.9997
	0.042-20.000
	24.83
	0.042
	0.140

	Ferulic acid
	y = 24,685.7x – 0.7
	0.9998
	0.035-22.000
	27.35
	0.029
	0.097

	Sinapic acid
	y = 13,332.5x + 1.1
	0.9998
	0.040-22.200
	29.11
	0.032
	0.106

	Rutin
	y = 4589.0x – 0.7
	0.9999
	0.067-17.000
	29.30
	0.052
	0.173

	Apigenin-glycoside
	y = 4289.0x – 0.7
	0.9999
	0.060–26.000
	32.21
	0.052
	0.173

	Rosmarinic acid
	y = 5385.2x + 0.7
	0.9998
	0.025-20.000
	33.58
	0.018
	0.060

	Quercetin
	y = 10,336.2x + 0.3
	0.9996
	0.045-20.000
	36.50
	0.033
	0.110

	Luteolin
	y = 15,958.6x – 0.2
	0.9998
	0.045-7.200
	37.31
	0.030
	0.100

	Naringenin
	y = 14,797.5x + 1.0
	1.0000
	0.065-32.000
	37.85
	0.055
	0.183

	Kaempferol
	y = 13,636.5x + 0.1
	0.9997
	0.040-27.000
	38.29
	0.029
	0.097

	Apigenin
	y = 6229.8x + 1.2
	0.9996
	0.055-16.000
	40.10
	0.045
	0.150







