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Figure 1: Wavelength scanning of the following samples during ABTS˙+ scavenging: (A) DMSO, (B) μM propofol (dissolved in DMSO The absorbance spectra were collected at 0 s, 15 s, 30 s, 1 min, 2 min, 5 min and 10 min, respectively. Full-band scanning of the solutions at different time points showed a decrease in the ABTS˙+-specific 415 and 735 nm absorption peaks and a corresponding increase in the ABTS-specific absorption peak at 340 nm. The arrowheads indicate the direction of absorption peak changes. ABTS˙+ = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid) radical; ABTS = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid); DMSO = dimethyl sulfoxide.
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Figure 2: The kinetics of the scavenging activities of 4 μM propofol on ABTS˙+. The propofol was dissolved in DMSO. The concentrations of ABTS˙+ and ABTS were calculated after adding 4 μM propofol to ABTS˙+ in phosphate-buffered saline (PBS, pH 7.2). The net consumption of ABTS˙+ in B) was determined from the experiment in A). Both the initial reaction rate within the first 5 s and the total ABTS˙+ consumption during the initial rapid reaction phase were estimated. n = 6 in each group. ABTS˙+ = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid) radical; ABTS = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid); DMSO = dimethyl sulfoxide.
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Figure 3: The reaction rate of propofol on ABTS˙+ scavenging ability. After dissolved in DMSO, the propofol was added to the standard ABTS˙+ solution to a final concentration of 4 μM. The reaction rate was measured at the first 5, 10, 30, 60 and 120 s respectively. n = 6 in each group. Data are shown as means ± SD. Significant difference between-group was analyzed by independent student’s t-test based on adjusting the P-value using a Bonferroni correction. ABTS˙+ = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid) radical; ABTS = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid); DMSO = dimethyl sulfoxide.
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Figure 4: Reaction rate and turnover number of ABTS˙+/ABTS at various ABTS˙+ concentrations. (A) Reaction rate of propofol (dissolved in DMSO) with ABTS˙+ at various ABTS˙+ concentrations at the first 10 s. The reaction of propofol with the standard ABTS˙+/ABTS solution at 375, 250, 125, 62.5 and 50-fold dilutions was followed by reading the absorbance at different time points with a final concentration of 4 μM propofol. The initial reaction rate (V) of ABTS˙+ consumption and ABTS formation was determined on the basis of the absorbance at 415 and 340 nm, respectively. (B) Turnover number of the ABTS˙+ consumption and ABTS formation by propofol (dissolved in DMSO) at various ABTS˙+ concentrations. Propofol was added to ABTS˙+ solutions with a final concentration of 4 μM to various concentrations of ABTS˙+. The turnover numbers of ABTS and ABTS˙+ were calculated by measuring the absorbance at 340 and 415 nm, respectively. The end point of ABTS˙+ consumption and ABTS formation, as described in Supplemental Digital Content 1, figure 2B, were plotted as a function of the ratio of ABTS˙+ to propofol concentrations. n = 7 in each group. Each point represents the mean ± SD. Significant difference between-group was analyzed by independent student’s t-test based on adjusting the P-value (*** P < 0.0002) using a Bonferroni correction. ABTS˙+ = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid) radical; ABTS = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid); DMSO = dimethyl sulfoxide.
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Figure 5: Wavelength scanning of three different propofol products widely used in clinical applications during ABTS˙+ scavenging process. The propofol was dissolved in DMSO or methanol to a final concentration of 1 μg/ml. The absorbance spectrum was measured at 0 s, 15 s, 30 s, 1 min, 2 min, 5 min and 10 min, respectively. The arrowheads indicate the direction of the absorption peak changes. ABTS˙+ = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid) radical; DMSO = dimethyl sulfoxide.
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Figure 6: The dynamic scavenging activities of three different propofol products widely used in clinical applications on ABTS˙+. The three propofol products were dissolved in DMSO or methanol. The reaction was monitored at both 415 nm (ABTS˙+) and 340 nm (ABTS). The concentrations of ABTS˙+ and ABTS were calculated after adding the propofol to the standard ABTS˙+ solution in phosphate-buffered saline (PBS, pH 7.2) to a final concentration of 1 μg/ml. ABTS˙+ = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid) radical; ABTS = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid); DMSO = dimethyl sulfoxide.
Diprivan™, AstraZeneca Pharmacuuticals LP (Wilmington, DE); Jing’an™, Fresnius Kabi (Bad Homburg v.d.H. Germany; Limengxin™, Xi’an Libang Pharmaceutical Co, Ltd. (Xi/an, Shaanxi Province, China)
[image: image7.png]] ABTS
0.60~ }

O 020
.UOJY

0.50~

0.40-

16.181

- | :
< 0.30-

0.20-

0.10-

736.563

£16.938

__‘_‘____—,.A'—"-._,

0.00——————— I

| I I I I | I I I | |I I I I I | I | I | I I I | | I | | I |I I | I I | I I I I I I I I | | | | I

0.00 9.00 10.00 15.00 20.00 29.00 30.00 39.00 40.00 45.00 50.00
Time (min)




Figure 7: An analytical reversed-phase HPLC analysis of the proposed products of the reaction between propofol and ABTS˙+ at 254 nm. HPLC = high performance liquid chromatography; ABTS˙+ = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid) radical; ABTS = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid).
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Figure 8: A full-scan electrospray ionization mass spectrometry analysis of the products of the reaction between propofol and ABTS˙+. (A) The total ion chromatography. (B)-(E) The full-scan electrospray ionization mass spectrometry spectrum of the base peak of reaction products with retention times of 16.57, 18.51, 36.58 and 46.06 min in total ion chromatography, respectively. The positive ion mode was applied and these peaks were positive ion electrospray ionization mass spectrometry spectrums. ABTS˙+ = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid) radical; ABTS = 2,2’-azino-bis (3-ethylbenzothiazoline-6-sulfonic acid).

