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Glycosylation enables aesculin to 
activate Nrf2
Kyun Ha Kim1, Hyunsu Park2, Hee Jin Park2, Kyoung-Hwa Choi2, Ruxana T. Sadikot3, 
Jaeho Cha2 & Myungsoo Joo1

Since aesculin, 6,7-dihydroxycoumarin-6-O-β-glucopyranoside, suppresses inflammation, we asked 
whether its anti-inflammatory activity is associated with the activation of nuclear factor-E2-related 
factor 2 (Nrf2), a key anti-inflammatory factor. Our results, however, show that aesculin marginally 
activated Nrf2. Since glycosylation can enhance the function of a compound, we then asked whether 
adding a glucose makes aesculin activate Nrf2. Our results show that the glycosylated aesculin, 3-O-
β-d-glycosyl aesculin, robustly activated Nrf2, inducing the expression of Nrf2-dependent genes, 
such as heme oxygenase-1, glutamate-cysteine ligase catalytic subunit, and NAD(P)H quinone 
oxidoreductase 1 in macrophages. Mechanistically, 3-O-β-d-glycosyl aesculin suppressed ubiquitination 
of Nrf2, retarding degradation of Nrf2. Unlike aesculin, 3-O-β-d-glycosyl aesculin significantly 
suppressed neutrophilic lung inflammation, a hallmark of acute lung injury (ALI), in mice, which was not 
recapitulated in Nrf2 knockout mice, suggesting that the anti-inflammatory function of the compound 
largely acts through Nrf2. In a mouse model of sepsis, a major cause of ALI, 3-O-β-d-glycosyl aesculin 
significantly enhanced the survival of mice, compared with aesculin. Together, these results show that 
glycosylation could confer the ability to activate Nrf2 on aesculin, enhancing the anti-inflammatory 
function of aesculin. These results suggest that glycosylation can be a way to improve or alter the 
function of aesculin.

Aesculin, 6,7-dihydroxycoumarin-6-O-β​-glucopyranoside, is a coumarin glucoside found in various plants 
including the stem barks of Fraxinus rhynchophylla Dence (Oleaceae)1 that have been used for treating inflam-
matory diseases in Asian traditional medicine2. Concordantly, aesculin has been reported as an anti-oxidant 
and anti-inflammatory molecule3. In mouse disease models, aesculin reduces oxidative damage in the liver4 and 
inflammation in the lung5. The anti-inflammatory activity of aesculin is attributed to inhibiting NF-κ​B5. However, 
the precise mechanism for the anti-inflammatory activity of aesculin remains unknown, because aesculin may 
not suppress NF-κ​B in other conditons6.

Cumulative evidence shows that nuclear factor-E2-related factor 2 (Nrf2) is a critical factor in regulating 
inflammation7,8. Nrf2 was originally identified as a key transcription factor that regulates the expression of phase 
2 detoxifying and antioxidant enzymes such as glutamate-cysteine ligase catalytic subunit (GCLC), NAD(P)
H:quinine oxidoreductase-1 (NQO1), and heme oxygenase-1 (HO-1)9,10. In normal conditions, Nrf2 is nega-
tively regulated by Kelch-like ECH-associated protein 1 (Keap1). Keap1 physically binds to Nrf2 in cytoplasm, 
mediating ubiquitination and thus rendering degradation of Nrf211. In an oxidative environment, reactive oxygen 
species (ROS) are generated, which disrupt the inhibitory function of Keap1, resulting in Nrf2 accumulating in 
the nucleus, indicative of activated Nrf212. The anti-inflammatory function of Nrf2 has been studied in various 
inflammatory lung disease mouse models including acute lung injury (ALI)13 and chronic obstructive pulmonary 
disease (COPD)14. Therefore, activating Nrf2 could be an effective therapeutic option to suppress inflammatory 
responses in diseases.

Since aesculin shows an anti-inflammatory effect, we hypothesized that this effect is associated with aesculin 
activating Nrf2. Given that glycosylation of baicalein enhances the anti-inflammatory activity of the compound15, 
we examined whether adding a glucose to aesculin affects Nrf2 activity. Our results show that the glycosylated 
aesculin was more effective than aesculin in activating Nrf2 and in protecting mice from ALI and sepsis. 
Biochemical and genetic experiments show that the anti-inflammatory function of the glycosylated aesculin was 
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mainly mediated by Nrf2. Our results provide evidence that glycosylation can be an option to alter or enhance the 
function of natural compounds such as aesculin.

Results
Glycosylation of aesculin and activation of Nrf2.  To investigate if the anti-inflammatory activity of 
aesculin is mediated through Nrf2, we treated with various amounts of aesculin Nrf2 reporter cells, which harbor 
a 1.0 kb-long of NQO-1 promoter fused with a fire fly luciferase gene in RAW 264.7 cells16. At 16 h after treatment, 
cells were harvested for measuring Nrf2-driven luciferase activity. As shown in Fig. 1A, while sulforaphane, a 
potent activator of Nrf217, increased luciferase activity, aesculin did not, suggesting that aesculin does not activate 
Nrf2 and that the anti-inflammatory activity of aesculin may not involve Nrf2.

Since glycosylation can enhance the function of baicalein15, we tested the possibility that glycosylation 
increases the ability of aesculin to activate Nrf2. First, aesculin was transglycosylated, as illustrated in Fig. 1B. 
TLC analysis of reactants identified a major product, whose yield was approximately 15% according to densito-
metric analysis (Fig. 1C). MALDI-TOF/MS analysis of the transglycosylated product showed a molecular-related 
ion peak at m/z 543 [M +​ Na]+, indicating that the product consisted of one glucose unit and aesculin. 1H and 
13C NMR analysis showed that the glucosidic linkage of aesculin had typical chemical shifts for an aesculetin 
skeleton plus a set of signals corresponding to a glucose unit at C-6, aesculetin 6-β​-d-glucopyranoside. The posi-
tion for the terminal glucose linked to aesculin was determined through the glycosylation shift of the C-3′​ signal 
of the glucose moiety in aesculin. The transglycosylated aesculin showed 21 carbon signals including those of 
a terminal glucose molecule (Table 1). The chemical shift of C-3′​ in the glucose unit of aesculin was changed 
from 77.2 to 84.0 ppm, confirming that transferred glucosyl group was connected to C-3′​ in the glucose unit 
of aesculin. In addition, 1H analysis revealed that the glucosyl residue was transferred to C-3′​ in the glucose 
unit of aesculin to give the β​-anomeric configuration based on the coupling constant (J =​ 7.6 Hz) of the glucose 
anomeric proton signal observed at 5.06 ppm. Two-dimensional HMBC spectra of the glycosylated aesculin con-
firmed the molecular structure of the compound (data not shown), which was identified as 3-O-β​-d-glycosyl 
aesculin (or aesculin-3-O-β​-d-glucopyranoside) (Fig. 1B). Next, we tested whether the glycosylated aesculin, 
3-O-β​-d-glycosyl aesculin, activates Nrf2. Similar to Fig. 1A, the Nrf2 reporter cells were treated with aesculin or 

Figure 1.  The effect of aesculin and its transglycosylated product on Nrf2 activation. Nrf2-dependent 
transcriptional activity was determined by the luciferase activity of Nrf2-reporter cells that were treated 
with aesculin alone (A) or along with 3-O-β​-d-glycosyl aesculin (D). Assay was performed in triplicate and 
normalized by the amount of total protein. Representative results of three independent experiments are shown. 
*P and **P were <​0.001, compared with untreated controls. (B) Schematic summarizes the transglycosylation 
reaction of aesculin catalyzed by the T. neapolitana BglA (β​-glucosidase) mutant. (C) The transglycosylated 
aesculin was analyzed by TLC. Standard markers for glucose (G1), cellobiose (G2), and cellotriose (G3) are 
shown in lane 1. Cellobiose (lane 2) and aesculin (lane 3) were mixed in the presence of the modified BglA for 
aesculin transglycosylation (lane 4). The resultant product, 3-O-β​-d-glycosyl aesculin, was purified, which is 
indicated by arrow (lane 5).
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3-O-β​-d-glycosyl aesculin for 16 h, and luciferase activity was measured. As shown in Fig. 1D, unlike aesculin, 
3-O-β​-d-glycosyl aesculin induced Nrf2-driven luciferase activity.

To confirm that 3-O-β​-d-glycosyl aesculin activates Nrf2, we performed western blot analysis of cells that 
were treated with aesculin or 3-O-β​-d-glycosyl aesculin. Nuclear proteins were fractionated from the treated 
cells, which were analyzed by western blotting for nuclear Nrf2, indicative of activated Nrf2. As shown in Fig. 2A, 
3-O-β​-d-glycosyl aesculin induced a robust accumulation of Nrf2 in the nucleoplasm, as opposed to aescu-
lin. Consistent with these results, 3-O-β​-d-glycosyl aesculin induced the expression of Nrf2-dependent genes 
(Fig. 2B). To exclude the possibility that 3-O-β​-d-glycosyl aesculin inadvertently induces ROS, resulting in Nrf2 
activation, we measured intracellular ROS by FACS analysis. As shown in Fig. 2C and Supplementary Fig. S1, 
while LPS strongly induced ROS, neither 3-O-β​-d-glycosyl aesculin nor aesculin significantly generated ROS. 
Together, these results suggest that 3-O-β​-d-glycosyl aesculin activates Nrf2 without ROS.

3-O-β-d-glycosyl aesculin suppresses ubiquitination of Nrf2.  To understand the role of the glyco-
sylation of aesculin in Nrf2 activation, we first tested whether glycosylation affects cellular uptake. RAW 264.7 
cells were treated with two different amounts of 3-O-β​-d-glycosyl aesculin (Fig. 3A) and aesculin (Fig. 3B), which 
were traced up to 4 h under a confocal microscope. Cells that take up aesculin or 3-O-β​-d-glycosyl aesculin emit 
blue fluorescence. In order to discern cells under the microscope, cells were stained with a nucleic acid dye PI 
that emits red fluorescence. Therefore, PI-stained cells that took up the chemicals appeared pink due to wave 
interference. As shown in Fig. 3A, 3-O-β​-d-glycosyl aesculin was detectable in the cytoplasm within 2 h when 
administered with 100 μ​M or within 4 h when treated with 50 μ​M. However, in parallel experiments, aesculin was 
detectable in the cytoplasm within 2 h when administered with 50 μ​M (Fig. 3B), suggesting that 3-O-β​-d-glycosyl 
aesculin does not have an advantage over aesculin in cellular uptake.

Next, we examined whether 3-O-β​-d-glycosyl aesculin is stably maintained within cells by HPLC 
(Fig. 3C). RAW 264.7 cells were treated with 50 μ​M of 3-O-β​-d-glycosyl aesculin (>​99% purity) for 2 h, and 
the cytosol of the treated cells was prepared for HPLC analysis. HPLC analysis identified one major peak of 
3-O-β​-d-glycosyl aesculin (0.77 min) and a minor peak of aesculin (0.59 min) (a). The major 3-O-β​-d-glycosyl 
aesculin peak was also detected in the cytosol of the cells treated for 4 h (b). In similar experiments with 100 μ​M  
of 3-O-β​-d-glycosyl aesculin, a major 3-O-β​-d-glycosyl aesculin peak and a minor aesculin peak were iden-
tified at 2 h (c) or 4 h (d) after the 3-O-β​-d-glycosyl aesculin treatment. Based on the calculation of peak area, 
3-O-β​-d-glycosyl aesculin and aesculin constituted 83–87% and 13–17%, respectively, of total peaks. These results 
show that 3-O-β​-d-glycosyl aesculin was stable within cells, suggesting the possibility that the intact structure of 
3-O-β​-d-glycosyl aesculin is associated with Nrf2 activation induced by 3-O-β​-d-glycosyl aesculin.

Aesculin 3-O-β-d-glycosyl aesculin

H C H C

H, C-aromatic

1 — 160.7 — 162.3

2 6.25 111.5 6.11 108.0

3 7.87 144.3 7.87 146.4

4 — 110.8 — 106.8

5 — 148.5 — 147.0

6 7.42 102.6 7.20 102.9

7 — 150.3 — 152.8

8 — 142.8 — 146.4

9 6.85 112.4 6.62 113.3

H, C-glucose 

1′​ 5.03 101.8 5.04 101.6

2′​ 3.56 74.1 3.57 75.7

3′​ 3.76 77.2 3.76 84.0

4′​ 3.86 70.6 3.87 69.8

5′​ 3.48 76.8 3.48 76.2

6′​ 3.80 61.8 3.82 60.9

3.95 3.96

1″​ 5.06 (d, J =​ 7.6 Hz) 104.9

2″​ 3.53 73.7

3″​ 3.66 76.2

4″​ 3.42 72.9

5″​ 3.68 76.0

6″​ 3.77 60.8

3.85

Table 1.   1H and 13C NMR analyses of aesculin transglycosylation product.
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Finally, we tested whether glycosylation enables aesculin to suppress the ubiquitination of Nrf2, resulting in 
Nrf2 activation. HEK 293 cells were transfected with plasmids encoding Nrf2, Keap1, and HA-ubiquitin (Ub) in 
the presence or absence of MG132, a proteasome inhibitor that blocks ubiquitin-mediated protein degradation. 
After treatment with 20 μ​M of aesculin or 3-O-β​-d-glycosyl aesculin, the cytoplasm of the treated cells was frac-
tionated, in which HA-Ub was precipitated with the α​-HA antibody. The resultant immune complex was analyzed 
by western blotting for Nrf2 to reveal ubiquinated Nrf2. As shown in Fig. 3D, Keap1 mediated the ubiquitination 
of Nrf2 (2nd lane). 3-O-β​-d-glycosyl aesculin suppressed the ubiquitination of Nrf2 (3rd lane), while aesculin 
failed to do so (4th lane). To verify this observation, we performed similar experiments, in which Nrf2 was precip-
itated by α​-Nrf2 antibody and analyzed by western blotting for HA-Ub to reveal the ubiquitinated Nrf2, and we 
obtained similar results (Supplementary Fig. S2). Together, these results suggest that 3-O-β​-d-glycosyl aesculin 
activates Nrf2 by suppressing the ubiquitination of Nrf2.

3-O-β-d-glycosyl aesculin ameliorates neutrophilic lung inflammation in an Nrf2 dependent 
manner.  Since 3-O-β​-d-glycosyl aesculin activated Nrf2, we examined whether 3-O-β​-d-glycosyl aesculin 
suppresses lung inflammation via Nrf2. First, we tested whether 3-O-β​-d-glycosyl aesculin suppresses neutro-
philic lung inflammation in an LPS-induced acute lung injury mouse model (Fig. 4A). C57BL/6 mice (n =​ 5 per 
group) received an i.p. PBS (a and b) or an i.p. LPS (10 mg/kg body weight; c, d, e, and f) and 2 h later 0.15, 1.5, and 
15 μ​g/kg body weight of i.t. 3-O-β​-d-glycosyl aesculin (d, e, and f, respectively). Histologic analyses of the lung 
show that LPS induced cellular infiltration and hyaline changes in the lung (c), hallmarks of ALI18, which were 
suppressed by 3-O-β​-d-glycosyl aesculin (d, e, and f). Bronchoalveolar lavage (BAL) was performed for measur-
ing total cells (Supplementary Fig. S3A) and macrophages and neutrophils infiltrated to the lung (Fig. 4B). The 
results show that while 0.15 μ​g/kg of 3-O-β​-d-glycosyl aesculin was capable of suppressing neutrophil infiltration, 
1.5 μ​g/kg of 3-O-β​-d-glycosyl aesculin was as effective as 15 μ​g/kg in suppressing neutrophil infiltration. Since 
15 μ​g/kg of 3-O-β​-d-glycosyl aesculin was the highest dose in this experiment that suppressed neutrophilic lung 

Figure 2.  3-O-β-d-glycosyl aesculin is effective in activating Nrf2. (A) Western blot analysis was performed 
to reveal nuclear Nrf2 in RAW 264.7 cells treated with indicated amounts of aesculin or 3-O-β​-d-glycosyl 
aesculin. The membrane was stripped and reprobed for the nuclear protein, lamin A/C. (B) RAW 264.7 
cells were treated similar to (A), and the mRNA expression of Nrf2-dependent genes was analyzed by semi-
quantitative RT-PCR. (C) RAW 264.7 cells were treated with indicated amounts of aesculin or 3-O-β​-d-glycosyl 
aesculin for 16 h, and intracellular ROS of the cells were analyzed by FACS. The percentage of cells producing 
intracellular ROS is shown on the right panel (P1). The mean ±​ SEM of three independent measurements of 
intracellular ROS was shown in (D). *P was <​0.005, compared with the untreated control.
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inflammation, we tested whether the same amount of aesculin (15 μ​g/kg) is able to exert this anti-inflammatory 
effect in the mouse lungs. As shown in Fig. 4C, however, aesculin did not ameliorate lung inflammation (c and d). 
Consistent with this result, total cells (Supplementary Fig. S3B) and macrophages and neutrophils (Fig. 4D) infil-
trated to the lung were not significantly decreased by aesculin either. These results suggest that 3-O-β​-d-glycosyl 
aesculin, but not aesculin, suppresses neutrophilic lung inflammation.

Next, we determined whether the anti-inflammatory function of 3-O-β​-d-glycosyl aesculin is dependent 
on Nrf2. Since 1.5 μ​g/kg of 3-O-β​-d-glycosyl aesculin was as effective as 15 μ​g/kg, we administered an i.p LPS 
(10 mg/kg) and 2 h later 1.5 μ​g/kg of i.t. 3-O-β​-d-glycosyl aesculin to Nrf2 KO mice (n =​ 6 per group). BAL was 
performed, and inflammatory cells in the BAL fluid were scored 24 h after LPS treatment. As shown in Fig. 5, 
LPS induced neutrophilic inflammation in the lungs, which was, however, not significantly suppressed by 
3-O-β​-d-glycosyl aesculin. Together, these results suggest that 3-O-β​-d-glycosyl aesculin suppresses neutrophilic 
lung inflammation, which is mostly dependent on Nrf2.

3-O-β-d-glycosyl aesculin post-treatment improves the survival of mice from sepsis.  Given that 
sepsis is the major cause of ALI19,20, we tested whether 3-O-β​-d-glycosyl aesculin protects mice from sepsis in a 
sepsis mouse model. Septic shock was induced by i.p. injection of mice (n =​ 20 per group) with a lethal dose of 
LPS (30 mg/kg body weight) along with d-(+​)-galactosamine hydrochloride (500 mg/kg body weight)21. At 2 h 
after injection, mice received an i.t. 3-O-β​-d-glycosyl aesculin or aesculin (1.5 μ​g/kg), and were monitored every 
12 h for 4.5 days. As shown in Fig. 6, the mortality of septic mice was about 80% within 24 h after an i.p.  
LPS/ d-(+)-galactosamine hydrochloride injection, and this remained so up to 4 days after injection ( ). Septic 

Figure 3.  Absorption of 3-O-β-d-glycosyl aesculin and aesculin by RAW264.7 cells. RAW 264.7 cells were 
treated with indicated amounts of 3-O-β​-d-glycosyl aesculin (A) or aesculin (B), which were then fixed and 
stained with PI. The compounds and cells were shown blue and red, respectively, under a confocal microscope. 
Cells that absorbed 3-O-β​-d-glycosyl aesculin or aesculin appeared pink (merge). Shown are representatives 
of 5 randomly picked microscopic fields for each treatment (bar =​ 500 μ​m). (C) HPLC chromatograms of the 
lysate of RAW 264.7 cells treated with 50 μ​M (a,b) or 100 μ​M (c,d) of 3-O-β​-d-glycosyl aesculin (>​99% purity). 
Arrows indicate the peaks for 3-O-β​-d-glycosyl aesculin (83–87%) and aesculin (13–17%). (D) HEK 293 cells, 
transfected with indicated amounts of plasmids encoding Nrf2, HA-Ub, and Keap1, were treated with 20 μ​M of 
aesculin or 3-O-β​-d-glycosyl aesculin in the presence of MG132. HA-Ub in cytosol was precipitated by the  
α​-HA antibody, and the immune complex was analyzed by western blotting for Nrf2.
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mice that received aesculin showed 60% mortality within 24 h after injection, which was increased to 80% over 
approximately 2 days (p <​ 0.1, compared to LPS-treated mice) ( ). On the other hand, the mortality of septic 
mice that received 3-O-β​-d-glycosyl aesculin was 20% within 24 h after injection and remained 60% for up to 4 
days (p <​ 0.05, compared to LPS-treated mice) ( ). No mortality was observed in mice treated with PBS ( ). 
Collectively, our results suggest that 3-O-β​-d-glycosyl aesculin protects mice from septic lung inflammation more 
effectively than aesculin.

Discussion
Aesculin has been suggested as an anti-inflammatory molecule. However, the mechanism by which aesculin 
exerts its anti-inflammatory activity remains controversial. Therefore, we performed this study to examine our 
hypothesis that aesculin might exert its anti-inflammatory function via activation of Nrf2 because Nrf2 is a key 
factor that suppresses inflammation. Unlike our hypothesis, however, we found that aesculin was not effective in 
activating Nrf2. Since glycosylation can alter or enhance the function of a compound, we sought to ask whether 
adding a glucose to C-3′​ in the glucose unit of aesculin alters the effectiveness of aesculin in activating Nrf2. We 
found that the glycosylated aesculin, 3-O-β​-d-glycosyl aesculin, robustly activated Nrf2 and induced the expres-
sion of Nrf2-dependent genes. Activation of Nrf2 by 3-O-β​-d-glycosyl aesculin was associated with suppressed 
ubiquitination of Nrf2. Compared to aesculin, 3-O-β​-d-glycosyl aesculin significantly suppressed neutrophilic 
lung inflammation in an ALI mice mouse model, which was Nrf2 dependent. Furthermore, 3-O-β​-d-glycosyl aes-
culin significantly reduced the mortality caused by sepsis in a sepsis mouse model. Therefore, our results suggest 
that adding a glucose can be a way to improve or alter the function of aesculin.

Figure 4.  3-O-β-d-glycosyl aesculin suppresses neutrophilic lung inflammation in ALI mice. (A) C57BL/6 mice 
(n =​ 5 per group) received an i.p. PBS (a,b) or an i.p. LPS (10 mg/kg body weight; (c–f) and 2 h later 0.15 μ​g/kg (d), 
1.5 μ​g/kg (e), or 15 μ​g/kg (f) body weight of an i.t. 3-O-β​-d-glycosyl aesculin. Lung sections were HE stained for 
histological examination (magnification ×​100). Shown are representatives of at least five different areas of a lung 
(bar =​ 100 μ​m). (B) BAL was performed for counting neutrophil and macrophages in the lungs of the mice treated 
as in (A). Data represent the mean ±​ SEM of three independent counting. *P was <​0.05, compared with LPS-treated 
mice. (C) In parallel experiments, mice (n =​ 5 per group) received an i.p. PBS (a,b) or an i.p. LPS (c,d) and 2 h later 
15 μ​g/kg of an i.t. aesculin (b,d). Lung sections were analyzed similar to (A). (D) BAL was performed for counting 
neutrophil and macrophages in the lungs of the mice treated as in (C). Data represent the mean ±​ SEM of three 
independent counting. There was no significant reduction in neutrophil infiltration, compared to LPS-treated mice.
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Our results show that aesculin gained the ability to activate Nrf2 after glycosylation. However, it is unknown 
how glycosylation bestowed the function on aesculin. It is conceivable that glycosylation can alter the properties 
of aesculin. For example, glycosylation could contribute to the solubility of aesculin, as evidenced by the reports 
that the glycosylation of ampelopsin22 and puerarin23 increases their solubility by 14–200 folds. Glycosylation 
also could affect the stability of aesculin because glycosylation of the p-hydroxy group of resveratrol abolishes 
the enzymatic oxidation induced by mushroom tyrosinase, protecting resveratrol from enzymatic oxidation24. 
However, glycosylation did not significantly affect the solubility or stability of aesculin. Aesculin is highly soluble 
in aqueous solutions, the solubility of which was comparable to 3-O-β​-d-glycosyl aesculin (data not shown). In 
addition, the half-life, t1/2 (h), of 3-O-β​-d-glycosyl aesculin was similar to aesculin because both aesculin and 
3-O-β​-d-glycosyl aesculin were stable in complete DMEM culture media at least for 72 h (data not shown). As 
shown in this study, 3-O-β​-d-glycosyl aesculin and aesculin were stable in the cytosol of cells for at least 4 h. These 
results suggest that glycosylation does not give a benefit to aesculin in terms of solubility or stability.

Our results show that glycosylation provided an unexpected functional advantage to aesculin, the activation 
of Nrf2. Blocking Keap1 is necessary to activate Nrf210. Inflammatory mediators or ROS generated in inflamma-
tory milieus inactivate Keap1. Consequently, Keap1 no longer mediates the ubiquitination of Nrf2, resulting in 
the activation of Nrf2 and the expression of Nrf2 dependent genes9,10. Our results show that 3-O-β​-d-glycosyl 
aesculin activated Nrf2 without generating ROS. Unlike aesculin, 3-O-β​-d-glycosyl aesculin suppressed the 
ubiquitination of Nrf2, elicited the accumulation of Nrf2 in the nucleus, and induced the expression of mRNA 
of signature Nrf2-dependent genes, such as NQO-1, GCLC, and HO-1. The precise mechanism by which 
3-O-β​-d-glycosyl aesculin suppresses the ubiquitination of Nrf2 remains to be defined. As Keap1 plays a crit-
ical role in ubiquitinating Nrf225, it is possible that 3-O-β​-d-glycosyl aesculin interferes with the function of 
Keap1. It is conceivable that 3-O-β​-d-glycosyl aesculin could form an adduct with Keap1, inactivating Keap1, 
although it is unclear whether glucosyl residue, which is chemically stable, is engaged in bonding to Keap1. 
Alternatively, 3-O-β​-d-glycosyl aesculin could compete with Keap1 over Nrf2. It would be interesting to examine 
whether the structure of 3-O-β​-d-glycosyl aesculin is compatible with that of Nrf2, functioning as a compet-
itive inhibitor of Keap1. It is of note that Nrf2 is closely associated with the suppression of various inflamma-
tory lung diseases, including ALI13, chronic obstructive pulmonary disease26, and asthma27 in mouse models. 
Consistent with the role of Nrf2 in inflammatory lung diseases, 3-O-β​-d-glycosyl aesculin decreased neutrophilic 

Figure 5.  Anti-inflammatory activity of 3-O-β-d-glycosyl aesculin is dependent on Nrf2. Nrf2 KO mice 
(n =​ 6 per group) received an i.p. LPS (10 mg/kg body weight), with or without 3-O-β​-d-glycosyl aesculin  
(1.5 μ​g/kg body weight). The numbers of total cells, neutrophils, and macrophages in BAL fluid were counted, 
which are shown in empty, gray, and dark columns, respectively. No statistical significance (NS) between  
3-O-β​-d-glycosyl aesculin-treated and untreated control groups was found.

Figure 6.  3-O-β-d-glycosyl aesculin treatment increases the survival of septic mice. Mice (n =​ 20 per group) 
received LPS alone ( ) or LPS with 3-O-β​-d-glycosyl aesculin ( ) or aesculin ( ), and were monitored for 
4.5 days. The mortality of mice was shown as Kaplan–Meier survival curves (log-rank test, *P <​ 0.05).
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lung inflammation, a hallmark of ALI28, in an LPS-induced mouse model. Although we cannot exclude the pos-
sibility that 3-O-β​-d-glycosyl aesculin exerts its anti-inflammatory function through multiple pathways, it is 
highly likely that the anti-inflammatory function of the glycosylated aesculin is dependent on Nrf2 because the 
anti-inflammatory effect of 3-O-β​-d-glycosyl aesculin was not found in Nrf2 KO mice.

In pharmaceutics, one of the important features for an effective drug is a high efficacy in a low-dose adminis-
tration. Our results suggest that the glycosylation of aesculin can provide such a feature. Our data show that a dos-
age as low as 0.15 μ​g/kg of 3-O-β​-d-glycosyl aesculin was effective in suppressing neutrophilic lung inflammation. 
A single administration of 1.5 μ​g/kg of the glycosylated aesculin was as effective as 15 μ​g/kg in suppressing lung 
inflammation, as assessed by lung histology and differential counting of cells infiltrated to the lung. In addition, 
a single administration of 1.5 μ​g/kg of the glycosylated aesculin significantly protected mice from succumbing 
to sepsis, the major cause of ALI (20% mortality of 3-O-β​-d-glycosyl aesculin-treated mice versus 80% mortality 
of septic mice). Together, our results suggest that glycosylation enhances the efficacy of aesculin in suppressing 
inflammation, which is associated with Nrf2 activated by the glycosylated aesculin.

In this study, we examined whether aesculin executes its anti-inflammatory function by activating Nrf2, a key 
transcription factor that protects from various inflammatory diseases. We found that when glycosylated, aesculin 
activated Nrf2, effectively suppressed lung inflammation, and protected from sepsis. Experiments with Nrf2 KO 
mice suggest that the suppressive effect of the glycosylated aesculin on neutrophilic lung inflammation is mainly 
mediated by Nrf2. Although medicinal herbs can be a resource for safe drugs, the efficacy of compounds isolated 
from the herbs has been reported to be low. Our results provide evidence that adding a glucose can be a simple 
and effective way to alter or enhance the function of natural compounds.

Materials and Methods
Chemicals and reagents.  Aesculin, cellobiose, sulforaphane, 3-(4,5-dimethylthiazol-2-yl)-2,5-diphen-
yltetrazolium-bromide (MTT), lipopolysaccharide (LPS; Escherichia coli O55:B5), and α​-HA antibody (H3663) 
were obtained from Sigma-Aldrich (St. Louis, MO, USA). Water and methanol in high-performance liquid chro-
matography (HPLC)-grade were purchased from Burdick & Jackson (USA). Antibodies against Nrf2 (H-300), β​
-actin (C-4), and lamin A/C (H-110) were from Santa Cruz Biotechnology (Santa Cruz, CA, USA). Modified β​
-glucosidase (N291T) from T. neapolitana (BglA) was purified using Ni-NTA affinity chromatography and heat 
treatment29.

Transglycosylation reaction and purification of glycosylated aesculin.  Glycosylation of aesculin 
occurred in 100 mM sodium phosphate buffer (pH 7.0) with 1% (w/v) cellobiose, 2% (w/v) aesculin, and 1.8 μ​g 
of BglA (N291T) at 80 °C for 1 h. Approximately 3 ml of the reaction mixture was loaded onto a JAIGEL-W251 
column (20 ×​ 50 cm) of the recycling preparative HPLC equipped with refractive index detector (JAI, Korea) and 
eluted with deionized water at a flow rate of 3.0 ml/min with 30 kgf/cm2 of column pressure. The purified product, 
3-O-β​-d-glycosyl aesculin, was lyophilized for further analyses.

Matrix-assisted laser desorption/ionization-time of flight (MALDI-TOF) mass spectrome-
try.  Purified 3-O-β​-d-glycosyl aesculin in water was mixed 1:1 (v/v) with 2,5-dihydroxybenzoic acid (1 mg/
ml). The mixed solution (1 μ​l) was spotted onto a stainless steel plate and dried at room temperature. The mass 
spectra were obtained in the positive linear mode with delayed extraction (average of 150 laser shots) with a 
65-kV acceleration voltage by using a Voyager DE-STR MALDI-TOF mass spectrometer (Applied Biosystems, 
Foster City, CA).

Nuclear magnetic resonance analysis (NMR).  Approximately 3 mg of compound was dissolved in 250 μ​l  
of deuterium oxide (D2O) and dispensed into 3 mm NMR tubes. NMR spectra were obtained on a Unity Inova 
500 spectrometer (Varian Inc., Palo Alto, CA, USA) that operated at 500 MHz for 1H and 125 MHz for 13C at 25 °C.

Thin-layer chromatography (TLC).  3-O-β​-d-glycosyl aesculin was dissolved in n-butanol-ethanol-water 
(5:3:2, v/v/v) and analyzed using TLC, Whatmann K6F silica gels (Whatmann, Maidstone, UK). After irrigating 
twice, the TLC plate was dried and visualized by dipping it into a solution containing 0.3% (w/v) N-(1-naphthyl)- 
ethylenediamine and 5% (v/v) H2SO4 in methanol followed by heating for 5 min at 120 °C.

High-performance liquid chromatography (HPLC).  Aesculin and 3-O-β​-d-glycosyl aesculin in cell 
lysates were analyzed by UPLC. The Acquity UPLC H Class system (Waters, Ireland) comprised a Model bioSam-
ple Manager-FTN, a Model bioQuaternary Solvent Manager, and a Model PDA eλ​ Detector set at 340 nm. Samples 
were injected with Model 701 syringes (Hamilton, Bonaduz, Switzerland), separated at 40 °C using a 1.7 μ​m  
Acquity UPLC BEH C18 column (2.1 mm ×​ 50 mm), and eluted isocratically at a flow rate of 0.6 ml/min, with 
0.5% acetic acid-methanol (85:15). The identities of aesculin and 3-O-β​-d-glycosyl aesculin peak were assigned 
by co-chromatography with the authentic standard. Quantification was carried out by integration of the peak 
areas using the external standardization method.

Cellular uptake of aesculin and 3-O-β-d-glycosyl aesculin.  Cellular uptake of aesculin and 
3-O-β​-d-glycosyl aesculin was monitored under the microscope. RAW 264.7 cells (1 ×​ 105 cells/ml), a murine 
macrophage cell line, cultured on a glass coverslip were treated with 50 or 100 μ​M chemicals for 2 to 4 h. After 
washing with PBS, cells were fixed with 4% paraformaldehyde for 10 min, stained with propidium iodide (PI; 
100 ng/ml) for 5 min, mounted with Vecta Shield (Vector Laboratories, Burlingame, CA), and examined with 
a Zeiss LSM 700 inverted confocal microscope (Zeiss, Oberkochen, Germany). Aesculin and 3-O-β​-d-glycosyl 
aesculin and PI were visualized with a 405-nm and a 488-nm laser, respectively.
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Chemical changes after cellular uptake were determined by HPLC. RAW 264.7 cells (2 ×​ 106 cells/ml) were 
treated with 50 or 100 μ​M of 3-O-β​-d-glycosyl aesculin as above and lysed by freezing and thawing using the liq-
uid nitrogen three times. After centrifugation, the supernatant were filtered by 0.2 μ​m syringe filter and analyzed 
by HPLC.

Animal cell culture.  HEK 293 and RAW 264.7 cells (ATCC; Rockville, MD, USA) were cultured in 
Dulbecco’s Modified Eagle Medium supplemented with 10% (v/v) heat-inactivated FBS (Thermo, MA, USA), 
100 U/ml penicillin, and 100 μ​g/ml streptomycin (Invitrogen; Carlsbad, CA, USA), at 37 °C under 5% CO2 in a 
humidified culture chamber. Nrf2 reporter cell lines were prepared as previously described16.

Luciferase assay.  Nrf2 reporter cells (5 ×​ 105 cells/well) under G418 (100 μ​g/ml) were incubated with var-
ious amounts of aesculin and 3-O-β​-d-glycosyl aesculin for 16 h. Total cell lysate was prepared, and luciferase 
activity was measured by a luciferase assay kit (Promega; Madison, WI, USA) with the manufacturer’s instruc-
tions. Luciferase activity was normalized to the amount of total protein of the cell extract. The experiment was 
performed in triplicate.

Western blotting.  RAW 264.7 cells (1 ×​ 106 cells/well) were treated with sulforaphane, aesculin, or 
3-O-β​-d-glycosyl aesculin. Nuclear proteins were isolated by using an NE-PER nuclear extraction kit with the 
manufacturer’s protocol (Thermo Scientific; IL, USA). The amount of protein was determined by the Bradford 
assay (Bio-Rad). Equal amounts of protein were separated by 8% NuPAGE®​ Bis-Tris gel electrophoresis 
(Invitrogen) in MOPS running buffer and transferred to polyvinyldifluoride (PVDF) membranes (Bio-Rad). 
Membranes were incubated with 1% bovine serum albumin and then with antibodies overnight at 4 °C (1:1000 
dilution for Nrf2 or 1:5000 for HA). The membranes were stripped by a western blot stripping solution per the 
protocol by the manufacturer (Thermo Scientific) and reprobed with anti-lamin A/C antibody (1:5000 dilution). 
The proteins of interest were detected by a chemiluminescence substrate (SuperSignal West Femto; Thermo 
Scientific).

Ubiquitination assay.  Transfected with expression vectors of HA-Ub, V5-Nrf2, and FLAG-Keap1, HEK 
293 cells were treated with 3-O-β​-d-glycosyl aesculin for 8 h, along with 10 μ​M of MG132 (Sigma Aldrich) for 
3 h prior to cell harvest. Cytosolic extracts were prepared, to which 1 μ​g of the antibody against HA or Nrf2 was 
added for immunoprecipitation. Immune complex was captured with protein A-sepharose (Invitrogen) and ana-
lyzed by western blotting for Nrf2 or ubiquitin with α​-Nrf2 or α​-HA antibody (1:5000 dilution). Equal loading 
was ensured by western blotting for β​-actin.

Semi-quantitative reverse transcription-polymerase chain reaction (RT-PCR) analysis.  Total 
RNA was isolated with the QIAGEN RNeasy® mini kit (Qiagen) according to the manufacturer’s instructions. 2 μ​g  
of RNA was reverse-transcribed by M-MLV reverse transcriptase (Promega) to generate cDNA. The quantity of 
each mRNA was determined by using end-point dilution PCR, including three serial 1 to 5 dilutions (1:1, 1:5, 
1:25, and 1:125) of RT products prior to PCR amplification. To eliminate genomic DNA contamination, equal 
amounts of total RNA from each sample were PCR amplified without RT reaction. A portion of the cDNA was 
amplified by PCR with a set of specific primers as follows: the forward and the reverse primers for NQO-1 were 
5′​-GCAGTGCTTTCCATCACCAC-3′​ and 5′​-TGGAG TGTGCCCAATGCTAT-3′​, respectively; the primers for 
HO-1 were 5′​-TGAAGGAGGCCACCAAGGAGG-3′​ and 5′​-AGAGGTCACCCAGGTAGCGGG-3′​, respectively; 
the primers for GCLC were 5′​-CACTGCCAGAACACAGACCC-3′​ and 5′​-ATGGTCTGGCTGAGAAGCCT-3′​,  
respectively ; and the primers for GAPDH were 5′ ​-GGAGCCAAAAGGGTCATCAT-3′ ​ and 5′- 
GTGATGGCATGGACTGTGGT-3′​, respectively. TaqPCRx DNA polymerase, Recombinant (Invitrogen) and the 
manufacturer’s protocol were used for PCR reaction. The reaction conditions were as follows: an initial denatur-
ation at 95 °C for 5 min followed by 25 cycles of denaturation for 30 sec at 95 °C, annealing for 30 sec at 55 °C and 
extension for 40 sec at 72 °C with a final extension for 7 min at 72 °C. Amplicons were separated in 1.5% agarose 
gels in 1×​ TBE buffer at 100 V for 30 min, stained with GRgreen (Biolabo, châtel-St-Denis, Switzerland) and 
visualized under LED light. Glyceraldehyde-3-phosphate dehydrogenase (GAPDH) was used as internal controls 
to evaluate relative expressions of NQO-1, GCLC, and HO-1. The expression of each gene relative to GAPDH 
expression was determined by using the densitometric analysis software Image J (NIH; Bethesda, MD, USA).

Measurement of intracellular reactive oxygen species (ROS).  Production of intracellular ROS in 
RAW 264.7 cells was measured by 5-(and-6)-carboxy-2′​,7′​ dichlorodihydro-fluorescein diacetate (carboxy-H2D-
CFDA; Molecular Probes; Eugene, OR, USA). Briefly, after various treatments, RAW 264.7 cells (1 ×​ 106 cells/
well) were further treated with 100 μ​M carboxy-H2DCFDA in a cell culture medium and incubated at 37 °C for 
30 min. After incubation, the cells were washed with PBS, and then fluorescence was measured using the BD 
FACS Canto II system (BD Biosciences; San Jose, CA, USA) at the excitation wavelength of 488 nm and the emis-
sion wavelength of 525 nm. At least 100,000 live events were collected for analysis. Data files were analyzed using 
FlowJo software (Tree Star, San Carlos, CA, USA).

ALI mouse model and survival study.  Wild type C57BL/6 (Jackson laboratory, Bar Harbor, ME, USA) 
and Nrf2 knockout (KO) mice (C57BL/6 background)13 were inbred in a specific pathogen-free (SPF) facility at 
Pusan National University, Yangsan, Korea. Animals were housed in certified, standard laboratory cages, and fed 
with food and water ad libitum prior to the experiment. Male mice aged between 7 to 10 weeks old were used for 
the study.

All experimental procedures followed the NIH of Korea Guidelines for the Care and Use of Laboratory 
Animals, and all experiments were approved by the Institutional Animal Care and Use Committee of Pusan 
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National University (protocol number: PNU-2010-00028). After anesthetizing with Zoletil (Virbac, Carros cedex, 
France), mice received a single dose of 10 mg LPS/kg body weight for the induction of ALI. 3-O-β​-d-glycosyl aes-
culin (0.15, 1.5, and 15 μ​g/kg) in PBS was loaded in a micro-sprayer (Model IA-1C, Penn-Century Inc., USA) and 
delivered in aerosol to the lung via intratracheal (i.t.) passage 2 h after the LPS administration. Bronchoalveolar 
lavage (BAL) and total and differential cell counting in BAL fluid were performed 24 h after LPS treatment, as 
described elsewhere30. Three hundred cells in total were counted, and one hundred of the cells in each micro-
scopic field were scored. The mean number of cells per field was reported. For collecting lung tissue, mice were 
perfused with saline and the whole lung was inflated with fixatives. After paraffin embedding, 5 μ​m sections were 
cut and stained with a hematoxylin and eosin (HE) staining method. Three separate HE-stained sections were 
evaluated in 200X microscopic magnifications per mouse.

For survival studies, mice (n =​ 20 per group) received a lethal dose of LPS: i.p injection of a mixture of LPS 
(30 mg/kg body weight) and d-(+​)-galactosamine hydrochloride (500 mg/kg body weight; Sigma). At 2 h after 
the injection, the mice received i.t. spraying of 1.5 μ​g/kg of 3-O-β​-d-glycosyl aesculin. Survival of the mice was 
monitored for up to 4.5 days.

Statistical analysis.  Statistical analysis of results (n =​ 3 independent experiments) was performed using 
PASW Statistics Data Editor v18 Korean, SPSS Inc, Chicago, IL, USA. Values are expressed as the mean ±​ SEM. 
Student’s t-test and one-way analysis of variance (ANOVA) tests with Tukey’s post hoc test were applied for com-
parison of the means, and Kaplan-Meier estimate with log-rank test was used for survival analysis. P values less 
than 0.05 were considered statistically significant.

References
1.	 Shin, E. et al. Inhibitory effects of coumarins from the stem barks of Fraxinus rhynchophylla on adipocyte differentiation in 3T3-L1 

cells. Biol. Pharm. Bull. 33, 1610–1614 (2010).
2.	 Thuong, P. T. et al. Dual anti-oxidative effects of fraxetin isolated from Fraxinus rhinchophylla. Biol. Pharm. Bull. 32, 1527–1532 

(2009).
3.	 Witaicenis, A. et al. Antioxidant and intestinal anti-inflammatory effects of plant-derived coumarin derivatives. Phytomedicine 21, 

240–246 (2014).
4.	 Lin, W. L. et al. Inhibitory effect of esculetin on oxidative damage induced by t-butyl hydroperoxide in rat liver. Arch. Toxicol. 74, 

467–472 (2000).
5.	 Tianzhu, Z. & Shumin, W. Esculin Inhibits the Inflammation of LPS-Induced Acute Lung Injury in Mice Via Regulation of TLR/

NF-kappaB Pathways. Inflammation 4, 1529–1536 (2015).
6.	 Choi, H. J. et al. Aesculin inhibits matrix metalloproteinase-9 expression via p38 mitogen activated protein kinase and activator 

protein 1 in lipopolysachride-induced RAW264.7 cells. Int. Immunopharmacol. 14, 267–274 (2012).
7.	 Johnson, J. A. et al. The Nrf2-ARE pathway: an indicator and modulator of oxidative stress in neurodegeneration. Ann. N. Y. Acad. 

Sci. 1147, 61–69 (2008).
8.	 Niture, S. K., Khatri, R. & Jaiswal, A. K. Regulation of Nrf2-an update. Free Radic. Biol. Med. 66, 36–44 (2014).
9.	 Itoh, K. et al. An Nrf2/small Maf heterodimer mediates the induction of phase II detoxifying enzyme genes through antioxidant 

response elements. Biochem. Biophys. Res. Commun. 236, 313–322 (1997).
10.	 Jaiswal, A. K. Regulation of genes encoding NAD(P)H:quinone oxidoreductases. Free Radic. Biol. Med. 29, 254–262 (2000).
11.	 Zhang, D. D. et al. Ubiquitination of Keap1, a BTB-Kelch substrate adaptor protein for Cul3, targets Keap1 for degradation by a 

proteosome-independent pathway. J. Biol. Chem. 280, 30091–30099 (2005).
12.	 Cho, H. Y. et al. Role of NRF2 in protection against hyperoxic lung injury in mice. Am. J. Respir. Cell Mol. Biol. 26, 175–182 (2002).
13.	 Chan, K. & Kan, Y. W. Nrf2 is essential for protection against acute pulmonary injury in mice. Proc. Natl. Acad. Sci. USA 96, 

12731–12736 (1999).
14.	 Thimmulappa, R. K. et al. Nrf2-dependent protection from LPS induced inflammatory response and mortality by CDDO-

Imidazolide. Biochem. Biophys. Res. Commun. 351, 883–889 (2006).
15.	 Kim, K. H. et al. Synthesis and biological evaluation of a novel baicalein glycoside as an anti-inflammatory agent. Eur. J. Pharmacol. 

744, 147–156 (2014).
16.	 Choi, J. Y. et al. Protective Effect of the Fruit Hull of Gleditsia sinensis on LPS-Induced Acute Lung Injury Is Associated with Nrf2 

Activation. eCAM 2012, 974713 (2012).
17.	 Itoh, K., Tong, K. I. & Yamamoto, M. Molecular mechanism activating Nrf2-Keap1 pathway in regulation of adaptive response to 

electrophiles. Free Radic. Biol. Med. 36, 1208–1213 (2004).
18.	 Ware, L. B. & Matthay, M. A. The acute respiratory distress syndrome. N. Engl. J. Med. 342, 1334–1349 (2000).
19.	 Hotchkiss, R. S. & Karl, I. E. The pathophysiology and treatment of sepsis. N. Engl. J. Med. 348, 138–150 (2003).
20.	 Tolle, L. B. & Standiford, T. J. Danger-associated molecular patterns (DAMPs) in acute lung injury. J. Pathol. 229, 145–156 (2013).
21.	 Lee, J. Y. et al. Akt Cys-310-targeted inhibition by hydroxylated benzene derivatives is tightly linked to their immunosuppressive 

effects. J. Biol. Chem. 285, 9932–9948 (2010).
22.	 Woo, H. J. et al. Synthesis and characterization of ampelopsin glucosides using dextransucrase from Leuconostoc mesenteroides 

B-1299CB4: glucosylation enhancing physicochemical properties. Enzyme Microb. Technol. 51, 311–318 (2012).
23.	 Ko, J. A. et al. Enzymatic synthesis of puerarin glucosides using Leuconostoc dextransucrase. J. Microbiol. Biotechnol. 22, 1224–1229 

(2012).
24.	 Regev-Shoshani, G., Shoseyov, O., Bilkis, I. & Kerem, Z. Glycosylation of resveratrol protects it from enzymic oxidation. Biochem. J. 

374, 157–163 (2003).
25.	 Sekhar, K. R., Yan, X. X. & Freeman, M. L. Nrf2 degradation by the ubiquitin proteasome pathway is inhibited by KIAA0132, the 

human homolog to INrf2. Oncogene 21, 6829–6834 (2002).
26.	 Rangasamy, T. et al. Genetic ablation of Nrf2 enhances susceptibility to cigarette smoke-induced emphysema in mice. J. Clin. Invest. 

114, 1248–1259 (2004).
27.	 Rangasamy, T. et al. Disruption of Nrf2 enhances susceptibility to severe airway inflammation and asthma in mice. J. Exp. Med. 202, 

47–59 (2005).
28.	 Wheeler, A. P. & Bernard, G. R. Treating patients with severe sepsis. N. Engl. J. Med. 340, 207–214 (1999).
29.	 Choi, K. W. et al. Modulation of the regioselectivity of a Thermotoga neapolitana beta-glucosidase by site-directed mutagenesis. J. 

Microbiol. Biotechnol. 18, 901–907 (2008).
30.	 Kim, K. H.  et al. Nrf2 is essential for the expression of lipocalin-prostaglandin D synthase induced by prostaglandin D2. Free Radic. 

Biol. Med. 65, 1134–1142 (2013).



www.nature.com/scientificreports/

1 1Scientific Reports | 6:29956 | DOI: 10.1038/srep29956

Acknowledgements
This work was supported by a grant to Korean Medical Science Research Center for Healthy Aging from the 
National Research Foundation of Korean government (2014R1A5A2009936).

Author Contributions
J.C. and M.J. conceived the study. K.H.K., R.T.S., J.C. and M.J. designed experiments and wrote the manuscript. 
K.H.K., H.P., H.J.P., and K.-H.C. conducted experiments and analyzed the data. All authors read and approved 
the final manuscript.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Kim, K. H. et al. Glycosylation enables aesculin to activate Nrf2. Sci. Rep. 6, 29956; doi: 
10.1038/srep29956 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/

http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Glycosylation enables aesculin to activate Nrf2
	Introduction
	Results
	Glycosylation of aesculin and activation of Nrf2
	3-O-β-d-glycosyl aesculin suppresses ubiquitination of Nrf2
	3-O-β-d-glycosyl aesculin ameliorates neutrophilic lung inflammation in an Nrf2 dependent manner
	3-O-β-d-glycosyl aesculin post-treatment improves the survival of mice from sepsis

	Discussion
	Materials and Methods
	Chemicals and reagents
	Transglycosylation reaction and purification of glycosylated aesculin
	Matrix-assisted laser desorption/ionization-time of flight (MALDI-TOF) mass spectrometry
	Nuclear magnetic resonance analysis (NMR)
	Thin-layer chromatography (TLC)
	High-performance liquid chromatography (HPLC)
	Cellular uptake of aesculin and 3-O-β-d-glycosyl aesculin
	Animal cell culture
	Luciferase assay
	Western blotting
	Ubiquitination assay
	Semi-quantitative reverse transcription-polymerase chain reaction (RT-PCR) analysis
	Measurement of intracellular reactive oxygen species (ROS)
	ALI mouse model and survival study
	Statistical analysis

	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                Glycosylation enables aesculin to activate Nrf2
            
         
          
             
                srep ,  (2016). doi:10.1038/srep29956
            
         
          
             
                Kyun Ha Kim
                Hyunsu Park
                Hee Jin Park
                Kyoung-Hwa Choi
                Ruxana T. Sadikot
                Jaeho Cha
                Myungsoo Joo
            
         
          doi:10.1038/srep29956
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Macmillan Publishers Limited
          10.1038/srep29956
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep29956
            
         
      
       
          
          
          
             
                doi:10.1038/srep29956
            
         
          
             
                srep ,  (2016). doi:10.1038/srep29956
            
         
          
          
      
       
       
          True
      
   




