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Abstract: A series of aminoglucoglycerolipids derivatives had been synthesized, including
61-acylamido-glucoglycerolipids 1a–1f and corresponding 21-acylamido-glucoglycerolipids 2a–2c
bearing different fatty acids, glucosyl diglycerides 3a–3e bearing different functional groups at C-61

and ether-linked glucoglycerolipids 4a–4c with double-tailed alkyl alcohol. The anti-influenza A virus
(IAV) activity was evaluated by the cytopathic effects (CPE) inhibition assay. The results indicated
that the integral structure of the aminoglycoglycerolipid was essential for the inhibition of IAV in
MDCK cells. Furthermore, oral administration of compound 1d was able to significantly improve
survival and decrease pulmonary viral titers in IAV-infected mice, which suggested that compound
1d merited further investigation as a novel anti-IAV candidate in the future.
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1. Introduction

Type A influenza, as an infectious disease caused by influenza A virus (IAV), once inflicted more
casualties than any other infectious diseases in Europe. It had been the cause of at least three pandemics
in the last century, the most severe leading to more than 40 million fatalities in 1918–1919 [1]. Moreover,
the 2009 outbreak of swine-origin influenza A/H1N1 [2,3] continued to affect many countries, and
caused over 18,000 deaths worldwide [4]. Considering the frequency of influenza pandemics, it is
urgent to develop novel anti-IAV drugs with high efficiency.

Glycoglycerolipids occur widely in marine algae [5–8], cyanobacteria [9–11] and higher plants.
The natural glycoglycerolipids possess various biological activities, such as anti-tumor [12,13],
anti-viral [14–17], and anti-inflammatory activities [18], which make them valuable molecular targets for
further investigation [19]. In our previous work [20–22] synthetic aminoglycoglycerolipids derived from
marine natural product 1,2-dipalmitoyl-3-(N-palmitoyl-61-amino-61-deoxy-α-D-glucosyl)-sn-glycerol
(AGGL, Figure 1) [23] were found to possess notable anti-IAV activity. Moreover, preliminary results
indicated that the type and the length of the acids in the aminomannosylglycerols could influence the
inhibitory effect [20]. To explore more potent anti-IAV leading drug candidates, herein, we synthesized
new series of aminoglycoglycerolipid derivatives and evaluated their anti-IAV activity in MDCK cells.
Some compounds displayed potent antiviral effects, and the primary structure-activity relationship
was summarized. Compound 1d was further found to be able to improve survival and decrease
pulmonary viral titers in IAV-infected mice significantly.
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2. Results and Discussion

2.1. Chemistry

New series of AGGL derivatives 1–4 were designed as Figure 1. The structural modification
of AGGL focused on the fatty acid amide linked at C-61position of the sugar ring and the glyceride
attached to anomeric carbon, including 61-acylamido-glucoglycerolipids 1a–1f and corresponding
21-acylamido-glucoglycerolipids 2a–2c bearing different fatty acids, glucosyl diglycerides 3a–3e bearing
different functional groups at C-61 and ether-linked glucoglycerolipids 4a–4c with double-tailed alkyl
alcohol. The synthetic routes were described as follows.

2.1.1. Synthesis of Compounds 1a–1f

61-amide-61-deoxy-α-D-glucoglycerolipids 1a–1f bearing different fatty acids at amino group
were synthesized as illustrated in Scheme 1. Activation of thioglycoside 5 [24] with p-toluene sulfonyl
chloride, followed by treatment 6 with sodium azide and benzyl bromide in one-pot method gave
compound 7. The p-tolylthio group of 7 was removed by N-bromosuccinimide (NBS) in acetone-water,
then treatment with trichloroacetonitrile (CCl3CN) and 1,8-diazabicyclo[5.4.0]-undec-7-ene (DBU) afforded
trichloroacetimidate 8 in 89% as the glycosyl donor. Glycosylation of (S)-isopropylideneglycerol with
donor 8 under trimethylsilyl trifluoromethanesulfonate (TMSOTf) activation in absolute ether afforded
9 as an inseparable anomeric mixture (α/β = 12:1) in 97% yield. The small amount of β-anomer can
be removed by silica gel column chromatography in the following step of hydrolysis with TsOH
in methanol (89%). Treatment the α-anomer diol with excess palmitoyl chloride in the presence of
N,N-dimethylaminopyridine (DMAP) produced 10 in 96% yield. Reduction of the azido group by
Pd/H2 yielded the amino derivative 11 in 95% yield. Introduction of acetyl group on C61–NH2 with
Ac2O and C6-C16 fatty acids under the condition of EDCI/HOBt in CH2Cl2 afforded 12a–12f. Then
final compounds 1a–1f were obtained by removal of the benzyl with H2/Pd(OH)2 in 83%–96% yields.

2.1.2. Synthesis of Compounds 2a–2c

In addition to the 61-amides 1a–1f, we also synthesized the related 21-amide glycoglycerolipids
2a–2c in order to compare the influence on biological activity of the position of amide group. As shown
in Scheme 2, the synthesis started with the diazotransfer reaction [25] to introduce an azide group
into 2-C of the glucosamine (13), followed by acetylation in one-pot method to give 14 in 81% yield.
The acetate glycoside 14 reacted with p-toluene thiophenol to afford thioglycoside 15 in 85% yield.
The acetyl protective group of 15 was changed by benzyl groups to give 16 in 98% yield, and then the
p-tolylthio group was transformed to trichloroacetimidate to yield donor 17 (82%). Glycosylation of 17
with (S)-isopropylideneglycerol under TMSOTf condition afforded glycolipid anomers 18 (α/β = 2:1).
After hydrolyzation, esterification and reduction according to the above procedures of 11, α-anomer
20 (54%) was producecd and isolated by silica gel column chromatography. Acylation of the resulting
C21-NH2 followed by hydrogenation with H2/Pd(OH)2 generated the target compounds 2a–2c.
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Scheme 1. Reagents and conditions: (a) TsCl, DMAP, py, 79%; (b) (i) NaN3, DMF; (ii) BnBr, NaH,
DMF, 86% for 2 steps; (c) (i) NBS, CO(CH3)2/H2O; (ii) CNCCl3, DBU, CH2Cl2, 89% for 2 steps;
(d) (S)-isopropylideneglycerol, TMSOTf, Et2O, 97%; (e) (i) p-TsOH, MeOH, 89%; (ii) CH3(CH2)14COCl,
DMAP, py, 96%; (f) 10% Pd/C, H2, AcOEt/MeOH, 95%; (g) (i) EDCI, HOBt, ROH, CH2Cl2 or Ac2O,
CH2Cl2, 41%–89%; (h) 20% Pd(OH)2/C, H2, THF/i-PrOH, 83%–96%.
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Scheme 2. Reagents and conditions: (a) (i) Imidazole-1-sulfonyl azide hydrochloride, CuSO4,
K2CO3, MeOH; (ii) Ac2O, py, 81% for 2 steps; (b) TolSH, BF3¨ Et2O, CH2Cl2, 85%; (c) (i) CH3ONa,
CH3OH; (ii) BnBr, NaH, DMF, 98% for 2 steps; (d) (i) NBS, (CH3)2CO/H2O; (ii) CNCCl3, DBU,
CH2Cl2, 82% for 2 steps; (e) (S)-isopropylideneglycerol, TMSOTf, Et2O, 93%; (f) (i) p-TsOH, MeOH;
(ii) CH3(CH2)14COCl, DMAP, py, 82% for 2 steps; (g) 10% Pd/C, H2, AcOEt/MeOH, 54%; (h) (i) Ac2O,
CH2Cl2 or ROH, EDCI, HOBt, CH2Cl2, 64%–96%; (ii) 20% Pd(OH)2/C, H2, THF/MeOH, 84%–96%. (i).

2.1.3. Synthesis of Compounds 3a–3e

Glucosyl diglycerides 3a–3e bearing different functional groups at C-61 were synthesized as
illustrated in Scheme 3. Starting from the synthetic compound 22 [26], the trichloroacetimidate
donor 23 was prepared, followed by glycosylation with (S)-isopropylideneglycerol to afford the key
intermediate 24. TBDPS was chosen to selectively protect the primary hydroxyl of the glucose, which
might also provide a remote participating effect in the latter glycosylation reaction to afford absolute
α-linked glycoside 24 [27,28]. Under the condition of p-TsOH, acetonide and the TBDPS groups in
24 were removed simultaneously (25, 82%). After esterification and deprotection, 3a was obtained
in 62% yield. Besides, in the catalyst of camphorsulfonic acid (CSA), the acetonide of 24 could be
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selectively hydrolyzed, then esterification of the diols and removal of the silyl ether group to give 27 in
84% yield. Compound 27 was first converted to the corresponding iodo analog 29 upon treatment with
triphenylphosphine, imidazole and iodine [29]. The glucuronic acid derivative 30 was prepared upon
oxidation of the 61-OH of 27 into the corresponding carboxylic acid via a TEMPO/BAIB oxidation [30].
61-O-sulfated derivative 31 was prepared under the treatment with Py¨ SO3 complex in DMF at room
temperature [31]. In addition, coupling of 27 with galacosyl trichloroacetimidate donor 28 [32] using a
catalytic amount of TMSOTf in Et2O gave the desired α-(1Ñ6)-linked disaccharide 32 in 75% yield.
Deprotection of 29–32 by Pd-catalyzed hydrogenation afforded the desired compounds 3b–3e.
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2.1.4. Synthesis of Compounds 4a–4c

Diacylglycerol residue was substituted by double-tailed alcohol linked at the anomeric carbon
of the 61-amide-61-deoxy-α-D-glucose to afford the derivatives 4a–4c. As shown in Scheme 4,
trichloroacetimidate donor 8 reacted with bis (tetradecyl) carbinol 32 [33] under TMSOTf activation
in Et2O to afford the absolute α-linked intermediate 33 in 49% yield. After reduction, acylation and
deprotection, target analogs 4a–4c were obtained.
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2.2. Biological Evaluation

2.2.1. Inhibition of Influenza A Virus Multiplication in Vitro

61-amino-61-deoxy-glycoglycerolipid (AGGL) and its derivatives were tested for their antiviral
activity by the cytopathic effects (CPE) inhibition assay [34]. As shown in Table 1, natural
AGGL displayed moderate virus inhibition at 50 µM. Compounds 1b and 1d, which contained
saturated fatty acyl chains of C6 and C14 at 61-NH2, displayed notable virus inhibition among the
aminoglucoglycerolipids bearing linear fatty acids with C2–C18 length (1a–e), suggesting that the
optimum length of saturated fatty acyl chains may be important for their anti-IAV effects in vitro.
Compound 2b bearing hexanoic acid (C6) at 21-NH2 also exhibited similar inhibitory activity with the
control of ribavirin. Whereas, compound 1b which also had a hexanoyl group at a different position,
showed comparably good anti-IAV activity (46.1%) in vitro, suggesting that the hexanoyl group may
be indispensable for rational design of novel anti-IAV drugs based on AGGL structure. In addition,
compound 1f with an aromatic ring at the acylamino group displayed a decreased effect on inhibition
of IAV multiplication in MDCK cells, which was consistent with our previous results [20]. Moreover,
our previous result [20] indicated that the tripalmitoyl derivative of the 6-aminomannoglycerolipid had
48% IAV inhibition at 50 µM, which was more than that of AGGL (25.5%) at the same concentration,
suggesting that mannose may be able to increase the activity of these lipids. In addition, compounds
3a–3d and 4a–4c, which replaced the fatty acyl amide with other groups (3a–3d), or substituted the
glycerolipid with a dialkyl alcohol (4a–4c), had much lower inhibition effect. These results indicated
that the acylamino and glycerol groups of the glycolipids were essential for the inhibition of IAV
multiplication. Surprisingly, glucosyl diglyceride 3e bearing another galactose at C-61 exerted excellent
inhibitory effect (51.5% at 50 µM), and hence the introduction of galactose at 61-position of the glucosyl
moiety may be able to enhance its activity.

Table 1. The inhibitory effect of aminoglycoglycerolipids and analogs on IAV replication in vitro a.

Sample Virus Inhibition (%) Sample Virus Inhibition (%) Sample Virus Inhibition (%)

1a 27.1 2a 6.1 3a 12.0
1b 46.1 2b 50.1 3b 6.4
1c 29.3 2c 19.0 3c 12.5
1d 46.1 4a 4.0 3d 3.7
1e 9.4 4b 2.9 3e 51.5
1f 10.4 4c 0 AGGL 25.5
- - - - Ribavirin 50.0

a Performed at a concentration of 50 µM.

2.2.2. IAV Infection in Vivo

Considering the structure characteristic and bioactivity in vitro, potent compound 1d
(IC50 = 60.8 µM, close to that of Ribavirin (IC50 = 49.7 µM)) in the preliminary anti-viral screening was
selected for further study of its inhibitory effect on IAV infection in vivo. In brief, IAV-infected mice
received oral administration of Oseltamivir (20 mg/kg/d), compound 1d (5, 10 mg/kg/d) or placebo
(PBS) once daily for the entire experiment, and then sacrificed at 4 d p.i. Subsequently, the pulmonary
viral titers were determined by performing neuraminidase activity assay [35,36]. As shown in Table 2,
compound 1d could reduce the lung index in IAV-infected mice with an inhibition rate of 15.3% at a
dose of 5 mg/kg/d. Moreover, neuraminidase (NA) assay exhibited a significant reduction of virus
titers in the lungs of 1d-treated mice (10 mg/kg/d) 4 d post infection, as compared to the control
group (p < 0.05) (Figure 2A). The data suggested that oral therapy of infected mice with 1d resulted in
a reduction of viral titers in the lung [37].
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Figure 2. The therapeutic effect of 1d on influenza A virus-infected mice. (A) Viral titers in lungs
evaluated by performing neuraminidase activity assay. The mean fluorescence intensity of each sample
was used to evaluate the relative neuraminidase content. The intensity of normal control group was
assigned values of 1.0 and the data presented as mean ˘ S.D. (n = 3). Significance: # p < 0.05 vs.
normal control group; * p < 0.05 vs. virus control group (placebo); (B) Survival rate. IAV infected mice
received intraperitoneal therapy once daily with drugs or placebo for the entire experiment. Results
are expressed as percentage of survival, evaluated daily for 15 d. Significance: * p < 0.05 vs. control
group (placebo).

Table 2. The anti-IAV activities of compound 1d in vivo.

Groups Dose (mg/kg/d) Lung Index a (X ˘ SD) Inhibitory Rate (%)

Virus control - 1.24 ˘ 0.31 # 0
Normal control - 0.79 ˘ 0.10 -

Oseltamivir 20 0.87 ˘ 0.41 * 29.7
1d 5 1.05 ˘ 0.31 15.3
1d 10 1.15 ˘ 0.49 7.3

Values are means ˘ S.D. (n = 10); # p < 0.05 vs. normal control group; t-test, * p < 0.05 vs. virus control group;
t-test; a Lung index = [lung weight (g)/mice weight (g)] ˆ 100.

Furthermore, influenza A virus can induce lethal infections in certain mouse strains usually
within 2 weeks [38]. Therefore, the survival experiments were also performed to evaluate the effect
of compound 1d on the survival of IAV-infected mice. As shown in Figure 2B, the survival rate
significantly increased in the 1d and oseltamivir-treated groups, as compared to the placebo-treated
control group (p < 0.5). By d 14 after infection, only 30% of the individuals in the placebo group
survived whereas 90% of those in the 1d (5 mg/kg/d) treated group survived, superior to that in the
Oseltamivir treated group (Figure 2B).

Moreover, some researchers reported that small molecules such as flavonoids had no inhibitory
effect against inflammatory related diseases at excessive concentrations, and the potential toxicity of
flavonoids at high doses was possibly due to the generation of reactive oxygen species [39]. Herein, the
anti-IAV effect of compound 1d also declined when elevating the dose from 5 mg/kg/d to 10 mg/kg/d,
thus we supposed that treatment of compound 1d at high dose (10 mg/kg/d) may cause toxicity to
mice due to the generation of reactive oxygen species or excessive pro-inflammatory cytokines in IAV
infected mice. In addition, Sugawara et al. reported that oral administration of glycoglycerolipids may
cause hydrolytic degradation and poor adsorption of these compounds [40]. However, Maeda et al.
showed that the oral administration of cyclodextrin-galactosyldiacylglycerol complex could inhibit
the tumor growth in mice despite the probable digestive degradation of these compounds [41]. Thus,
the oral administration of compound 1d may also cause hydrolytic degradation but it may be able to
inhibit IAV replication in vivo through other mechanisms.
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3. Experimental Section

3.1. Chemical Procedures

3.1.1. General Information

Solvents were purified in a conventional manner. Thin layer chromatography (TLC) was
performed on precoated HSGF254 plates (Yantai Chemical Industry Institute, Yantai, China). Flash
column chromatography was performed on silica gel (200–300 mesh, Qingdao Haiyang Chemical Co.,
Ltd., Qingdao, China). 1H-NMR and 13C-NMR spectra were taken on a JEOL JNM-ECP 600 MHz
(JEOL Ltd., Tokyo, Japan) and an Agilent 500 MHz DD2 spectrometer (Agilent Technologies, Santa
Clara, CA, USA) with tetramethylsilane (Me4Si) as the internal standard, and chemical shifts were
recorded as δ values. Mass spectra were recorded on a Global Q-TOF mass spectrometer (Waters Ltd.,
Wilmslow, UK) and IonSpec 4.7 Tesla FTMS (Varian Inc., Palo Alto, CA, USA) (MALDI/DHB).

3.1.2. Chemistry: General Methods

General Procedure for Compounds 1a–1f

A solution of 12a–12f in THF/i-PrOH (9:1) was treated with 20% palladium hydroxide and
stirred at ambient temperature under hydrogen atmosphere for 3.5 h. After filtration, the solvent was
evaporated and the residue was purified by silica column chromatography (CH2Cl2-MeOH 30:1) to
afford 1a–1f (83%–96%) as white solids.

1,2-Dipalmitoyl-3-O-(N-acetyl-61-amino-61-deoxy-α-D-glucopyranosyl)-sn-glycerol (1a)

30 mg, 91% yield; 1H-NMR (600 MHz, CDCl3): δ 6.26–6.18 (m, 1H, NH-CO), 5.24–5.20 (m, 1H,
Hsn-2), 4.80 (d, J = 3.5 Hz, 1H, H-1), 4.38 (dd, J = 12.0, 3.6 Hz, 1H, Hsn-1a), 4.14 (dd, J = 12.0, 6.1 Hz,
1H, Hsn-1b), 3.93–3.87 (m, 1H, H-5), 3.77 (dd, J = 10.8, 5.1 Hz, 1H, Hsn-3a), 3.73 (t, J = 9.0 Hz, 1H,
H-3), 3.62 (dd, J = 10.9, 5.8Hz, 1H, Hsn-3b), 3.58–3.55 (m, 1H, H-6a), 3.52–3.48 (m, 1H, H-2), 3.18–3.04
(m, 2H, H-4, H-6b), 2.32–2.28 (m, 4H, 2 ˆ CO–CH2), 2.04 (s, 3H, NH–CO–CH3), 1.63–1.58 (m, 4H,
2 ˆ CO–CH2–CH2), 1.29–1.24 (m, 48H, 2 ˆ CH2–CH2–(CH2)12–CH3), 0.87 (t, J = 7.0 Hz, 6H, 2 ˆ CH3);
13C-NMR (150 MHz, CDCl3): δ 172.8, 172.5, 171.7, 98.7, 72.4, 71.5, 70.3, 69.5, 69.1, 65.9, 61.6, 39.2, 33.5,
33.4, 31.2, 29.0–28.4, 24.2, 22.3, 22.0, 13.4; HR-ESI-MS m/z calcd. for C43H82NO10 [M + H]+ 772.5933,
found 772.5944.

1,2-Dipalmitoyl-3-O-(N-hexanoyl-61-amino-61-deoxy-α-D-glucopyranosyl)-sn-glycerol (1b)

44 mg, 90% yield; 1H-NMR (600 MHz, CDCl3): δ 5.96 (dd, J = 8.0, 5.1 Hz, 1H, NH–CO), 5.25–5.21
(m, 1H, Hsn-2), 4.80 (d, J = 4.0 Hz, 1H, H-1), 4.38 (dd, J = 12.0, 4.0 Hz, 1H, Hsn-1a), 4.14 (dd, J = 12.0,
6.0 Hz, 1H, Hsn-1b), 4.01–3.97 (m, 1H, H-5), 3.78 (dd, J = 11.0, 4.8 Hz, 1H, Hsn-3a), 3.73 (t, J = 9.3 Hz,
1H, H-3), 3.62 (dd, J = 11.0, 6.0 Hz, 1H, Hsn-3b), 3.57 (dt, J = 9.7, 2.3 Hz, 1H, H-6a), 3.54–3.46 (m, 1H,
H-2), 3.12–3.04 (m, 2H, H-4, H-6b), 2.32–2.28 (m, 4H, 2 ˆ CO–CH2), 2.24 (dt, J = 7.4, 3.1 Hz, 2H,
NH–CO–CH2), 1.63–1.58 (m, 6H, 3 ˆ CO–CH2–CH2), 1.29–1.24 (m, 52H, 2 ˆ CH2–CH2–(CH2)12–CH3,
CH2–CH2–(CH2)2–CH3), 0.91–0.84 (m, 9H, 3ˆ CH3); 13C-NMR (150 MHz, CDCl3): δ 175.0, 172.7, 172.5,
98.7, 72.3, 71.6, 70.4, 69.2, 69.1, 66.1, 61.4, 39.0, 35.7, 33.5, 33.3, 31.2, 30.7, 29.0–28.4, 24.6, 24.1, 21.9, 21.6,
13.4, 13.2; HR-ESI-MS m/z calcd. for C47H90NO10 [M + H]+ 828.6559, found 828.6557.

1,2-Dipalmitoyl-3-O-(N-lauroyl-61-amino-61-deoxy-α-D-glucopyranosyl)-sn-glycerol (1c)

48 mg, 89% yield; 1H-NMR (600 MHz, CDCl3): δ 5.91 (dd, J = 8.1, 4.7 Hz, 1H, NH–CO), 5.24–5.20
(m, 1H, Hsn-2), 4.80 (d, J = 3.9 Hz, 1H, H-1), 4.38 (dd, J = 11.9, 4.0 Hz, 1H, Hsn-1a), 4.12 (dd, J = 11.9,
5.9 Hz, 1H, Hsn-1b), 4.01 (ddd, J = 15.0, 8.3, 2.4 Hz, 1H, H-5), 3.78 (dd, J = 11.0, 4.8 Hz, 1H, Hsn-3a), 3.73
(t, J = 9.3 Hz, 1H, H-3), 3.62 (dd, J = 11.0, 6.0 Hz, 1H, Hsn-3b), 3.57 (dt, J = 9.6, 2.5 Hz, 1H, H-6a),
3.52–3.48 (m, 1H, H-2), 3.09 (t, J = 9.6 Hz, 1H, H-4), 3.04 (ddd, J = 14.7, 4.5, 2.8 Hz, 1H, H-6b),
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2.32–2.28 (m, 4H, 2ˆ CO–CH2), 2.25–2.22 (m, 2H, NH–CO–CH2), 1.63–1.58 (m, 6H, 3ˆ CO–CH2–CH2),
1.29–1.24 (m, 64H, 2 ˆ CH2–CH2–(CH2)12–CH3, CH2–CH2–(CH2)8–CH3), 0.87 (t, J = 7.0 Hz, 9H,
3 ˆ CH3); 13C-NMR (150 MHz, CDCl3): δ 175.0, 172.7, 172.5, 98.7, 72.3, 71.6, 70.4, 69.2, 69.1, 66.1, 61.3,
38.9, 35.7, 33.5, 33.3, 31.2, 29.0–28.4, 24.9, 24.1, 21.9, 13.3; HR-ESI-MS m/z calcd. for C53H102NO10

[M + H]+ 912.7498, found 912.7493.

1,2-Dipalmitoyl-3-O-(N-myristoyl-61-amino-61-deoxy-α-D-glucopyranosyl)-sn-glycerol (1d)

45 mg, 83% yield; 1H-NMR (600 MHz, CDCl3): δ 5.95 (dd, J = 7.9, 4.9 Hz, 1H, NH-CO), 5.24–5.20
(m, 1H, Hsn-2), 4.80 (d, J = 3.9 Hz, 1H, H-1), 4.38 (dd, J = 11.9, 4.0 Hz, 1H, Hsn-1a), 4.12 (dd, J = 12.0,
6.0 Hz, 1H, Hsn-1b), 3.99 (ddd, J = 14.9, 8.3, 2.7 Hz, 1H, H-5), 3.77 (dd, J = 11.0, 4.8 Hz, 1H, Hsn-3a), 3.73
(t, J = 9.3 Hz, 1H, H-3), 3.62 (dd, J = 11.0, 5.9 Hz, 1H, Hsn-3b), 3.57 (dt, J = 9.8, 2.7 Hz, 1H, H-6a), 3.48
(dd, J = 9.6, 3.9 Hz, 1H, H-2), 3.10 (t, J = 9.5 Hz, 1H, H-4), 3.06–3.03 (m, 1H, H-6b), 2.33–2.28 (m, 4H,
2 ˆ CO–CH2), 2.26–2.17 (m, 2H, NH–CO–CH2), 1.62–1.58 (m, 6H, 3 ˆ CO–CH2–CH2), 1.29–1.24
(m, 68H, 2 ˆ CH2–CH2–(CH2)12–CH3, CH2–CH2–(CH2)10–CH3), 0.87 (t, J = 7.0 Hz, 9H, 3 ˆ CH3);
13C-NMR (150 MHz, CDCl3): δ 175.0, 172.8, 172.5, 98.7, 72.4, 71.6, 70.4, 69.4, 69.2, 66.1, 61.5, 39.0, 35.8,
33.6, 33.4, 31.2, 29.1–28.4, 25.0, 24.2, 22.0, 13.4; HR-ESI-MS m/z calcd. for C55H106NO10 [M + H]+

940.7811, found 940.7801.

1,2-Dipalmitoyl-3-O-(N-stearoyl-61-amino-61-deoxy-α-D-glucopyranosyl)-sn-glycerol (1e)

68 mg, 96% yield; 1H-NMR (600 MHz, CDCl3): δ 6.03–5.99 (m, 1H, NH-CO), 5.25–5.20 (m, 1H,
Hsn-2), 4.80 (d, J = 4.0 Hz, 1H, H-1), 4.38 (dd, J = 11.9, 3.9 Hz, 1H, Hsn-1a), 4.13 (dd, J = 11.9, 6.0 Hz,
1H, Hsn-1b), 3.98–3.95 (m, 1H, H-5), 3.77 (dd, J = 10.9, 4.9 Hz, 1H, Hsn-3a), 3.73 (t, J = 9.0 Hz, 1H,
H-3), 3.62(dd, J = 11.0, 5.9 Hz, 1H, Hsn-3b), 3.57 (dt, 1H, J = 9.2, 2.8 Hz, H-6a), 3.47 (dd, J = 9.2,
2.9 Hz, 1H, H-2), 3.13–3.05 (m, 2H, H-4, H-6b), 2.32–2.27 (m, 4H, 2 ˆ CO–CH2), 2.26–2.19 (m, 2H,
NH–CO–CH2), 1.63–1.56 (m, 6H, 3 ˆ CO–CH2–CH2), 1.33–1.22 (m, 76H, 2 ˆ CH2–CH2–(CH2)12–CH3,
CH2–CH2–(CH2)14–CH3), 0.87 (t, J = 7.0 Hz, 9H, 3 ˆ CH3); 13C-NMR (150 MHz, CDCl3): δ 174.9, 172.8,
172.6, 98.7, 72.4, 71.6, 70.4, 69.5, 69.2, 66.1, 61.6, 39.1, 35.8, 33.6, 33.4, 31.2, 29.0–28.4, 25.0, 24.2, 22.0, 13.4;
HR-ESI-MS m/z calcd. for C59H114NO10 [M + H]+ 996.8437, found 996.8425.

1,2-Dipalmitoyl-3-O-(N-hydrocinnamoyl-61-amino-61-deoxy-α-D-glucopyranosyl)-sn-glycerol (1f)

30 mg, 88% yield; 1H-NMR (600 MHz, CDCl3): δ 7.30 (t, J = 7.5 Hz, 2H, ArH), 7.23–7.18 (m, 3H,
ArH), 5.86 (dd, J = 8.1, 4.6 Hz, 1H, NH–CO), 5.22–5.18 (m, 1H, Hsn-2), 4.73 (d, J = 3.9 Hz, 1H, H-1), 4.36
(dd, J = 12.0, 4.0 Hz, 1H, Hsn-1a), 4.10 (dd, J = 12.0, 6.0 Hz, 1H, Hsn-1b), 3.99–3.96 (m, 1H, H-5), 3.74
(dd, J = 11.0, 4.7 Hz, 1H, Hsn-3a), 3.69 (t, J = 9.4 Hz, 1H, H-3), 3.59 (dd, J = 12.0, 6.0 Hz, 1H, Hsn-3b),
3.51 (dt, J = 9.9, 2.5 Hz, 1H, H-6a), 3.02–2.91 (m, 4H, H-2, H-6b, NHCO-CH2), 2.90 (t, J = 9.4 Hz, 1H,
H-4), 2.58–2.54 (m, 2H, CH2Ph), 2.29–2.25 (m, 4H, 2 ˆ CO–CH2), 1.60–1.57 (m, 4H, 2 ˆ CO–CH2–CH2),
1.29–1.24 (m, 48H, 2 ˆ CH2–CH2–(CH2)12–CH3), 0.87 (t, J = 7.0 Hz, 6H, 2 ˆ CH3); 13C-NMR (150 MHz,
CDCl3): δ 173.8, 172.9, 172.6, 139.7, 128.1, 127.7, 125.8, 98.7, 72.4, 71.6, 70.3, 69.2, 69.1, 66.1, 61.6, 39.1,
37.5, 33.6, 33.5, 31.3, 30.8, 29.4–28.5, 24.2, 22.1, 13.5; HR-ESI-MS m/z calcd. for C50H88NO10 [M + H]+

862.6403, found 862.6394.

General Procedure for 2a–2c

Pd(OH)2/C (20%) was added to a mixture of compounds 21a–21c in THF/MeOH (1:1).
Upon stirring for 4 h under H2, the mixture was filtered off and the solvent was evaporated.
After purification by column chromatography (CH2Cl2/MeOH 20:1), compounds 2a–2c (84%–96%)
were afforded as white solids.
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1,2-Dipalmitoyl-3-O-(N-acetyl-21-amino-21-deoxy-α-D-glucopyranosyl)-sn-glycerol (2a)

40 mg, 92% yield; 1H-NMR (600 MHz, CDCl3): δ 6.57 (d, J = 8.9 Hz, 1H, NHCO), 5.20–5.18
(m, 1H, Hsn-2), 4.77 (d, J = 3.3 Hz, 1H, H-1), 4.46 (dd, J = 11.9, 4.1 Hz, 1H, Hsn-1a), 4.08–4.06 (m, 1H,
H-2), 4.05 (dd, J = 11.9, 6.0 Hz, 1H, Hsn-1b), 3.91–3.88 (m, 1H, H-6a), 3.79–3.76 (m, 1H, H-6b), 3.75
(dd, J = 11.2, 4.9 Hz, 1H, Hsn-3a), 3.69–3.67 (m, 2H, H-5, H-3), 3.57–3.55 (m, 1H, H-4), 3.52 (dd, J = 11.0,
5.7 Hz, 1H, Hsn-3b), 2.32–2.28 (m, 4H, 2 ˆ CO–CH2), 2.05 (s, 3H, NH–CO–CH3), 1.61–1.58 (m, 4H,
2 ˆ CO–CH2–CH2), 1.29–1.24 (m, 48H, 2 ˆ CH2–CH2–(CH2)12–CH3), 0.87 (t, J = 7.0 Hz, 6H, 2 ˆ CH3);
13C-NMR (126 MHz, CDCl3): δ 173.56, 173.18, 172.40, 97.93, 73.14, 72.01, 70.33, 69.83, 65.66, 61.94,
61.31, 53.52, 34.28, 34.10, 31.92, 29.71–29.13, 24.92, 24.87, 23.09, 22.69, 14.12; HR-ESI-MS m/z calcd. for
C43H82NO10 [M + H]+ 772.5933, found 772.5925.

1,2-Dipalmitoyl-3-O-(N-hexanoyl-21-amino-21-deoxy-α-D-glucopyranosyl)-sn-glycerol (2b)

32 mg, 84% yield; 1H-NMR (600 MHz, CDCl3): δ 6.36 (d, J = 8.6 Hz, 1H, NHCO), 5.20–5.17 (m, 1H,
Hsn-2), 4.77 (d, J = 3.5 Hz, 1H, H-1), 4.45 (dd, J = 11.7, 4.2 Hz, 1H, Hsn-1a), 4.08 (m, 1H, H-2), 4.04
(dd, J = 11.9, 6.0 Hz, 1H, Hsn-1b), 3.89 (dd, J = 11.8, 2.2 Hz, 1H, H-6a), 3.79–3.76 (m, 1H, H-6b), 3.75 (dd,
J = 11.0, 4.9 Hz, 1H, Hsn-3a), 3.70–3.64 (m, 2H, H-3, H-5), 3.56–3.54 (m, 1H, H-4), 3.52 (dd, J = 11.0, 5.6 Hz,
1H, Hsn-3b), 2.31–2.21 (m, 6H, 3 ˆ CO–CH2), 1.60–1.57 (m, 6H, 3 ˆ CO–CH2–CH2), 1.33–1.23 (m, 52H,
CH2–(CH2)2–CH3, 2 ˆ CH2–CH2–(CH2)12–CH3), 0.92–0.84 (m, 9H, 3 ˆ CH3); 13C-NMR (126 MHz,
CDCl3): δ 175.40, 173.48, 173.10, 97.91, 73.27, 72.00, 70.50, 69.81, 65.66, 61.94, 61.34, 53.42, 36.35, 34.27,
34.08, 31.92, 31.44, 30.54, 29.70–29.14, 25.26, 24.92, 24.87, 22.68, 22.38, 14.12, 13.98; HR-ESI-MS m/z
calcd. for C47H90NO10 [M + H]+ 828.6559, found 828.6565.

1,2-Dipalmitoyl-3-O-(N-palmitoyl-21-amino-21-deoxy-α-D-glucopyranosyl)-sn-glycerol (2c)

65 mg, 96% yield; 1H-NMR (500 MHz, CDCl3): δ 6.35 (d, J = 8.1 Hz, 1H, NHCO), 5.20–5.17 (m, 1H,
Hsn-2), 4.76 (d, J = 3.7 Hz, 1H, H-1), 4.53 (dd, J = 11.5, 4.7 Hz, 1H, Hsn-1a), 4.09–4.05 (m, 1H, H-2), 4.02
(dd, J = 11.5, 5.6 Hz, 1H, Hsn-1b), 3.88–3.82 (m, 2H, H-6 ˆ 2), 3.80 (dd, J = 11.1, 4.5 Hz, 1H, Hsn-3a), 3.69
(t, J = 9.3 Hz, 1H, H-3), 3.64–3.56 (m, 2H, H-5, H-4), 3.52 (dd, J = 11.3, 5.4 Hz, 1H, Hsn-3b),
2.36–2.27 (m, 6H, 3 ˆ CO–CH2), 1.61–1.58 (m, 6H, 3 ˆ CO–CH2–CH2), 1.30–1.25 (m, 72H,
3 ˆ CH2–CH2–(CH2)12–CH3), 0.88 (t, J = 6.9 Hz, 9H, 3 ˆ CH3); 13C-NMR (126 MHz, CDCl3): δ 178.46,
173.54, 173.16, 97.77, 74.06, 71.72, 71.42, 69.83, 65.63, 62.01, 61.72, 53.58, 34.29, 34.09, 33.87, 31.91,
29.70–29.08, 25.62, 24.92, 24.88, 24.72, 22.68, 14.10; HR-MALDI-MS calcd. for C57H109NO10 Na
[M + Na]+ 990.7949, found 990.7952.

1,2-O-Dipalmitoyl-3-O-(61-O-palmitoyl-α-D-glucopyranosyl)-sn-glycerol (3a)

To a solution of 25 (58 mg, 0.11 mmol) in dry pyridine (5 mL), DMAP (3 mg, 0.02 mmol) and
palmitoyl chloride (0.3 mL, 0.67 mmol) were added at 80 ˝C. The reaction mixture was stirred for
4 h, and then was concentrated and diluted with CH2Cl2 (30 mL) and washed sequentially with
1 M HCl and saturated NaHCO3. The organic phase was dried over Na2SO4, filtrated, concentrated.
Purification by flash chromatography (AcOEt-petroleum ether 1:8) gave a crude. To a solution of the
crude in 5 mL AcOEt/MeOH (1:1), 20% palladium hydroxide (80 mg) was added and stirred at r.t.
under hydrogen atmosphere for 1 h. After filtration the solvent was evaporated and the residue was
purified by silica column chromatography (AcOEt-petroleum ether 1:1) to afford 3a (66 mg, 62% for
2 steps) as a white solid. 1H-NMR (600 MHz, CDCl3): 5.26–5.23 (m, 1H, Hsn-2), 4.86 (d, J = 3.9 Hz, 1H,
H-1), 4.55 (dd, J = 12.2, 4.0 Hz, 1H, H-6a), 4.40 (dd, J = 11.8, 4.3 Hz, 1H, Hsn-1a), 4.19 (dd, J = 12.3, 2.1
Hz, 1H, H-6b), 4.12 (dd, J = 11.9, 5.9 Hz, 1H, Hsn-1b), 3.84 (dd, J = 11.0, 4.6 Hz, 1H, Hsn-3a), 3.74–3.71
(m, 2H, H-3, H-5), 3.61 (dd, J = 11.0, 6.0 Hz, 1H, Hsn-3b), 3.50 (dd, J = 9.3, 3.7 Hz, 1H, H-2), 3.34
(t, J = 9.5 Hz, 1H, H-4), 2.37–2.29 (m, 6H, CH2 ˆ 3), 1.63–1.60 (m, 6H, CH2 ˆ 3), 1.29–1.24 (m, 72H,
(CH2)12 ˆ 3), 0.88 (t, J = 7.0 Hz, 9H, CH3 ˆ 3); HR-MALDI-MS m/z calcd. for C57H108O11 Na [M + Na]+

991.7784, found 991.7783.
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General Procedure for Compounds 3b–3e

Pd(OH)2/C (20%) was added to a mixture of compounds 30–32 in AcOEt/MeOH (1:1).
Upon stirring for 4 h under H2, the mixture was filtered off and the solvent was evaporated.
After purification by column chromatography (CH2Cl2/MeOH 10:1), compounds 3c–3e were afforded
as white solids.

Under the hydrogenation-reduction method mentioned above, only deiodinated product was
found from the starting material 29. After a quick purification by column chromatography (petroleum
ether/AcOEt 12:1), the deiodinated product converted to the target compound 3b as white solid by
hydrogenation-reduction once more.

1,2-Dipalmitoyl-3-O-(6-deoxy-α-D-glucopyranosyl)-sn-glycerol (3b)

78 mg, 81% yield; 1H-NMR (600 MHz, CDCl3): δ5.27–5.22 (m, 1H, Hsn-2), 4.77 (d, J = 3.6 Hz, 1H,
H-1), 4.38 (dd, J = 12.0, 3.7 Hz, 1H, Hsn-1a), 4.16 (dd, J = 12.0, 6.1 Hz, 1H, Hsn-1b), 3.80 (dd, J = 10.7,
5.4 Hz, 1H, Hsn-3a), 3.67 (t, J = 9.3, 1H, H-3), 3.65–3.60 (m, 1H, H-5), 3.58 (dd, J = 10.7, 5.8 Hz, 1H,
Hsn-3b), 3.48 (dd, J = 9.1, 3.3 Hz, 1H, H-2), 3.13 (t, J = 9.3 Hz, 1H, H-4), 2.32–2.28 (m, 4H, 2 ˆ CO–CH2),
1.62–1.58 (m, 4H, 2 ˆ CO–CH2–CH2), 1.31–1.24 (m, 51H, 2 ˆ CH2–CH2–(CH2)12–CH3, CH3), 0.87
(t, J = 7.0 Hz, 6H, 2 ˆ CH3); 13C-NMR (150 MHz, CDCl3): δ 173.9, 173.4, 98.8, 75.4, 74.1, 72.3, 69.8, 67.7,
65.9, 62.4, 34.4, 34.2, 32.0, 29.6–29.2, 25.0, 24.9, 22.8, 17.7, 14.2; HR-ESI-MS m/z calcd. for C41H79O9

[M + H]+ 715.5719, found 715.5709.

1,2-Dipalmitoyl-3-O-α-D-glucosyluronate-sn-glycerol (3c)

84 mg, 76% yield; 1H-NMR (600 MHz, DMSO-D6): δ 5.12–5.10 (m, 1H, Hsn-2), 4.70
(d, J = 3.1 Hz, 1H, H-1), 4.33 (dd, J = 11.7, 1.5 Hz, 1H, Hsn-1a), 4.22 (dd, J = 12.1, 6.6 Hz, 1H, Hsn-1b), 3.81
(d, J = 9.9 Hz, 1H, H-5), 3.70 (dd, J = 11.0, 4.9 Hz, 1H, Hsn-3a), 3.55 (dd, J = 11.4, 5.4 Hz, 1H, Hsn-3b), 3.39
(t, J = 9.1, 1H, H-3), 3.31 (t, J = 9.4 Hz, 1H, H-4), 3.23 (dd, J = 9.2, 3.1 Hz, 1H, H-2), 2.30–2.22 (m, 4H,
2 ˆ CO–CH2), 1.51–1.48 (m, 4H, 2 ˆ CO–CH2–CH2), 1.34–1.20 (m, 48H, 2 ˆ CH2–CH2–(CH2)12–CH3),
0.84 (t, J = 6.8 Hz, 6H, 2 ˆ CH3); 13C-NMR (150 MHz, CDCl3): δ 172.3, 172.0, 170.7, 99.2, 72.3, 71.7, 71.4,
71.1, 69.3, 65.3, 61.9, 33.3, 33.2, 31.1, 28.9–28.2, 24.2, 24.1, 21.9, 13.6; HR-ESI-MS m/z calcd. for C41H76O11

Na [M + Na]+ 767.5280, found 767.5274.

1,2-Dipalmitoyl-3-O-(61-O-sulfonato-α-D-glucopyranoside)-sn-glycerol (3d)

46 mg, 88% yield; 1H-NMR (600 MHz, DMSO-D6): δ 5.14–5.10 (m, 1H, Hsn-2), 4.63 (d, J = 2.8 Hz,
1H, H-1), 4.33–4.28 (m, 1H, Hsn-1a), 4.14–4.10 (m, 1H, Hsn-1b), 3.95–3.92 (m, 1H, Hsn-3a), 3.78–3.75
(m, 1H, Hsn-3b), 3.69–3.66 (m, 1H, H-6a), 3.48–3.35 (m, 3H, H-2, H-5, H-6b), 3.19–3.16 (m, 1H, H-3),
3.08–3.03 (m, 1H, H-4), 2.29–2.23 (m, 4H, 2ˆ CO–CH2), 1.53–1.49 (m, 4H, 2 ˆ –CH2), 1.26–1.18 (m, 48H,
(CH2)12 ˆ 2), 0.85–0.82 (m, 6H, 2 ˆ CH3); 13C-NMR (126 MHz, DMSO-D6): δ 172.88, 172.61, 99.42,
73.20, 72.13, 71.18, 70.45, 69.93, 66.10, 65.53, 62.73, 34.05, 33.89, 31.79, 29.57–28.95, 24.89, 22.58, 14.35;
LR-ESI-MS m/z calcd. for C41H77O13S [M ´ H]´ 809.5, found 809.7.

1,2-Dipalmitoyl-3-O-[α-D-galactopyranosyl-(111Ñ61)-α-D-glucopyranosyl]-sn-glycerol (3e)

109 mg, 89% yield; 1H-NMR (500 MHz, CDCl3/CD3OD = 1:1): δ 5.20–5.18 (m, 1H, Hsn-2), 4.86
(d, J = 2.7 Hz, 1H, H-111), 4.78 (d, J = 3.4 Hz, 1H, H-11), 4.37 (dd, J = 12.0, 3.1 Hz, 1H, Hsn-1a), 4.11
(dd, J = 12.0, 6.6 Hz, 1H, Hsn-1b), 4.00 (dd, J = 10.9, 2.8 Hz, 1H, Hsn-3a), 3.94 (ds, 1H, H-411), 3.81 (m, 1H,
H-311), 3.77 (dd, J = 10.9, 5.3 Hz, 1H, H-6a1), 3.73–3.69 (m, 3H, H-211, H-511, H-6a11), 3.64–3.55 (m, 4H,
H-31, H-51, H-6b1, Hsn-3b), 3.53–3.45 (m, 2H, H-41, H-6b11), 3.42 (dd, J = 9.5, 3.4 Hz, 1H, H-21), 2.28–2.24
(m, 4H, O=CCH2 ˆ 2), 1.56–1.52 (m, 4H, O=CCH2CH2 ˆ 2), 1.28–1.20 (m, 48H, (CH2)12 ˆ 2), 0.83
(t, J = 6.9 Hz, 6H, CH3 ˆ 2); 13C-NMR (126 MHz, CDCl3): δ 173.87, 173.58 (O=C ˆ 2), 99.42 (C-11), 98.64
(C-111), 73.73 (C-51), 71.81 (C-21), 70.96 (C-31), 70.51 (C-311), 70.32 (C-41), 69.97 (Csn-2), 69.57 (C-511), 69.38
(C-211), 69.20 (C-411), 66.30 (Csn-3), 65.56 (C-61), 62.50 (Csn-1), 61.39 (C-611), 34.18, 34.02 (COCH2 ˆ 2), 31.83
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(COCH2CH2 ˆ 2), 29.61–29.03 (CH2 ˆ 20), 24.82, 24.80 (CH2 ˆ 2), 22.58 (CH2 ˆ 2), 13.93 (CH3 ˆ 2);
HR-ESI-MS m/z calcd. for C47H88O15 Na [M + Na]+ 915.6015, found 915.6012.

General procedures for 4a–4c

Pd(OH)2/C (20%) was added to a mixture of compounds 35a–35c in THF/MeOH (1:1).
Upon stirring for 4 h under H2, the mixture was filtered off and the solvent was evaporated.
After purification by column chromatography (CH2Cl2/MeOH 20:1), compounds 4a–4c were afforded
as white solids.

Bis(tetradecyl)methyl-N-acetyl-6-amino-6-deoxy-α-D-glucopyranoside (4a)

25 mg, 89% yield; 1H-NMR (500 MHz, CDCl3): δ 5.87 (dd, J = 7.5, 4.8 Hz, 1H, -NH), 4.89
(d, J = 4.2 Hz, 1H, H-1), 4.07–4.02 (m, 1H, H-6a), 3.73 (t, J = 9.3 Hz, 1H, H-3), 3.69–3.66 (m, 1H, H-5),
3.58–3.53 (m, 1H, OCH), 3.48 (dd, J = 9.2, 3.9 Hz, 1H, H-2), 3.13 (t, J = 9.4 Hz, 1H, H-4), 3.01–2.99
(m, 1H, H-6b), 2.06 (s, 3H, COCH3), 1.53–1.48 (m, 4H, OCH-(CH2)2), 1.34–1.25 (m, 48H, (CH2)12 ˆ 2),
0.88 (t, J = 6.7 Hz, 6H, CH3 ˆ 2); 13C-NMR (126 MHz, CDCl3): δ 172.65 (C=O), 97.49 (C-1), 78.96
(O–C), 73.71 (C-3), 72.69 (C-2), 71.15 (C-5), 70.07 (C-4), 40.01 (C-6), 34.57, 33.44, 32.08 (CH2 ˆ 2), 29.97,
29.92, 29.85–29.81, 29.78, 29.77, 29.72 29.52 (CH2 ˆ 2), 25.62, 25.22, 23.18 (CH3), 22.85 (CH2 ˆ 2), 14.27
(CH3 ˆ 2); HR-ESI-MS m/z calcd. for C37H74NO6 [M + H]+ 628.5511, found 628.5500.

Bis(tetradecyl)methyl-N-hexanoyl-6-amino-6-deoxy-α-D-glucopyranoside (4b)

34 mg, 94% yield; 1H-NMR (500 MHz, CDCl3): δ 5.88–5.86 (m, 1H, -NH), 4.89 (d, J = 4.2 Hz, 1H,
H-1), 4.07–4.02 (m, 1H, H-6a), 3.72 (t, J = 9.1 Hz, 1H, H-3), 3.69–3.66 (m, 1H, H-5), 3.58–3.53 (m, 1H,
OCH), 3.47 (dd, J = 9.1, 3.7 Hz, 1H, H-2), 3.09 (t, J = 9.4 Hz, 1H, H-4), 3.01–2.98 (m, 1H, H-6b), 2.26–2.22
(m, 2H, COCH2), 1.67–1.62 (m, 2H, COCH2CH2), 1.51–1.46 (m, 4H, OCH-(CH2)2), 1.33–1.25 (m, 52H,
(CH2)2, (CH2)12 ˆ 2), 0.96–0.86 (m, 9H, CH3 ˆ 3). 13C-NMR (126 MHz, CDCl3): δ 175.80 (C=O), 97.48
(C-1), 78.91 (O–C), 73.66 (C-3), 72.70 (C-2), 71.20 (C-5), 70.13 (C-4), 39.84 (C-6), 36.60, 34.57, 33.43, 32.08
(CH2 ˆ 2), 31.57, 29.97, 29.92, 29.85–29.72, 29.51 (CH2 ˆ 2), 25.62, 25.48, 25.22, 22.84 (CH2 ˆ 2), 22.50,
14.27 (CH3 ˆ 2), 14.07 (CH3); HR-ESI-MS m/z calcd. for C41H82NO6 [M + H]+ 684.6137, found 684.6130.

Bis(tetradecyl)methyl-N-palmitoyl-6-amino-6-deoxy-α-D-glucopyranoside (4c)

43 mg, 96% yield; 1H-NMR (500 MHz, CDCl3): δ 5.83 (dd, J = 8.3, 4.7 Hz, 1H, -NH), 4.89
(d, J = 4.2 Hz, 1H, H-1), 4.07 (ddd, J = 14.4, 8.6, 2.0 Hz, 1H, H-6a), 3.72 (t, J = 9.3 Hz, 1H, H-3), 3.68–3.66
(m, 1H, H-5), 3.59–3.53 (m, 1H –OCH–), 3.46 (dd, J = 9.5, 3.9 Hz, 1H, H-2), 3.08 (t, J = 9.5 Hz, 1H,
H-4), 3.37 (dt, J = 14.1, 4.4 Hz, 1H, H-6b), 2.25 (dt, J = 7.0, 1.3 Hz, 2H, –COCH2–), 1.65–1.62 (m, 2H,
COCH2CH2), 1.52–1.48 (m, 4H, OCH(CH2)2), 1.33–1.22 (m, 72H, COCH2CH2(CH2)12, (CH2)12 ˆ 2),
0.88 (t, J = 6.9 Hz, 9H, CH3 ˆ 3); 13C-NMR (126 MHz, CDCl3): δ 175.86 (C=O), 97.48 (C-1), 78.92 (O–C),
73.68 (C-3), 72.73 (C-2), 71.22 (C-5), 70.09 (C-4), 39.85 (C-6), 36.65, 34.58, 33.43, 32.08 (CH2 ˆ 3), 29.98,
29.92, 29.85–29.77, 29.72, 29.63, 29.52 (CH2 ˆ 2), 29.46, 29.44, 25.82, 25.61, 25.22, 22.85 (CH2 ˆ 3), 14.28
(CH3 ˆ 3), HR-MALDI-MS m/z calcd. for C51H101O6N Na [M + Na]+ 846.7527, found 846.7520.

3.2. Biological Methods

3.2.1. Cell Culture and Virus Infection

Madin-Darby canine kidney (MDCK) cells were obtained from the Cell Bank of the Chinese
Academy of Sciences (Shanghai, China) and grown in RPM1640 medium (Hangzhou genome
biomedical Ltd., Hangzhou, China) supplemented with 10% FBS, 100 units/mL of penicillin and
100 µg/mL of streptomycin. Influenza virus (A/Puerto Rico/8/34 [H1N1]; PR/8) was propagated in
10-d-old embryonated eggs for 3 d at 36.5 ˝C.

The virus infection experiments in vitro were performed as described previously [36]. In brief,
virus propagation solution was diluted in PBS containing 0.2% bovine serum albumin and was added
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to cells at the indicated multiplicity of infection (MOI). Virus was allowed to adsorb for 60 min at 4 ˝C.
After removing the virus inoculum, cells were maintained in infecting media (RPM1640, 4 µg/mL
trypsin, Hangzhou genome biomedical Ltd.) at 37 ˝C in 5% CO2.

3.2.2. Infectivity Antiviral Assays

The antiviral activity was evaluated by the cytopathic effects (CPE) inhibition assay. MDCK cell
cultures in 96-well plates were firstly infected with IAV (MOI = 1.0), and then treated with different
compounds in triplicate after removal of the virus inoculum. After 48 h incubation, the cells were
fixed with 4% formaldehyde for 20 min at room temperature. After removal of the formaldehyde,
the cells were stained with 0.1% crystal violet for 30 min. The plates were washed and dried, and the
intensity of crystal violet staining for each well was measured at 570 nm. The virus inhibition (%) was
calculated by the equation:

Virus inhibition p%q “ rpAsample570´Avirus570q{pAmock570´Avirus570qsˆ 100 (1)

where, Amock570 was the absorbance without virus infection, Asample570 was absorbance with virus
infection and drug treatment, Avirus570 was absorbance with virus infection but without drugs.

3.2.3. In Vivo Experiments

Four-week-old female Kunming mice (average weight, 13.0 ˘ 1.0 g) were housed and studied
under protocols approved by the Animal Ethics Committee of Ocean University of China. Briefly, mice
were randomly divided into different experimental groups (10 mice/group). The drugs administration
started 1 d prior to virus inoculation. Virus-infected control group (virus control) and uninfected
control group (normal control) received 1 ˆ PBS as a placebo. On the day of virus inoculation, mice
were lightly anaesthetized and each was inoculated intranasally with PR8 virus (4 HAU/mouse)
diluted in 40 µL of 1 ˆ PBS. Two hours after inoculation, mice received oral administration of 1d
(5 or 10 mg/kg/d) or oseltamivir (20 mg/kg/d), and the treatments were repeated once daily for the
entire experiment. Mice were weighed and killed on Day 4 after inoculation, and lungs were removed
and weighed. The lung index was calculated by the following equation using the obtained values:

Lung index “ rLung weight pgq{Mice weight pgqsˆ 100 (2)

By this index, the severity of lung injury in pneumonia mice was evaluated. Subsequently, lung
specimens of animals from each experimental group were homogenized in 1 ˆ PBS (pH 7.4) for
determination of viral titers by neuraminidase activity assay.

In the survival experiments, 10 mice per group were intranasally infected with PR/8 virus
(Wuhan Institute of Virology, Wuhan, China) (6 HAU/mouse) at Day 0. IAV infected mice received
oral administration of compound 1d (5 or 10 mg/kg/d) or oseltamivir (20 mg/kg/d), and the virus
control group and normal control group received PBS as a placebo. The drugs administration started
1 d prior to virus infection and was repeated once daily during the course of the experiment, and
survival was assessed in all groups for 14 d after infection.

4. Conclusions

In this study, four series of glycoglycerolipids (1–4), seventeen analogs of AGGL, were designed
and prepared. The successful total synthesis afforded enough samples for anti-IAV screening, and
the results indicated that the acylamino and glycerol groups of the glycolipids were essential for the
inhibitory effect on IAV multiplication. Furthermore, the potent derivative 1d was able to significantly
improve survival and decrease pulmonary viral titers in IAV-infected mice, which could provide
novel insights into deeper exploration of the unique aminoglycoglycerolipids in drug discovery of
pneumonia diseases caused by viruses.



Mar. Drugs 2016, 14, 116 13 of 15

Supplementary Materials: The following are available online at www.mdpi.com/1660-3397/14/6/116/s1,
The Chemical synthesis of compounds 7, 9–11, 12a–12f, 13, 14, 16, 18–20, 21a–21c, 24–27, 29–34, 35a–35c and their
1H-NMR and MS Data.

Acknowledgments: This work was supported by NSFC-Shandong Joint Fund for Marine Science Research Centers
(Grant No. U1406402), National Natural Science Foundation of China (81302811 and 31500646), Taishan Scholar
Project Special Funds, Major Science and Technology Project in Shandong Province (2015ZDJS04002), Special
Fund for Marine Scientific Research in the Public Interest (201405038).

Author Contributions: C.L., W.W., G.Y. and H.G. initiated the project. C.L. and L.R. designed the experimental
work and analyzed the data. J. Z., H.M. and L.S. were in charge of the chemical synthesis. W.W. and X.Z. was
in charge of biological evaluation. L.R. and J.Z. were in charge of writing and checking the manuscript. All the
authors read and approved the final manuscript.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Yewdell, J.; Garcia-Sastre, A. Influenza virus still surprises. Curr. Opin. Microbiol. 2002, 5, 414–418. [CrossRef]
2. Garten, R.J.; Davis, C.T.; Russell, C.A.; Shu, B.; Lindstrom, S.; Balish, A.; Sessions, W.M.; Xu, X.; Skepner, E.;

Deyde, V. Antigenic and genetic characteristics of swine-origin 2009 A (H1N1) influenza viruses circulating
in humans. Science 2009, 325, 197–201. [CrossRef] [PubMed]

3. Neumann, G.; Noda, T.; Kawaoka, Y. Emergence and pandemic potential of swine-origin H1N1 influenza
virus. Nature 2009, 459, 931–939. [CrossRef] [PubMed]

4. Bautista, E.; Chotpitayasunondh, T.; Gao, Z.; Harper, S.A.; Shaw, M.; Uyeki, T.M.; Zaki, S.R.; Hayden, F.G.;
Hayden, F.; Hui, D. Clinical aspects of pandemic 2009 influenza A (H1N1) virus infection. N. Engl. J. Med.
2010, 362, 1708–1719. [PubMed]

5. Kim, Y.H.; Kim, E.H.; Lee, C.; Kim, M.H.; Rho, J.R. Two New Monogalactosyl Diacylglycerols from Brown
Alga Sargassum thunbergii. Lipids 2007, 42, 395–399. [CrossRef] [PubMed]

6. Illijas, M.I.; Indy, J.R.; Yasui, H.; Itabashi, Y. Lipid Class and Fatty Acid Composition of a Little-known and
Rarely Collected Alga Exophyllum wentii Weber-van Bosse from Bali Island, Indonesia. J. Oleo Sci. 2009, 58,
103–110. [CrossRef] [PubMed]

7. Son, B.W.; Cho, Y.J.; Kim, N.K.; Choi, H.D. New glyceroglycolipids from the brown alga Sargassum Thunbergii.
Bull. Korean Chem. Soc. 1992, 13, 584.

8. Al-Fadhli, A.; Wahidulla, S.; D’Souza, L. Glycolipids from the red alga Chondria armata (Kütz.) Okamura.
Glycobiology 2006, 16, 902–915. [CrossRef] [PubMed]

9. Kim, Y.; Choi, J.S.; Hong, J.; Yoo, J.; Kim, M. Identification of acylated glycoglycerolipids from a
cyanobacterium, Synechocystis sp., by tandem mass spectrometry. Lipids 1999, 34, 847–853. [CrossRef]
[PubMed]

10. Kim, Y.H.; Choi, J.S.; Yoo, J.S.; Park, Y.M.; Kim, M.S. Structural Identification of Glycerolipid Molecular
Species Isolated from CyanobacteriumSynechocystissp. PCC 6803 Using Fast Atom Bombardment Tandem
Mass Spectrometry. Anal. Biochem. 1999, 267, 260–270. [CrossRef] [PubMed]

11. Marcolongo, G.; de Appolonia, F.; Venzo, A.; Berrie, C.P.; Carofiglio, T.; Ceschi Berrini, C. Diacylglycerolipids
isolated from a thermophile cyanobacterium from the Euganean hot springs. Nat. Prod. Rep. 2006, 20,
766–774. [CrossRef] [PubMed]

12. Morimoto, T.; Nagatsu, A.; Murakami, N.; Sakakibara, J.; Tokuda, H.; Nishino, H.; Iwashima, A.
Anti-tumour-promoting glyceroglycolipids from the green alga, Chlorella vulgaris. Phytochemistry 1995,
40, 1433–1437. [CrossRef]

13. Murakami, C.; Kumagai, T.; Hada, T.; Kanekazu, U.; Nakazawa, S.; Kamisuki, S.; Maeda, N.; Xu, X.;
Yoshida, H.; Sugawara, F. Effects of glycolipids from spinach on mammalian DNA polymerases.
Biochem. Pharmacol. 2003, 65, 259–267. [CrossRef]

14. Chirasuwan, N.; Chaiklahan, R.; Kittakoop, P.; Chanasattru, W.; Ruengjitchatchawalya, M.; Tanticharoen, M.;
Bunnag, B. Anti HSV-1 activity of sulphoquinovosyl diacylglycerol isolated from Spirulina platensis. Sci. Asia
2009, 35, 137–141. [CrossRef]

15. Loya, S.; Reshef, V.; Mizrachi, E.; Silberstein, C.; Rachamim, Y.; Carmeli, S.; Hizi, A. The Inhibition of
the Reverse Transcriptase of HIV-1 by the Natural Sulfoglycolipids from Cyanobacteria: Contribution of
Different Moieties to Their High Potency. J. Nat. Prod. 1998, 61, 891–895. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/S1369-5274(02)00346-6
http://dx.doi.org/10.1126/science.1176225
http://www.ncbi.nlm.nih.gov/pubmed/19465683
http://dx.doi.org/10.1038/nature08157
http://www.ncbi.nlm.nih.gov/pubmed/19525932
http://www.ncbi.nlm.nih.gov/pubmed/20445182
http://dx.doi.org/10.1007/s11745-007-3035-7
http://www.ncbi.nlm.nih.gov/pubmed/17406933
http://dx.doi.org/10.5650/jos.58.103
http://www.ncbi.nlm.nih.gov/pubmed/19202307
http://dx.doi.org/10.1093/glycob/cwl018
http://www.ncbi.nlm.nih.gov/pubmed/16799167
http://dx.doi.org/10.1007/s11745-999-0432-2
http://www.ncbi.nlm.nih.gov/pubmed/10529096
http://dx.doi.org/10.1006/abio.1998.3041
http://www.ncbi.nlm.nih.gov/pubmed/10036129
http://dx.doi.org/10.1080/14786410500176393
http://www.ncbi.nlm.nih.gov/pubmed/16753911
http://dx.doi.org/10.1016/0031-9422(95)00458-J
http://dx.doi.org/10.1016/S0006-2952(02)01483-1
http://dx.doi.org/10.2306/scienceasia1513-1874.2009.35.137
http://dx.doi.org/10.1021/np970585j
http://www.ncbi.nlm.nih.gov/pubmed/9677270


Mar. Drugs 2016, 14, 116 14 of 15

16. Reshef, V.; Mizrachi, E.; Maretzki, T.; Silberstein, C.; Loya, S.; Hizi, A.; Carmeli, S. New Acylated
Sulfoglycolipids and Digalactolipids and Related Known Glycolipids from Cyanobacteria with a Potential to
Inhibit the Reverse Transcriptase of HIV-1. J. Nat. Prod. 1997, 60, 1251–1260. [CrossRef] [PubMed]

17. Vo, T.S.; Ngo, D.H.; Ta, Q.V.; Kim, S.K. Marine organisms as a therapeutic source against herpes simplex
virus infection. Eur. J. Pharm. Sci. 2011, 44, 11–20. [CrossRef] [PubMed]

18. Bergé, J.P.; Debiton, E.; Dumay, J.; Durand, P.; Barthomeuf, C. In Vitro Anti-inflammatory and
Anti-proliferative Activity of Sulfolipids from the Red Alga Porphyridium cruentum. J. Agric. Food. Chem.
2002, 50, 6227–6232. [CrossRef] [PubMed]

19. Vetro, M.; Costa, B.; Donvito, G.; Arrighetti, N.; Cipolla, L.; Perego, P.; Compostella, F.; Ronchetti, F.;
Colombo, D. Anionic glycolipids related to glucuronosyldiacylglycerol inhibit protein kinase Akt.
Org. Biomol. Chem. 2015, 13, 1091–1099. [CrossRef] [PubMed]

20. Zhang, J.; Sun, Y.; Wang, W.; Zhang, X.; Li, C.; Guan, H. Synthesis and antiviral evaluation of
61-acylamido-61-deoxy-α-D-mannoglycerolipids. Carbohydr. Res. 2013, 381, 74–82. [CrossRef] [PubMed]

21. Sun, Y.; Zhang, J.; Li, C.; Guan, H.; Yu, G. Synthesis of glycoglycerolipid of 1,2-dipalmitoyl-3-(N-palmitoyl-
61-amino-61-deoxy-α-D-glucosyl)-sn-glycerol and its analogues, inhibitors of human Myt1-kinase.
Carbohydr. Res. 2012, 355, 6–12. [CrossRef] [PubMed]

22. Li, C.; Sun, Y.; Zhang, J.; Zhao, Z.; Yu, G.; Guan, H. Synthesis of 61-acylamido-61-deoxy-
α-D-galactoglycerolipids. Carbohydr. Res. 2013, 376, 15–23. [CrossRef] [PubMed]

23. Zhou, B.N.; Tang, S.; Johnson, R.K.; Mattern, M.P.; Lazo, J.S.; Sharlow, E.R.; Harich, K.; Kingston, D.G.I.
New glycolipid inhibitors of Myt1 kinase. Tetrahedron 2005, 61, 883–887. [CrossRef]

24. France, R.R.; Compton, R.G.; Davis, B.G.; Fairbanks, A.J.; Rees, N.V.; Wadhawan, J.D. Selective
electrochemical glycosylation by reactivity tuning. Org. Biomol. Chem. 2004, 2, 2195–2202. [CrossRef]
[PubMed]

25. Goddard-Borger, E.D.; Stick, R.V. An efficient, inexpensive, and shelf-stable diazotransfer reagent:
Imidazole-1-sulfonyl azide hydrochloride. Org. Lett. 2007, 9, 3797–3800. [CrossRef] [PubMed]

26. Lu, G.; Wang, P.; Liu, Q.; Zhang, Z.; Zhang, W.; Li, Y. Reactivity-based One-pot Synthesis of
Immunosuppressive Glycolipids from the Caribbean Sponge Plakortis simplex. Chin. J. Chem. 2009, 27,
2217–2222. [CrossRef]

27. Zulueta, M.; Lin, S.; Lin, Y.; Huang, C.; Wang, C.; Ku, C.; Shi, Z.; Chyan, C.; Irene, D.; Lim, L.; et al.
α-Glycosylation by D-Glucosamine-Derived Donors: Synthesis of Heparosan and Heparin Analogues That
Interact with Mycobacterial Heparin-Binding Hemagglutinin. J. Am. Chem. Soc. 2012, 134, 8988–8995.
[CrossRef] [PubMed]

28. Nigudkar, S.; Demchenko, A. Stereocontrolled 1,2-cis glycosylation as the driving force of progress in
synthetic carbohydrate chemistry. Chem. Sci. 2015, 6, 2687–2704. [CrossRef] [PubMed]

29. Pauwels, N.; Aspeslagh, S.; Vanhoenacker, G.; Sandra, K.; Yu, E.D.; Zajonc, D.M.; Elewaut, D.; Linclau, B.;
van Calenbergh, S. Divergent synthetic approach to 611-modified α-GalCer analogues. Org. Biomol. Chem.
2011, 9, 8413–8421. [CrossRef] [PubMed]

30. De Mico, A.; Margarita, R.; Parlanti, L.; Vescovi, A.; Piancatelli, G. A Versatile and Highly Selective
Hypervalent Iodine (III)/2,2,6,6-Tetramethyl-1-piperidinyloxyl-Mediated Oxidation of Alcohols to Carbonyl
Compounds. J. Org. Chem. 1997, 62, 6974–6977. [CrossRef]

31. Grachev, A.A.; Gerbst, A.G.; Ustuzhanina, N.E.; Khatuntseva, E.A.; Shashkov, A.S.; Usov, A.I.; Nifantiev, N.E.
Synthesis, NMR, and Conformational Studies of Fucoidan Fragments. VII. 1 Influence of Length and 2,
3-Branching on the Conformational Behavior of Linear (13)-Linked Oligofucoside Chains. J. Carbohydr. Chem.
2005, 24, 85–100. [CrossRef]

32. Kim, S.; Song, S.; Lee, T.; Jung, S.; Kim, D. Practical synthesis of KRN7000 from phytosphingosine. Synthesis
2004, 6, 847–850. [CrossRef]

33. Roosjen, A.; Šmisterová, J.; Driessen, C.; Anders, J.T.; Wagenaar, A.; Hoekstra, D.; Hulst, R.; Engberts, J.B.
Synthesis and characteristics of biodegradable pyridinium amphiphiles used for in vitro DNA delivery. Eur. J.
Org. Chem. 2002, 2002, 1271–1277. [CrossRef]

34. Hung, H.C.; Tseng, C.P.; Yang, J.M.; Ju, Y.W.; Tseng, S.N.; Chen, Y.F.; Chao, Y.S.; Hsieh, H.P.; Shih, S.R.;
Hsu, J.T.A. Aurintricarboxylic acid inhibits influenza virus neuraminidase. Antivir. Res. 2009, 81, 123–131.
[CrossRef] [PubMed]

http://dx.doi.org/10.1021/np970327m
http://www.ncbi.nlm.nih.gov/pubmed/9428159
http://dx.doi.org/10.1016/j.ejps.2011.07.005
http://www.ncbi.nlm.nih.gov/pubmed/21782018
http://dx.doi.org/10.1021/jf020290y
http://www.ncbi.nlm.nih.gov/pubmed/12358507
http://dx.doi.org/10.1039/C4OB01602E
http://www.ncbi.nlm.nih.gov/pubmed/25417778
http://dx.doi.org/10.1016/j.carres.2013.08.010
http://www.ncbi.nlm.nih.gov/pubmed/24076433
http://dx.doi.org/10.1016/j.carres.2012.04.005
http://www.ncbi.nlm.nih.gov/pubmed/22578528
http://dx.doi.org/10.1016/j.carres.2013.02.008
http://www.ncbi.nlm.nih.gov/pubmed/23727703
http://dx.doi.org/10.1016/j.tet.2004.11.013
http://dx.doi.org/10.1039/b316728c
http://www.ncbi.nlm.nih.gov/pubmed/15280955
http://dx.doi.org/10.1021/ol701581g
http://www.ncbi.nlm.nih.gov/pubmed/17713918
http://dx.doi.org/10.1002/chin.201012188
http://dx.doi.org/10.1021/ja302640p
http://www.ncbi.nlm.nih.gov/pubmed/22587381
http://dx.doi.org/10.1039/C5SC00280J
http://www.ncbi.nlm.nih.gov/pubmed/26078847
http://dx.doi.org/10.1039/c1ob06235b
http://www.ncbi.nlm.nih.gov/pubmed/22042483
http://dx.doi.org/10.1021/jo971046m
http://dx.doi.org/10.1081/CAR-200050543
http://dx.doi.org/10.1055/s-2004-822315
http://dx.doi.org/10.1002/1099-0690(200204)2002:7&lt;1271::AID-EJOC1271&gt;3.0.CO;2-G
http://dx.doi.org/10.1016/j.antiviral.2008.10.006
http://www.ncbi.nlm.nih.gov/pubmed/19014974


Mar. Drugs 2016, 14, 116 15 of 15

35. Eichelberger, M.C.; Hassantoufighi, A.; Wu, M.; Li, M. Neuraminidase activity provides a practical read-out
for a high throughput influenza antiviral screening assay. Virol. J. 2008, 5, 109–116. [CrossRef] [PubMed]

36. Wang, W.; Zhang, P.; Yu, G.L.; Li, C.X.; Hao, C.; Qi, X.; Zhang, L.J.; Guan, H.S. Preparation and anti-influenza
A virus activity of κ-carrageenan oligosaccharide and its sulphated derivatives. Food Chem. 2012, 133,
880–888. [CrossRef]

37. Nayak, D.P.; Reichl, U. Neuraminidase activity assays for monitoring MDCK cell culture derived influenza
virus. J. Virol. Methods 2004, 122, 9–15. [CrossRef] [PubMed]

38. Barnard, D.L. Animal models for the study of influenza pathogenesis and therapy. Antivir. Res. 2009, 82,
A110–A122. [CrossRef] [PubMed]

39. Jin, X.H.; Ohgami, K.; Shiratori, K.; Suzuki, Y.; Koyama, Y.; Yoshida, K.; Ilieva, I.; Tanaka, T.; Onoe, K.; Ohno, S.
Effects of blue honeysuckle (Lonicera caerulea L.) extract on lipopolysaccharideinduced inflammation in vitro
and in vivo. Exp. Eye Res. 2006, 82, 860–867. [CrossRef] [PubMed]

40. Sugawara, T.; Miyazawa, T. Digestion of plant monogalactosyldiacylglycerol and digalactosyldiacylglycerol
in rat alimentary canal. J. Nutr. Biochem. 2000, 11, 147–152. [CrossRef]

41. Maeda, N.; Kokai, Y.; Hada, T.; Yoshida, H.; Mizushina, Y. Oral administration of monogalactosyl
diacylglycerol from spinach inhibits colon tumor growth in mice. Exp. Ther. Med. 2013, 5, 17–22. [PubMed]

© 2016 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC-BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1186/1743-422X-5-109
http://www.ncbi.nlm.nih.gov/pubmed/18822145
http://dx.doi.org/10.1016/j.foodchem.2012.01.108
http://dx.doi.org/10.1016/j.jviromet.2004.07.005
http://www.ncbi.nlm.nih.gov/pubmed/15488615
http://dx.doi.org/10.1016/j.antiviral.2008.12.014
http://www.ncbi.nlm.nih.gov/pubmed/19176218
http://dx.doi.org/10.1016/j.exer.2005.10.024
http://www.ncbi.nlm.nih.gov/pubmed/16309673
http://dx.doi.org/10.1016/S0955-2863(99)00086-8
http://www.ncbi.nlm.nih.gov/pubmed/23251235
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/

	Introduction 
	Results and Discussion 
	Chemistry 
	Synthesis of Compounds 1a–1f 
	Synthesis of Compounds 2a–2c 
	Synthesis of Compounds 3a–3e 
	Synthesis of Compounds 4a–4c 

	Biological Evaluation 
	Inhibition of Influenza A Virus Multiplication in Vitro 
	IAV Infection in Vivo 


	Experimental Section 
	Chemical Procedures 
	General Information 
	Chemistry: General Methods 

	Biological Methods 
	Cell Culture and Virus Infection 
	Infectivity Antiviral Assays 
	In Vivo Experiments 


	Conclusions 

