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Abstract
This report describes an example of using a high-resolution
quadrupole time-of-flight mass spectrometer to estimate the
structure of natural compounds produced by bacteria. Lipid A is
a bioactive molecule on the cell surface of gram-negative
bacteria that induces an immune response in hosts such as
humans. It is known that human intestinal bacteria, Bacteroides
fragilis, have lipid A, but its structure has not been investigated
in detail. In this study, the structures of lipid A from B. fragilis
were elucidated by taking advantage of the accuracy and
reliability of mass information obtained using an LCMS™-9030
spectrometer. It is expected that high-resolution mass
spectrometers will contribute to discovering useful natural
compounds and expediting analysis of their structure.

1. Introduction
Gram-negative bacteria have characteristic macromolecules
called lipopolysaccharides in their cell membrane (Fig. 1). Lipid
A, which plays a role as an anchor that binds polysaccharides to
the cell surface, acts on the host‘s pattern recognition receptor
(toll-like receptor 4) to trigger an innate immune response. The
structure of lipid A differs depending on the types of bacteria
and the environment, which alters the reactivity with host
receptors.1) Therefore, it is important to clarify the structure of
lipid A in each bacterium in detail in order to understand the
interaction between a host and bacteria. One of the
predominant intestinal bacteria, Bacteroidetes fragilis have the
effect of attenuating the signal of toll-like receptors 4 acted on
by Escherichia coli lipid A. It has also been suggested that the
effect is due to structural differences in lipid A.2) However, the
detailed structure has not yet been determined based on the
analysis of product ion spectra. Therefore, this report describes a
case study where we inferred the structure of lipid A of B. fragilis
using a liquid chromatograph-quadrupole time-of-flight mass
spectrometer (LC-Q-TOF-MS).3)
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Fig. 1 Structure of Lipopolysaccharide and Lipid A in Membranes of Gram-Negative Bacteria
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2. Purification of Lipid A from Bacteria
In this study, the structure of lipid A in B. fragilis, a type of
human intestinal bacteria, was analyzed. Crude lipid A was
prepared according to the report by Yi et al.4) First, B. fragilis was
cultured overnight in 10 mL of modified Gifu anaerobic medium
in an anaerobic environment with 10 % H2, 10 % CO2, 80 % N2,
and 5 ppm or less O2 concentration. The bacteria cells were
collected by centrifugation. Subsequently, lipopolysaccharides
were extracted from the bacteria cells using commercially
available TRI-Reagent (Table 1, steps 1 to 15). Then the
lipopolysaccharides were heat-treated in a weakly acidic
condition to remove their glycan and finally obtain crude
products of lipid A (Table 1, steps 16 to 26).

3. Analysis of Lipid A by LC-Q-TOF-MS
Crude lipid A isolated from B. fragilis was analyzed by LC-Q-TOF-
MS in the DDA mode (Table 2). That resulted in observing a
series of peaks with m/z differences of 14.015 in the
chromatogram (Fig. 2). This suggested that the lipid A in the B.
fragilis was a mixture of molecules with fatty acids of different
carbon chain lengths. The molecular formula for m/z 1688.2519,
which had the highest intensity, was presumed to be
[C93H176N2O21P]- (with an m/z measurement error of 0.6 ppm). It
was assumed to be lipid A that had a diglucosamine backbone
with one phosphate group, and acyl chains with a total carbon
chain length of 81, a total unsaturation number of 0, and a total
of 4 hydroxyl groups.

Next, a product ion scan was performed for the molecule as a
precursor ion to infer the detailed structure (Fig. 3). The product
ion spectra obtained presumably corresponded to fatty acids
and glucosamine phosphates, with less than 2 ppm error (Δ)
from each theoretical m/z value (upper Fig. 3). That suggested
the molecule of interest was lipid A. Neutral losses of acyl chains,
such as C15:0 and C16:0+O, were assumed to be either the
primary acyl chain ester-linked to the 3 or 3’-position on its
diglucosamine backbone, or the secondary acyl chain further
ester-linked to the hydroxy fatty acid (arrows (a), (b) and (c) in
the middle of Fig. 3). This is consistent with the previous report
that the ester bond of lipid A is generally predominantly
cleaved.5) The ion at m/z 490.2576 (with a 0.2 ppm error (Δ) from
the theoretical value), generated by cleavage of the 1’-6
glycosidic bond of the diglucosamine backbone (Fig. 3(d)),
suggests that the hydroxy fatty acid amide-bonded at the 2-
position is C17:0. The ion at m/z 633.3156, produced by the
cleavage shown in Fig. 3(e) (Δ = 0.3 ppm), indicates that the
fatty acid amide-bonded at the 2’-position is C17:1 and this
unsaturated bond comes from the secondary acyl being ester-
bonded. The cleavage shown in Fig. 3(f) suggests that the
hydroxy group is in the β position, with such fragmentation

known to be observed specifically when the phosphate group is
in the 1-position.3) Although no fragment ion indicating the
position of the ester-linked fatty acid was observed, based on a
previous report6) that the main chain of lipid A consists of
hydroxy fatty acids, it was assumed that the 3 and 3'-positions
are C17:0+O, and the 2'-position is C15:0. Based on the above
information, it was concluded that the B. fragilis lipid A at m/z
1688.2519 has a diglucosamine backbone with one phosphate
group at the 1-position, and a structure with four hydroxy fatty
acids bound to the primary acyl chain and a fatty acid bound to
the secondary acyl chain in the 2'-position, as shown in the
lower part of Fig. 3, suggesting that the structure is different
from that of lipid A in Escherichia coli (Fig. 1).

Similarly, the structure of other lipids A observed in the
chromatogram in Fig. 2 (Fig. 4) were also estimated. As a result,
the carbon chain length of the hydroxy fatty acids amide-linked
in the 2 or 2’-position and ester-linked in the 3 or 3’-position of
the diglucosamine backbone are presumably 16 or 17 and 15 or
16, respectively, whereas all secondary fatty acids in the 2’-
position are C15:0. Similar analyses of other bacteria belonging
to the phylum Bacteroidetes found that the abundance ratio of
lipid A with different structures correlated with the taxonomic
proximity in bacteria.3)
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LC

Instrument: Nexera™ X2

Column: YMC triart C18 (2.0 mmI.D. × 50 mm, 1.9 µm, YMC)

Flowrate: 0.3 mL/min

Mobile Phase A: 200 mM ammonia* - 8:2 (v/v) MeOH/H₂O

Mobile Phase B: 200 mM ammonia*- 2-propanol

Time Program (B Conc.): 0 % (0-2 min) – 95 % (17 min) – 0 % (17.1 min) – 0 % (20 min)

Column Temp.: 45 C
Injection Volume: 1 µL

MS

Instrument: LCMS-9030

Ionization: ESI

Nebulizing Gas Flow: 2.0 L/min

Drying Gas Flow: 10 L/min

Heating Gas Flow: 10 L/min

DL Temp.: 300 C
BH Temp.: 400 C
Interface Temp.: 300 C

Mode: Data-dependent acquisition 
- MS scan (250 msec), MS/MS scan (ten 100 msec events)

MS Scan Range: m/z 650 – 2000

MS/MS Scan Range: m/z 70 – 2000

Q1 Resolution: Low

Collision Energy: 85 V

Collision Energy Spread (±): 20 V

No. 78

Table 1 Experimental Procedure for Lipid A Extraction

Table 2 Analytical Conditions

3

1 Culture the bacteria cells (cell density (OD600) × the volume of culture broth (mL) needs about 10).

2 Centrifuge the culture broth to form cell pellets and remove the supernatant.

3 Wash the cell pellets with phosphate-buffered saline and repeat step 2.

4 Add 200 µL TRI Reagent (Molecular Research Center, Inc.) to the pellets to form a suspension.

5 Incubate the solution for 15 min at 37 °C.

6 Add 40 µL chloroform to the solution.

7 Shake vigorously and incubate for 10 min at room temperature.

8 Centrifuge the solution at 12,000 g for 10 min.

9 Collect 100 µL of the supernatant in a new tube.

10 Add 100 µL ultrapure water to the remaining solution.

11 Shake vigorously and incubate for 10 min at room temperature.

12 Centrifuge the solution at 12,000 g for 10 min.

13 Collect 100 µL of the supernatant in the same tube used in step 9.

14 Repeat steps 10 to 13 twice.

15 Dry the recovered supernatant at 60 °C under reduced pressure to obtain crude lipopolysaccharides.

16 Add 500 µL of water adjusted to pH 4.5 with 6N hydrochloric acid to the crude lipopolysaccharide extract
containing 1 % (w/v) sodium dodecyl sulfate and 10 mM sodium acetate.

17 Shake and dissolve well.

18 Incubate the solution for 1 hour at 100 °C.

19 Dry under reduced pressure.

20 Add 100 µL ultrapure water and 500 µL of 95 % (v/v) ethanol containing 20 mM hydrochloric acid.

21 Centrifuge the solution at 2,000 g for 10 min.

22 Remove the supernatant.

23 Add 500 µL of 95 % (v/v) ethanol and to create a suspension.

24 Centrifuge the solution at 2,000 g for 10 min.

25 Remove the supernatant.

26 Dry under reduced pressure to obtain a powder of isolated lipid A.

*Prepared by adding 1.5 mL of 25 % aqueous ammonia (Merck) per 100 mL
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Fig. 2 Extracted-Ion Chromatograms of Lipid A Obtained from B. fragilis
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Fig. 3 Estimated Structure of B. fragilis Lipid A
Upper: MS/MS spectra of the precursor ion (m/z 1688.251). Arrows indicate the neutral losses. Δ indicates the error between the theoretical and measured m/z values. 

Bottom: Proposed fragmentation scheme of lipid A. Circled numbers on acyl chains indicate chain length.

0 100 200 300 400 500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600 m/z
0.0

1.0

2.0

3.0

4.0

5.0

Inten.(x10,000)

50.0 75.0 100.0 125.0 150.0 175.0 200.0 225.0 250.0 275.0 300.0 325.0 350.0 375.0 400.0 m/z
0.00

0.25

0.50

0.75

1.00

1.25

1.50

1.75

2.00

2.25

2.50

Inten.(x10,000)

(d)

(f)

(e)

17

17

-

17

-

17

-

17

-

675.3263

490.2575

633.3158
901.5560

1688.2509

(d)

(e)

(f)

(a)

(b) (c)

1688.2519

1446.0266

1416.0165

1173.7910

1143.7814

901.5563

633.3156

675.3262

490.2576

78.9588

124.0403

166.0506
392.2799

241.2170

222.0173
271.2282

96.9694

(a) C15:0

(b or c) C16:0+O

-
-

-

-

17

124.0404 222.0173
166.0509

271.2279

241.2173

392.2806

(a)(b or c) (b or c)

(d)

(e)

(f)

Δ=0.6ppm
Δ=0.3ppm

Δ=0.2ppm

Δ=0.3ppm

Δ=0.1ppm

Δ=0.8ppm
Δ=1.8ppm

Δ=1.2ppm

Δ=1.2ppm

Δ=1.8ppm

Δ=0ppm

In
te
ns
ity

123

4 5

6

1’2’3’

4’ 5’
6’

Numbering of sugar rings

(a)

(b)

(c)

17
15

1716

16

-

9.5 10.0 10.5 11.0 11.5 12.0 min
0

25000

50000

75000

100000

125000

150000

175000

200000200000

175000

150000

125000

100000

75000

50000

25000

10.0 10.5 11.0 11.5 12.0
0

In
te

n
si

ty
 (

-)

Retention time (min)

1660.220 (lipid A 79:0)
1674.237 (lipid A 80:0)
1688.252 (lipid A 81:0)
1702.268 (lipid A 82:0)
1716.282 (lipid A 83:0)

Extracted m/z



www.shimadzu.com/an/

Shimadzu Corporation

© Shimadzu Corporation, 2022

For Research Use Only. Not for use in diagnostic procedure.
This publication may contain references to products that are not available in your country. Please contact us to check the availability of these 
products in your country.
The content of this publication shall not be reproduced, altered or sold for any commercial purpose without the written approval of Shimadzu.
See http://www.shimadzu.com/about/trademarks/index.html for details.
Third party trademarks and trade names may be used in this publication to refer to either the entities or their products/services, whether or not they 
are used with trademark symbol “TM” or “”.
Shimadzu disclaims any proprietary interest in trademarks and trade names other than its own.
The information contained herein is provided to you "as is" without warranty of any kind including without limitation warranties as to its accuracy or 
completeness. Shimadzu does not assume any responsibility or liability for any damage, whether direct or indirect, relating to the use of this 
publication. This publication is based upon the information available to Shimadzu on or before the date of publication, and subject to change 
without notice.

Application 
Note

(b)

(c)

(d)

(f)

(e)

15

250 500 750 1000 1250 1500 1750 m/z
0.00

0.25

0.50

0.75

1.00

1.25

1.50

1.75

2.00

2.25

Inten.(x1,000)

250 500 750 1000 1250 1500 1750 m/z
0.0

1.0

2.0

3.0

4.0

5.0

6.0

7.0

8.0

9.0

Inten.(x1,000)

250 500 750 1000 1250 1500 1750 m/z
0.00

0.25

0.50

0.75

1.00

1.25

1.50

1.75

2.00

2.25

2.50
Inten.(x10,000)

(C)

(D)

901.556

1702.267

1460.042

1430.032

1416.017

1143.781

1173.791

1187.807

633.316

675.326

241.217
C15:0

285.243
C17:0+O
(b) or (c)

(d)

901.556

1674.237

490.255

(d)

633.315

887.540

241.217
C15:0
(a)

1129.764 1173.791
1402.001

1432.011

619.301

1159.776

1143.780

476.242

250 500 750 1000 1250 1500 1750 m/z
0.0

1.0

2.0

3.0

4.0

5.0

6.0

7.0

8.0

Inten.(x1,000)

(A)

(B)

1416.017

901.555

1660.223

490.255

(d)

633.316

887.539

241.217
C15:0
(a)

1129.765 1173.796

1402.003

619.299

1159.777

1145.761

476.242
1417.996

1387.986

901.556

1716.281

1474.059

1143.781

1187.808

633.316

675.324

241.217
C15:0

285.243
C17:0+O
(b) or (c)

(d)

675.325

675.324

271.225
C16:0+O

271.225
C16:0+O

271.227
C16:0+O

(a)

(b)

(c)

(d)

(f)

(e)

17
15

17

(b)

(c)

(d)

(f)

(e)

17
15

1717

17

or
16

17
or

17

16

490.258

490.258

(f )

(e)

C17:0+O

(f )

(e)

C17:0+O

or
15

16

or
16

15
17

17

(b)

(c)

(d)

(f)

(e)

15
or
17

16

or
16

17
16

16

(b)

(c)

(d)

(f)

(e)

15
or

15

16

or
16

15
16

16

(b)

(c)

(d)

(f)

(e)

15
or

17

16

or
16

17
15

15

(f )

(e)

C17:0+O

Precursor
m/z 1674.235

Precursor
m/z 1660.220

Precursor
m/z 1716.282

Precursor
m/z 1702.267 -

-

- -

- -

(a)

(a)

(b) or (c)

(b) or (c)

(f )

(e)

C17:0+O

m/z

In
te

n
si

ty
 (

-)

(a)

(a) (a)

(a) (a)

No. 78

LCMS and Nexera are trademarks of Shimadzu Corporation in Japan and/or other countries.

First Edition: Sep. 2022

<References>
1) Steimle, A., Autenrieth, I.B., Frick, J.S., 2016. Structure and function: Lipid A

modifications in commensals and pathogens. Int. J. Med. Microbiol. 306,
290–301.

2) Hennezel, E., Abubucker, S., Murphy, L.O., Cullen, T.W., 2017. Total
Lipopolysaccharide from the Human Gut Microbiome Silences Toll- Like
Receptor Signaling. mBio 2, 1–12.

3) Okahashi, N., Ueda, M., Matsuda, F., Arita, M., 2021. Analyses of Lipid A
Diversity in Gram-Negative Intestinal Bacteria Using Liquid
Chromatography–Quadrupole Time-of-Flight Mass Spectrometry.
Metabolites 11, 197.

4) Yi, E.C., Hackett, M., 2000. Rapid isolation method for lipopolysaccharide
and lipid A from Gram-negative bacteria. Analyst 125, 651–656.

5) Kussak, A., Weintraub, A., 2002. Quadrupole ion-trap mass spectrometry to
locate fatty acids on lipid A from Gram-negative bacteria. Anal. Biochem.
307, 131–137.

6) Raetz, C.R.H., Reynolds, C.M., Trent, M.S., Bishop, R.E., 2007. Lipid a
modification systems in gram-negative bacteria. Annu. Rev. Biochem. 76,
295–329.

4. Conclusion
We analyzed lipid A in B. fragilis, a kind of intestinal bacteria,
using an LC-Q-TOF-MS spectrometer and successfully revealed
the structure. Accurate mass information obtained using an
LCMS-9030 system was very useful for inferring the structure of
lipid A. In this analysis, it was possible to efficiently narrow
down candidates for estimating structures using highly accurate
mass information. The differences between theoretical and
measured m/z values were less than 1 ppm in the mid-to-high
m/z region, and less than 2 ppm even in the low m/z region. We
anticipate that such a mass spectrometer with high accuracy
and mass reliability will contribute to increasing throughput for
discovering and identifying novel compounds and bioactive
substances.

Fig. 4 MS/MS Spectra and Proposed Structure of Lipid A in B. fragilis
Colored arrows indicate the neutral loss of acyl chains with of the corresponding color. Circled numbers on acyl chains indicate the chain length.


