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Introduction

Poly-methylene interrupted fatty acids (PMI-FA) are uncom-
mon fatty acids (FA) that have been found in various types of
seed oils (Smith et al. 1969, Madrigal & Smith 1975,
Plattner et al. 1975), plants or plant oils (Fore et al. 1966,
Jamieson Reid 1972), human milk (Murawski et al. 1971),
beef and mutton tallow (Hoffmann & Meijboom 1969), and
various marine invertebrates (Ackman & Hooper 1973, Jef-
ferts et al. 1973, Paradis & Ackman 1974, Pearce &
Stillway 1976, Garrido & Medina 2002, Budge et al.
2007, Saito 2007). In marine systems, PMI-FA are believed
to be synthesized de novo only in bivalves and carnivorous
gastropods (Joseph 1982, Budge et al. 2007, Saito 2007).
Although PMI-FA often represent a small portion of total
fatty acids, they are potentially valuable as biomarkers in
food web studies (Budge et al. 2007). Proportions and val-
ues of PMI-FA vary among species. According to Budge et
al. (2007) the values of PMI-FA in bearded seals (Erignathus
barbatus) and Pacific walruses (Odobenus rosmarus)
approach 1 % of total FA expressed as weight percent. Much
higher values of PMI-FA were reported for the shallow water
clam (Mactra chinensis, at 6.6 %) and the deep-sea clam
(Calyptogena phaseoliformis, at 30 %) of total FA expressed
as weight percent of total FA (Saito 2007). Until recently, a

limited number of pretreatment procedures have been avail-
able to reduce the complexity of the lipid sample prior to
analysis with gas chromatography (GC), particularly an issue
with PMI-FA resulting in analyses that typically yield only
qualitative estimates. However, new sample preparation pro-
cedures, such as solid phase extraction (SPE) and modern
analytical equipment, such as capillary columns and gas
chromatography/mass spectrometry (GC/MS), have provided
increasingly effective methods for precise qualitative and
quantitative analysis of PMI-FA. Here we review past, cur-
rent, and possible future sample preparation procedures for
the analysis of PMI-FA.

The more common FA of animal and plant origin usually
have even-numbered carbon chains; typically from 12 to
24 carbon atoms and containing 0 to 6 double bonds (pre-
dominantly in the cis configuration). Despite the numerous
possible configurations relating to degree of unsaturation,
configuration, and despite position of double bonds, carbon
chain length, and constituents attached to the FA molecule,
FA found in nature most commonly contain a single methy-
lene group between double bonds. These FA are referred to as
methylene interrupted FA (MI-FA; Fig. 1a), whereas PMI-FA
contain more than one methylene group between double
bonds within the FA molecule (Fig. 1b). Although some
authors designate PMI-FA as NMI-FA (non-methylene inter-

Fig. 1. a. Methylene interrupted FA with single methylene group between double bonds on the aliphatic chain (indicated in
bold). b. Poly-methylene interrupted FA with more than one methylene groups between at least 2 of the double bonds on the
aliphatic chain (indicated in bold).
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rupted fatty acids), we suggest that the term PMI-FA is pref-
erable because it more specifically reflects the possibility of
multiple (2 or more) methylene groups between contiguous
double bonds. In addition, there is a risk that the use of NMI-
FA terminology may be incorrectly interpreted to mean the
absence of a methylene group between contiguous double
bonds.

Organisms contain complex mixtures of different lipid
moieties; the most abundant are those containing FA as a part
of their molecular structure. Fatty acids can be analytically
isolated from lipid classes (moieties from which FA are
released; i.e., glycerol), followed by derivatization. Deriva-
tized fatty acid methyl esters (FAME, including PMI-FAME)
can then be directly analyzed by a GC equipped with various
types of detectors (most commonly flame ionization detec-
tors; FID). Fatty acids can be further separated and purified
before GC analysis by first subjecting the FAME to various
preparative procedures, such as TLC (thin layer chromatog-
raphy) and/or AgNO3-TLC (Silver ion-TLC; Tanaka et al.
1997, 1999, 2007). Despite the possibility of using high per-
formance liquid chromatography (HPLC) to reduce the com-
plexity of the lipid sample, HPLC has not yet found wide-
spread use by analysts, possibly because of the higher cost of
HPLC compared to TLC, and because HPLC columns
improved considerably only just recently (i.e., higher capac-
ity and reduced amounts of sample residues on the column).
Following earlier successes with the AgNO3-TLC method,
the technique has been adapted to HPLC (AgNO3-HPLC);
however, to our knowledge this new method has not yet been
successfully applied to questions of interest to freshwater or
marine researchers.

TLC is used for preparative purposes (removal of unsapo-
nifiable material; i.e., glycerol moieties), which can interfere
with GC analysis and/or coupled with AgNO3-TLC to sepa-
rate lipid extract (usually their FAME derivatives) by their
degree of unsaturation. The common goal of such preparative
procedures is to remove sample-related matrix material,
which may confound analysis, and to enhance separation and
resolution; however, the increase in analytical steps can result
in an increase of analytical variability.

AgNO3-HPLC can, compared to AgNO3-TLC, offer better
and more consistent separation, cleaner fractions, and higher
sample applications at no loss of resolution on modern novel
columns, but at much higher equipment cost (Christie
2003). However, it was recently demonstrated that prepara-
tive steps could be omitted to obtain simultaneous chromato-
graphic separation of MI-FA and PMI-FA when the exact
position of double bonds of the PMI-FA are known (Budge
et al. 2007). For example, Budge et al. (2006, Appendix 7)
demonstrated that PMI-FA can be readily revealed and that
they elute between more common MI-FA.

Key words: biomarkers, food webs, non-methylene inter-
rupted fatty acids, NMI-FA, PMI-FA, poly-methylene inter-
rupted fatty acids

Analysis of PMI-FA

Gas chromatography-mass spectrometry (GC/MS) with a
Quadrupole can be particularly valuable, or even essen-
tial, to identify novel FA (e.g., PMI-FA) because the mass
spectra can be used to structurally identify the possible
PMI-FA. Because FAME derivatives provide little struc-
tural information for the FA, other derivatives, which
produce indicative ions, should be used. Such ions can
elucidate the exact position of double bonds on the ali-
phatic chain and thus correctly identify the compounds
of interest. In the case of MI-FA, identification and quan-
tification are usually based on analytical standards and
calibration curves, principly by using external or/and
internal standards (i.e., Supelco’s 37-component FAME
mix, catalog# 47015-U) with known molecular formu-
lae, concentrations, and elution patterns.

Currently, no PMI-FA standards are available. This
necessitates different analytical approaches to reveal the
exact position of double bonds and to unequivocally
quantify the individual PMI-FA. Quantitation could also
be obtained by calculating the response factor of repre-
sentative PMI-FA. These analytical limitations have only
allowed the publication of qualitative PMI-FA results
(i.e., on a percentage basis, relative to the proportion of
all identified FAME). One way to overcome this identifi-
cation problem is to derivatize the carboxyl group with a
reagent containing a nitrogen atom, resulting in a frag-
mentation pattern that could be specific enough to reveal
the position of double bonds in the aliphatic chain.
According to Christie (2003), picolynyl esters or dime-
thyloxazoline (DMOX) derivatives are the derivatives of
choice in this regard.

Derivatives of FA

For elution on a GC column, picolynyl esters require an
oven temperature 50 °C higher than that routinely used
for FAME analyses. A GC column that has a non-polar
stationary phase is required; however, this has the unde-
sirably quality of introducing a loss of resolution with FA
compounds. Although picolynyl ester sample preparation
is relatively simple, DMOX derivatives require more
complicated analytical procedures and may degrade
quickly during storage (Christie 2003). However, if
such derivatives are only used for qualitative analysis, for
example to identify the exact position of a double bond,
degradation is of little or no importance. For example,
Garrido & Medina (2002) used DMOX derivatives to
determine the position of double bonds of a number of
PMI-FA. Other possible approaches to elucidating the
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position of multiple double bonds in PMI-FA include
hydrogenation (Tanaka et al. 1997, 1999, 2007) and
deuteration (Christie 2003). Deuteration is particularly
useful to characterize other moieties on the aliphatic
chain. Hydrogenation and deuteration are performed on
FAME or nitrogen atom containing derivatives and not
on crude lipid extracts.

In previous studies, the exact positions of double
bonds were determined by reductive ozonolysis and oxi-
dative ozonolysis by measuring IR (infra-red) spectra or
by measuring NMR (nuclear magnetic resonance) spec-
tra (Fore et al. 1966, Smith et al. 1969, Paradis & Ack-
man 1974, Madrigal & Smith 1975). However, the
chemicals and laboratory equipment required for such
analyses are expensive and not always readily available;
therefore, the use and application of such techniques for
aquatic ecologists has been limited. Additionally, these
techniques are not sensitive, and if the unknown com-
pounds are not available in milligram amounts, they are
unable to structurally identify the unknowns.

Despite the availability of novel GC capillary col-
umns, preparative AgNO3-TLC is still widely used for
separation of FAME, which can be subjected to further
preparative analysis (e.g., DMOX derivatives). After the
plate is developed and the bands of lipids visualized, they
can be scraped off the plate, re-extracted and purified to
remove the visualization reagent (Tanaka et al. 1997)
before further processing. On a developed TLC plate,
each band represents a group of FAME having the same
number of double bonds. Most of the papers reviewed
here from older (Fore et al. 1966, Paradis & Ackman
1974) to more recent (Wilson & Sargent 1992, Gar-
rido & Medina 2002, Budge et al. 2004) utilize such
procedures. The most recent publication (Budge et al.
2007) uses this procedure only for qualitative analysis
(i.e., to reveal the positions of double bonds).

Conclusions

Based on the literature reviewed we conclude that the separa-
tion of PMI-FA simultaneously with separation of MI-FA can
be obtained by using modern capillary columns such as
Supelco’s DB-23. However, the main analytical challenge
resides in the identification and location of PMI-FA double
bond placement. This is crucial in the quest to better under-
stand the role of PMI-FA as biomarkers. To help identify
double-bond location, we propose the use of either nitrogen-
containing derivatives of FA (DMOX), or deuteration,
directly (without preparative TLC). However, if loss of reso-
lution is an issue we propose using Supelco’s Ag-Ion SPE
(catalog# 54225-U) rather than using preparative AgNO3-
TLC because modern SPE cartridges are small, cost-effec-

tive, and provide better quantitative outcomes when used
with the appropriate controls. Routine quantitative methods
for PMI-FA could be a valuable tool for elucidating trophic
relationships in food webs because these unique FA are found
in a limited group of organisms (e.g., mollusks), where they
are assumed to be synthesized de novo. Thus, routine moni-
toring of PMI-FA may be of great importance in revealing
food web interactions, especially if, as described in Budge et
al. (2007), their passage up the food web chain occurs in a
predictable manner. We suggest that PMI-FA has the poten-
tial to; (a) more clearly quantify prey-predator relationships
and feeding strategies, (b) help identify species, and (c) more
quantitatively measure the impacts of large scale processes
such as invasive species and/or climate change on natural
ecosystems. Thus, we suggest that the identification of novel
PMI-FA will undoubtedly have a significant impact on future
studies regarding food web dynamics in both marine and
freshwater ecosystems.

Acknowledgements

We thank Donna Zaruk and Ed Kaminski (National Labora-
tory for Environmental Testing, Burlington, Ontario) for their
invaluable analytical contributions to this study.

References

Ackman, R.G. & S.N. Hooper. 1973. Non-methylene inter-
rupted fatty acids in lipids of shallow-water marine inver-
tebrates: A comparison of two mollusks (Littorina littorea
and Lunatia triseriata) with the sand shrimp (Crangon
septemspinosus). Comp. Biochem. Physiol. 46B: 153–
165.

Budge, S.M., M.H. Cooper & S.J. Iverson. 2004. Demon-
stration of the deposition and modification of dietary fatty
acids in Pinniped Blubber using radiolabelled precursors.
Phys. Biochem. Zool. 77: 682–687.

Budge, S.M., S.J. Iverson & N.H. Koopman. 2006. Study-
ing trophic ecology in marine ecosystems using fatty
acids: a primer on analysis and interpretation. Mar.
Mamm. Sci. 22: 759–801.

Budge, S.M., A.M. Springer, S.J. Iverson & G. Shef-
field. 2007. Fatty acid biomarkers reveal niche separation
in an Artic benthic food web. Mar. Ecol. Prog. Ser. 336:
305–309.

Christie, W.W. 2003. Lipid Analysis. Third edition. The oily
press. ISBN 0-95319495-7

Fore, S.P., F.G. Dollear & G. Sumrell. 1966. Isolation of
methyl cis, cis-5,13-docosadienoate from Limnathes
douglasii oil. Lipids 1: 73–75.

Hoffmann, G. & P.W. Meijboom. 1969. Identification of
11,15-octadecadienoic acid from beef and mutton tallow.
J. American Oil. Chem. Soc. 46: 620–622.

T. Mezek et al., Sample preparation methods 905



eschweizerbartxxx

Garrido, J.L. & I. Medina. 2002. Identification of minor
fatty acids in mussels (Mytilus galloprovincialis) by GC-
MS of their 2-alkenyl-4,4-dimethyloxazoline derivatives.
Anal. Chim. Acta. 465: 409–416.

Jamieson, G.R. & E.H. Reid. 1972. The leaf lipid of some
conifer species. Phytochemistry 11: 269–275.

Jefferts, E., R.W. Morales & C. Litchfield. 1973.
Occurrence of cis-5, cis-9-hexacosadienoic and cis-5, cis-
9, cis-19-hexacosatrienoic acids in marine sponge Micro-
ciona prolifera. Lipids 9: 244–247.

Joseph, J.D. 1982. Lipid composition of marine and estua-
rine invertebrates. Part II: Mollusca. Prog. Lipid Res. 21:
109–153.

Madrigal, R.V. & C.R. Smith. 1975. Taxus baccata Seed
Oil: A New Source of cis-5, cis-9-octadecadienoic acid.
Lipids 10: 502–504.

Murawski, U., H. Egge, P. Gyorgy & F. Zilliken, F.
1971. Identification of non-methylene interrupted cis,
cis-octadienoic acids in human milk. FEBS Lett. 18:
290–292.

Paradis, M. & R.G. Ackman. 1974. Occurrence and chemi-
cal structure of nonmethylene-interrupted dienoic fatty
acids in American Oyster Crassostrea virginica. Lipids
10: 12–16.

Pearce, R.E. & L.W. Stillway. 1976. Non-methylene-inter-
rupted and ο4 dienoic fatty acids of the White Shrimp
Penaeus setiferus. Lipids 12: 544–549.

Plattner, R.D., G.F. Spencer & R. Kleiman. 1975. cis-5-
Polyenoic acids in Larix leptolepis seed oil. Lipids 10:
413–416.

Saito, H. 2007. Identification of novel n-4 series polyunsatu-
rated fatty acids in a deep-sea clam, Calyptogena phaseo-
liformis. J. Chrom. A. 1163: 247–259.

Smith, C.R., R.M. Freidinger, J.W. Hagemann & G.F.
Spencer. 1969. Teucrium depressum seed oil: a new
source of fatty acids with ∆5 – unsaturation. Lipids 4:
462–465.

Tanaka, T., K. Shibata, H. Hino, T. Murashita, M. Kay-
ama & K. Satouchi. 1997. Purification and gas chro-
matographic – mass spectrometric characterization of
non-methylene interrupted fatty acid incorporated in rat
liver. J. Chrom. B. 700: 1–8.

Tanaka, T., J.I. Morishige, Y. Kikuta, T. Sugiura & K.
Satouchi, K. 1999. Non-methylene-interrupted polyun-
saturated fatty acids: effective substitute for arachidonate
of phosphatidylinositol. Biochem. Biophys. Res. Comm.
245: 683–688.

Tanaka, T., J. Morishige, D. Iwawaki, T. Fukuhara, N.
Hamamura, K. Hirano, T. Osumi & K. Satouchi, K.
2007. Metabolic pathway that produces essential fatty
acids from polymethylene-interrupted polyunsaturated
fatty acids in animal cells. FEBS Lett. 274: 2728–2737.

Wilson, R. & J.R. Sargent. 1992. High-resolution separa-
tion of polyunsaturated fatty acids by argentation thin-
layer chromatography. J. Chrom. 623: 403–407.

Authors’ addresses: T. Mezek, National Institute of Biology, Department of Freshwater and Terrestrial Ecosystem Research,
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