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No filters, no fridges: a method
for preservation of water samples for eDNA
analysis
Kelly E. Williams1,2*, Kathryn P. Huyvaert1 and Antoinette J. Piaggio2

Abstract
Background: Advancements in the detection of environmental DNA (eDNA) for detecting species of interest will
likely allow for expanded use of these techniques in the field. One obstacle that continues to hinder applications
in the field is the requirement of a cold chain of storage for water samples containing eDNA. While eDNA has been
successfully preserved using Longmire’s lysis buffer applied to filters, it has yet to be tried with freshwater samples
collected for eDNA detection of an invasive species. We tested the utility of Longmire’s solution (100 mM Tris, 100 mM
EDTA, 10 mM NaCl, 0.5 % SDS, 0.2 % sodium azide) as an additive to freshwater samples for preservation of eDNA.
Results: Environmental DNA was effectively preserved in 15 mL water samples with Longmire’s solution added;
eDNA positive detection was comparable to freezing the samples at −80 °C and occurred out to 56 days at the highest concentration (5 mL Longmire’s solution: 15 mL sample water). Medium and low concentrations of Longmire’s
solution added to 15 mL of sample water generally preserved eDNA out to 56 days but not as well as did freezing or
application of the highest concentration of Longmire’s lysis buffer. Treatment and degradation time had a significant
effect on average DNA concentration of samples, although not the interaction of treatment and time. Perfect detection occurred out to 56 days with the high Longmire’s treatment group but DNA concentration was significantly
lower at this time point compared to 28 days.
Conclusion: We conclude that Longmire’s lysis buffer is a viable alternative to cold chain storage that can simplify the
collection of eDNA by eliminating the need for filtering and allow more time for sample collection when added at our
highest concentration (1 part Longmire’s:3 parts water sample), which could translate to an increase in the chances of
detecting a rare or elusive species.
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Background
Analysis of environmental DNA (eDNA), or DNA of
a target species captured noninvasively from samples
such as soil or water, is a novel method of detecting
species of interest in the environment [1–4]. Collection of DNA from water has been successfully used to
detect a variety of species from marine and freshwater
systems [4–7]. Capture of eDNA from water begins by
filtering water samples at the collection site [5, 6] or
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collecting a water sample and concentrating the eDNA
it contains using laboratory methods (chemical and
physical) prior to extraction [4, 8]. The preservation of
DNA in water samples requires cold storage [9–11] or
the addition of a preservative for transportation of filters from the field to the lab. Requiring field personnel
to filter and/or manage a continuous cold chain can be
expensive, challenging, and time-consuming. Further,
freezing and thawing samples prior to analysis reduces
DNA viability and thus detection [12]. Longmire’s lysis
buffer [13] or ethanol [14, 15] have both been shown
to be effective for storage of water filters containing
eDNA in the absence of a cold chain.
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Longmire’s solution is a lysis buffer that neutralizes
cellular components of a sample allowing the DNA to
become soluble [16] and to accumulate in the buffer solution over time [17]. Longmire’s solution (100 mM Tris,
100 mM EDTA, 10 mM NaCl, 0.5 % SDS, 0.2 % sodium
azide) [16] was originally intended for preservation of
tissues for museum collections because such samples
are often collected under field conditions without the
benefit of refrigeration. Blood samples can be stored in
this solution for several years prior to DNA isolation
[18]. Longmire’s solution was used to effectively preserve DNA in brain and tail tissue samples from rats for
up to 10 months [19] and liver tissue samples from mice
for up to 6 months [17]. More recently, Longmire’s solution was used to preserve eDNA captured on water filters
[13] for up to 150 days [20] without need for a cold chain.
Many forms of lysis buffer have proven effective for noncryogenic preservation of blood and tissue samples in the
field [21–23]. Nonetheless, the use of Longmire’s solution
as a preservative of eDNA samples from unfiltered freshwater exposed to natural conditions is untested. Here,
we present tests of Longmire’s solution for preservation
of eDNA from unfiltered freshwater samples. Eliminating the need for time-consuming eDNA capture in the
field (filtering) and costly cold chain storage for collecting
and transporting water could reduce the time and effort
required to collect eDNA samples.
Wild pigs (Sus scrofa) are a destructive, invasive species
in North America that have widespread negative impacts
on ecosystems [24–26]. Management of this species can
be challenging when abundance is low, either at the tail
end of an eradication effort or in the beginning stages of
an invasion process. Successful management of wild pigs
requires detection and elimination of individuals before
they increase in numbers and spread into new areas [25,
27, 28]. Wild pigs spend time drinking or wallowing in
water [25, 29] to thermoregulate and to provide relief
from insects and parasites [30–32]. We developed an
assay that effectively captures eDNA shed by pigs in turbid freshwater [33]. Application of this assay for surveillance of wild pigs requires sampling from turbid waters
(i.e., wallows) under often unfavorable field conditions.
Collection of these types of samples needs to be intensive to reach sufficiently large sample sizes needed for
detection of wild pigs when abundance is low [7, 34, 35].
Any efficiencies realized in the field, such as eliminating the need to filter each sample or cold chain storage,
will reduce the burden on sampling efforts and increase
the efficiency of detection surveys. Our goal was to test
the effectiveness of Longmire’s solution for preserving unfiltered water samples containing eDNA. Further,
we wanted to assess the appropriate volume of Longmire’s solution to add to a 15 mL water sample known
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to contain wild pig eDNA and to determine the optimal
concentration for robust preservation. This study aimed
to address the need for an efficient, nonintensive, method
of preservation for freshwater samples for optimal detection of eDNA shed by wild pigs.

Methods
Laboratory work was completed at the USDA-APHIS
National Wildlife Research Center (NWRC) in Fort Collins, Colorado, USA. DNA extractions were performed in
a lab dedicated to non-invasive and eDNA samples. All
PCR and post-PCR procedures were completed in separate rooms. Equipment, benchtops, pipettors, and fume
hoods were cleaned with a 10 % bleach solution before
and after all procedures.
Water was collected from a 25-gallon tub that served
as the water source for a single feral swine sow in captivity at the NWRC/Colorado State University Wildlife
Research Facility. Water was collected on June 29, 2015
by submerging a single sterilized 2 L Nalgene bottle and
filling it to 1 L.
The 1 L water sample was first mixed using a magnetic
stir bar on a stir plate and then subsampled into sixty
50 mL centrifuge tubes in volumes of 15 mL. Subsamples
were numbered in order of collection and then randomly
assigned to one of five treatment groups using a random
number generator. Treatment groups included a positive
control where twelve samples were stored at −80 °C (this
is an effective method for preserving DNA [36]), a high
concentration of Longmire’s solution to sample water
(1:3; 5 mL Longmire’s:15 mL sample water), a medium
concentration (1:6; 2.5 mL Longmire’s:15 mL sample
water), a low concentration (1:15, 1 mL Longmire’s:15 mL
sample water), and a no treatment control of 15 mL sample water without lysis buffer or cold storage. Comparison of these groups allowed us to test whether varying
amounts of Longmire’s solution affected the preservation
of eDNA across the duration of the trial period (56 days).
The no treatment control and Longmire’s solution groups were stored outside in a covered, but not
enclosed, area that was exposed to the sun from the West.
The tubes were placed upright in a shallow Styrofoam
rack that did not completely block incident UV. One
half (n = 6) of each treatment group was extracted after
28 days and the second half was extracted after 56 days
during which eDNA degradation was allowed to occur.
During the first 28 days, the treatment groups (excluding
the positive control group) were exposed to air temperatures ranging from 12.6 to 33.7 °C. During the second
28 days, air temperatures ranged from 7.3 to 34.2 °C as
reported at the Fort Collins Weather Station [37].
DNA was concentrated from the samples via centrifugation [38]. The supernatant was decanted and
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Results
All positive control (frozen) samples had perfect detection across all qPCR replicates for the duration of the
experiment (56 days). We depleted two samples from the
low concentration group for 56 days during optimization,
leaving us with n = 4 for that treatment group.
After 28 and 56 days, the qPCR results demonstrated
that all volumes of the Longmire’s solution preserved
eDNA in our samples significantly better than the “no
treatment” group over both time points (Fisher’s Exact
test; 28 days: p < 0.05, 56 days: p < 0.01, Fig. 1). The “no

treatment” control group produced only 1 of 3 qPCR
positive detections for two samples out of the total six
samples taken at 28 days. Because the threshold for a
positive detection was complete detection (3 of 3 qPCR
results above our LOD), no samples from this treatment
group were considered positive. While the raw number
of positives using this criterion appeared to differ among
lysis treatment groups after 28 days (positive detections:
High = 6/6, Medium = 3/6, Low = 3/6) as well as after
56 days (positive detections: High = 6/6, Medium = 3/6,
Low = 3/4), these differences were not statistically significant (28 days: Fisher’s Exact test, p = 0.15; 56 days: Fisher’s Exact test, p = 0.13). The highest ratio of Longmire’s
solution to water sample had 100 % detection (all positive
qPCRs) across both time points (28 and 56 days). However, detection of eDNA in the medium and low ratios of
Longmire’s lysis buffer was lower with fewer qPCR positives, suggesting that degradation of DNA had occurred.
We found that preservation treatment and degradation
time significantly affected average DNA concentrations
of the water samples, but the interaction of treatment
and time was not statistically significant (Treatment:
p < 0.00001, Time: p < 0.05, Treatment × Time: p = 0.14,
Fig. 2).

Discussion
Our results demonstrate that Longmire’s lysis buffer can
serve as a viable method for preserving eDNA in unfiltered water samples. However, only the highest concentration (5 mL Longmire’s: 15 mL water) allowed us to
detect all samples out to 28 and 56 days (Fig. 1). Although
we detected eDNA in all samples in this treatment, DNA
concentration declined by 56 days (Fig. 2). We found that
the high Longmire’s treatment preserved nearly the same
amount of DNA as the positive control (i.e., freezing)
after 28 days. Detection of positive samples was lower for
6
28 Days

5

Posive Samples

the DNA pellet was extracted using the DNeasy mericon Food Kit using the 200 mg manufacturer’s protocol
(Qiagen). Finally, the elution was cleaned with Zymo
IRT columns (additional details [33]). We included a
negative control in each set of extractions to monitor
for contamination.
Primers and probe for quantitative PCR (qPCR) were
used from another study that established best practices
for wild pig eDNA capture from turbid water [33]. The
qPCR recipe and thermocycling program used are also
reported [33]. We used a synthetic internal positive control (ggBlocks® Integrated DNA Technologies) of our target sequence in the D-loop region of Sus scrofa to create a
standard curve and determined our LOD was one copy/µL.
Our qPCR runs fell within the acceptable ranges of an
efficiency between 90 and 110 %, a slope between −3.1
and −3.6, and an R2 > 0.99 for each plate. Each PCR set
included a “no template” negative control including
only PCR reagents to monitor for contamination. Each
extracted water sample was run in triplicate via qPCR.
The criteria for recording a PCR result was that all three
replicates of negative controls must be negative. A water
sample was considered “positive” if all three qPCR replicates were positive (above our LOD).
We used a Fisher’s exact test to compare the number
of samples in which wild pig eDNA was detected (classified as “positive”) between those samples with any lysis
buffer treatment and no treatment. We also compared
the performance of each concentration of lysis buffer
across both time points (28 and 56 days) using Fisher’s
exact tests. We used a two-way ANOVA to determine if
treatment, degradation time, or the treatment by time
interaction had statistically significant effects on DNA
concentration. We treated all qPCR replicates within
each treatment at each time point as independent of each
other for this analysis because we assumed that our mixing the water prior to subsampling homogenized them
with respect to the eDNA present in the subsample. Any
PCR replicate that fell below our LOD was reported as
having a concentration of 0 copies/µL for this analysis.
Statistical analyses were conducted in R ×64 3.1.2.
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Fig. 1 Number of positive samples (3/3 positive qPCRs) per treatment at 28 days (black) and 56 days (grey). Performance of Longmire’s
buffer treatment compared to frozen positive control and no treatment negative control
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Fig. 2 Average concentration of DNA measured per treatment
(copies/μL) at 28 days (black) and 56 days (blue) showing the
performance of Longmire’s buffer treatment at preserving DNA.
Shown are averages for frozen positive control, high, medium, and
low concentrations of Longmire’s, and the no treatment negative
control (Calculated from values in Additional file 1). Note that the
28 days mean for “No Treatment” is directly under the 56 days mean
as they are nearly equal. Symbols represent the mean and error bars
are the mean ± 1SE

the medium and low treatment groups at 28 and 56 days
of exposure (Fig. 1). The medium concentration of Longmire’s buffer performed better at 28 days than 56 days
but preserved less DNA than the freezing and high Longmire’s solution treatments (Fig. 2). The low Longmire’s
treatment preserved a very low amount of DNA compared to the other treatments.
In aquatic systems, environmental DNA is typically dispersed throughout the water body and diluted. We found
appreciable variability among the samples in the high and
medium Longmire’s treatments at 28 days (error bars,
Fig. 2). Inherent heterogeneity of DNA distribution in the
water body, regardless of the effort taken to mix the water
sample, may be one explanation for this variability. Perhaps the effect of the lysis buffer lysing cells contained in
the water samples could explain our quantification of more
DNA with the high Longmire’s lysis buffer as compared to
the frozen treatment in some samples. Overall, a 1:3 concentration of Longmire’s: freshwater sample was generally as
effective as freezing for preservation of DNA out to 28 days.
Our test samples were exposed to extreme summer conditions such as large temperature fluctuations and extended
exposure to ultraviolet radiation. These conditions may

represent a worst-case scenario for degradation of eDNA
in the field. Samples collected for the detection of eDNA
from the field will likely be handled more carefully and thus
undergo less degradation due to less severe conditions than
the samples were exposed to in our study.
As a developing field, advancements in eDNA collection and sample processing are important. Recent
reviews and studies have provided optimized methods of
eDNA capture from various systems [39, 40]. Longmire’s
lysis buffer effectively preserves eDNA on filters [13]
without a cold chain and now, based on this study, we
know that it is effective in preserving eDNA in unfiltered
freshwater samples. Eliminating cold storage of eDNA
samples allows for a more efficient method of sample collection that can be used for species detection in monitoring or management activities in the field. For many
studies this approach will simplify the collection of eDNA
from freshwater systems and allow more time for sample
collection, which could mean increasing the chance of
detection of a rare or elusive species [13]. This method of
preservation may be applicable to other ecosystems but
will need to be tested in those systems independently.

Additional file
Additional file 1. Sample ID and treatment with measured DNA concentration (qPCR) and days of degradation.

Abbreviation
eDNA: environmental DNA.
Authors’ contributions
KEW and AJP conceived the concept of the study. KEW, AJP, KPH, participated
in study design. KEW collected samples and conducted laboratory work. KEW
and KPH performed data analysis. KEW prepared the manuscript with help
from AJP, KPH and AJP guided the final draft. All authors read and approved
the final manuscript.
Author details
1
Department of Fish, Wildlife, and Conservation Biology, Colorado State
University, Fort Collins, CO 80523, USA. 2 Wildlife Services, National Wildlife
Research Center, Wildlife Genetics Lab, USDA, 4101 LaPorte Avenue, Fort Collins, CO 80521, USA.
Acknowledgements
Funding was provided by the USDA National Wildlife Research Center. Thanks
to Pauline Nol, Matthew McCollum, and Karl Held for access to pig waterers
and assistance in set up.
Availability of supporting data
The data set supporting the conclusions of this study is included as supplementary material.
Competing interests
The authors declare that they have no competing interests.
Ethics
No animals were handled for this study.
Received: 11 February 2016 Accepted: 27 May 2016

Williams et al. BMC Res Notes (2016) 9:298

References
1. Sutherland WJ, Bardsley S, Clout M, Depledge MH, Dicks LV, Fellman L,
et al. A horizon scan of global conservation issues for 2013. Trends Ecol
Evol. 2013;28(1):16–22. doi:10.1016/j.tree.2012.10.022.
2. Lodge DM, Turner CR, Jerde CL, Barnes MA, Chadderton L, Egan SP, et al.
Conservation in a cup of water: estimating biodiversity and population
abundance from environmental DNA. Mol Ecol. 2012;21(11):2555–8.
doi:10.1111/j.1365-294X.2012.05600.x.
3. Taberlet P, Coissac E, Hajibabaei M, Rieseberg LH. Environmental DNA.
Mol Ecol. 2012;21(8):1789–93. doi:10.1111/j.1365-294X.2012.05542.x.
4. Ficetola GF, Miaud C, Pompanon F, Taberlet P. Species detection using
environmental DNA from water samples. Biol Lett. 2008;4(4):423–5.
doi:10.1098/rsbl.2008.0118.
5. Goldberg CS, Pilliod DS, Arkle RS, Waits LP. Molecular detection of
vertebrates in stream water: a demonstration using rocky mountain
tailed frogs and Idaho giant salamanders. PLoS One. 2011;6(7):e22746.
doi:10.1371/journal.pone.0022746.
6. Jerde CL, Mahon AR, Chadderton WL, Lodge DM. “Sight-unseen” detection of rare aquatic species using environmental DNA. Conserv Lett.
2011;4(2):150–7. doi:10.1111/j.1755-263X.2010.00158.x.
7. Thomsen PF, Kielgast J, Iversen LL, Wiuf C, Rasmussen M, Gilbert MT, et al. Monitoring endangered freshwater biodiversity using environmental DNA. Mol Ecol. 2012;21(11):2565–73.
doi:10.1111/j.1365-294X.2011.05418.x.
8. Piaggio AJ, Engeman RM, Hopken MW, Humphrey JS, Keacher KL,
Bruce WE, et al. Detecting an elusive invasive species: a diagnostic
PCR to detect Burmese python in Florida waters and an assessment of
persistence of environmental DNA. Mol Ecol Resour. 2014;14(2):374–80.
doi:10.1111/1755-0998.12180.
9. Mahon A, Rohly A, Budny M, Elgin E, Jerde C, Chadderton W et al.
Environmental DNA monitoring and surveillance: standard operation
procedures. Vicksburg, Mississippi, United States Army Corps of Engineers
EL, Cooperative Environmental Studies Unit; 2010 Contract No.: CESU
agreement #W912HZ-08-2-0014, modification P00007.
10. Takahara T, Minamoto T, Yamanaka H, Doi H, Kawabata Z. Estimation of
fish biomass using environmental DNA. PLoS One. 2012;7(4):e35868.
doi:10.1371/journal.pone.0035868.
11. Pilliod DS, Goldberg CS, Arkle RS, Waits LP. Factors influencing detection of eDNA from a stream-dwelling amphibian. Mol Ecol Resour.
2014;14(1):109–16. doi:10.1111/1755-0998.12159.
12. Takahara T, Minamoto T, Doi H. Effects of sample processing on the
detection rate of environmental DNA from the common Carp (Cyprinus
carpio). Biol Conserv. 2015;183:64–9. doi:10.1016/j.biocon.2014.11.014.
13. Renshaw MA, Olds BP, Jerde CL, McVeigh MM, Lodge DM. The room
temperature preservation of filtered environmental DNA samples and
assimilation into a phenol–chloroform–isoamyl alcohol DNA extraction.
Mol Ecol Resour. 2015;15(1):168–76. doi:10.1111/1755-0998.12281.
14. Goldberg CS, Sepulveda A, Ray A, Baumgardt J, Waits LP. Environmental DNA as a new method for early detection of New Zealand mudsnails (Potamopyrgus antipodarum). Freshw Sci. 2013;32(3):792–800.
doi:10.1899/13-046.1.
15. Pilliod D, Goldberg C, Laramie M, Waits L. Application of environmental
dna for invasive monitoring of aquatic species. In: Survey USG, editor.
website 2013. p. 4.
16. Longmire JL, Maltbie M, Baker RJ, Museum TTU. Use of “lysis buffer” in dna
isolation and its implication for museum collections. Lubbock: Museum
of Texas Tech University; 1997.
17. Kilpatrick CW. Noncryogenic preservation of mammalian tissues for
DNA extraction: an assessment of storage methods. Biochem Genet.
2002;40(1–2):53–62.
18. Longmire JL, Ambrose RE, Brown NC, Cade TJ, Maechtle TL, Seegar WS,
et al. Use of sex-linked minisatellite fragments to investigate genetic
differentiation and migration of North American populations of the
Peregrine Falcon (Falco peregrinus). In: Burke T, Dolf G, Jeffreys A, Wolff R,
editors. DNA fingerprinting: approaches and applications. Boston: Experientia Supplementum, Birkhäuser Basel; 1991. p. 217–29.

Page 5 of 5

19. Camacho-Sanchez M, Burraco P, Gomez-Mestre I, Leonard JA. Preservation of RNA and DNA from mammal samples under field conditions. Mol
Ecol Resour. 2013;13(4):663–73. doi:10.1111/1755-0998.12108.
20. Wegleitner B, Jerde C, Tucker A, Chadderton WL, Mahon A. Long duration,
room temperature preservation of filtered eDNA samples. Conserv Genet
Resour. 2015;7:789–91. doi:10.1007/s12686-015-0483-x.
21. Seutin G, White BN, Boag PT. Preservation of avian blood and tissue
samples for DNA analyses. Can J Zool. 1991;69(1):82–90. doi:10.1139/
z91-013.
22. Dawson MN, Raskoff KA, Jacobs DK. Field preservation of marine
invertebrate tissue for DNA analyses. Mol Mar Biol Biotechnol.
1998;7(2):145–52.
23. Cockburn AF, Seawright JA. Techniques for mitochondrial and ribosomal
DNA analysis of anopheline mosquitoes. J Am Mosq Control Assoc.
1988;4(3):261–5.
24. Chavarria PM, Lopez RR, Bowser G, Silvy NJ. A landscape-level survey
of wild hog impacts to natural resources of the Big Thicket National
Preserve. Human-Wildlife Conflicts. 2007;1:199–204.
25. West B, Cooper A, Armstrong J. Managing wild pigs: a technical guide. In:
Starkville MS, Logan, editors. Human-wildlife interactions monograph. UT:
The Berryman Institute; 2009.
26. Agriculture USDo. Budget summary and annual performance plan FY;
2014.
27. Saunders G, Bryant H. The evaluation of a wild pig eradication program
during a simulated exotic disease outbreak. Wildl Res. 1988;15(1):73–81.
doi:10.1071/WR9880073.
28. Choquenot D, Mcllroy J, Korn T. Managing vertebrate pests: wild pigs.
Canberra: Bureau of Resource Sciences; 1996.
29. Jay MT, Cooley M, Carychao D, Wiscomb GW, Sweitzer RA, CrawfordMiksza L, et al. Escherichia coli O157:H7 in wild swine near spinach fields
and cattle, central California coast. Emerg Infect Dis. 2007;13(12):1908–11.
doi:10.3201/eid1312.070763.
30. Campbell TA, Long DB. Wild swine damage and damage management in forested ecosystems. For Ecol Manag. 2009;257(12):2319–26.
doi:10.1016/j.foreco.2009.03.036.
31. Heinken T, Schmidt M, Oheimb GV, Kriebitzsch W-U, Ellenberg H. Soil seed
banks near rubbing trees indicate dispersal of plant species into forests
by wild boar. Basic Appl Ecol. 2006;7(1):31–44.
32. Graves H. Behavior and ecology of wild and wild swine (Sus Scrofa). J
Anim Sci. 1984;58:482.
33. Williams K, Huyvaert K, Piaggio A. Clearing muddied waters: Capture,
purification, and amplification of environmental DNA from turbid waters.
(in prep/unpublished data).
34. Hayes KR, Cannon R, Neil K, Inglis G. Sensitivity and cost considerations
for the detection and eradication of marine pests in ports. Mar Pollut Bull.
2005;50(8):823–34. doi:10.1016/j.marpolbul.2005.02.032.
35. Darling JA, Mahon AR. From molecules to management: adopting DNA-based methods for monitoring biological invasions in
aquatic environments. Environ Res. 2011;111(7):978–88. doi:10.1016/j.
envres.2011.02.001.
36. Dessauer H, Cole C, Hafner M. Molecular systematics. 2nd ed. Sunderland:
Sinauer Associates; 1996.
37. Fort Collins Weather Station http://ccc.atmos.colostate.edu/~autowx/
fclwx_results.php. Accessed 10 Nov 2015.
38. Caldwell JM, Raley ME, Levine JF. Mitochondrial multiplex real-time PCR
as a source tracking method in fecal-contaminated effluents. Environ Sci
Technol. 2007;41(9):3277–83.
39. Goldberg CS, Strickler KM, Pilliod DS. Moving environmental DNA methods from concept to practice for monitoring aquatic macroorganisms.
Biol Conserv. 2015;183:1–3. doi:10.1016/j.biocon.2014.11.040.
40. Deiner K, Walser J-C, Mächler E, Altermatt F. Choice of capture and
extraction methods affect detection of freshwater biodiversity from
environmental DNA. Biol Conserv. 2015;183:53–63. doi:10.1016/j.
biocon.2014.11.018.

