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Summary: The deposition of saline particles on lichens and the
cellular location of cations were followed on field samples of Ramalina
canariensis, growing on the main stem of pines at ca. 800 m from the
coast in southern Portugal. Some lichen thalli were rinsed w1th de1omsed
water Extracellular and intracellular concentrations of Na' y K* and
Mg were determined after several periods of exposure to natural sea
spray, up to one month. The same determinations were made on
unrinsed control samples. Extracellular concentrations of CI" were
measured in both samples as well. Rinsed lichens exhibited lower
extracellular CI" and Na values up to the 15 day of the experiment.
From this date onwards, extracellular concentrations of CI' and Na®

were not significantly different, showing a rapid recovery to natural
levels in washed samples.

Zusammenfassung: Die Deposition von Salzpartikeln auf Flechten und die zel-
luldre Lokalisierung der Kationen wurde an Freilandproben von Ramalina canariensis,
die auf dem Hauptstamm von Fohren in 800 Metern Entfernung von der Kiiste des
siidlichen Portugal wuchsen, untersucht. Einige Flechtenthalli wurden mit deloms1er-
tem Wasser gespiilt. Die extra- und intrazelluldren Konzentrationen von Na®, K" und
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Mg2+ wurden nach unterschiedlich langen Expositionen, die bis zu einem Monat
betragen konnten, untersucht. Dieselben Untersuchungen wurden an ungespiilten
Kontrollproben durchgefiihrt. Die extracellularen Konzentrationen von ClI” wurden in
den ungespiilten und gespiilten Proben bestimmt. Die gespiilten Proben wiesen bis
zum 15. Tag des Experiments geringere extracellulare CI” und K*-Werte auf Nach
diesem Zeitraum waren die extracelluldren Konzentrationen von ClI” und K nicht
signifikant unterschiedlich, was auf eine rasche Riickkehr der gewaschenen Proben zu
den natiirlichen Werten hinweist.

Introduction

Compared with other air pollutants, such as heavy metals, radionuclides,
organic compounds, etc. (BrRown & D1 ME0 1972; Larson et al. 1986; TakaLa etal.
1990; FiGUEIRA et al. 1995), saline elements have received little attention in lichen
biomonitoring studies. Although airborne salinity is not viewed as a typical air
pollutant, it has an enormous impact, especially on coastal areas, as a factor of
degradation or corrosion of materials, with negative effects also on soil and
aquifer contamination. Sea-salt biomonitoring through lichens may prove to be
valuable in assessing risk factors associated with deposition of airborne salts.

Inorder to use lichens as saltfall biomonitors, it isimportant to gather field
information on the response time of lichens to changes in atmospheric concen-
trations of saline elements, and on the influence of climatic factors in uptake
processes. Additional information is also required on the mechanisms involved
in the uptake of saline elements, and on the possible physiological effects
caused by exposure to high concentrations. The knowledge of the cellular
location of such elements is also essential to understand these processes. The
present study was designed to follow the concentration of saline elements in
field samples of a lichen, Ramalina canariensis Steiner, within short periods of
time. The main aim was to determine whether biomonitoring results con-
cerning saltdeposition indicate long-term deposition phenomena or just reflect
short- term events. Another goal was to study the variation in salt concentrati-

ons within surface and intercellular, wall-bound, and intracellular fractions of
the lichen.

Materials and Methods

Field procedures: The study was carried out between February 28 and
April 1, 1996. Several pine trees (Pinus pinaster) with Ramalina canariensis were
selected from a site at about 800 m from the coast. Lichen thalli growing on the
west and north-west side of the main stems, facing the shoreline, and between
2 and 4 m from the ground, were rinsed with about 500 ml of bidistillated and
deionised water. Lichen samples were collected immediately after rinsing, and
following several periods of exposure: 1, 3, 7, 15, 22 and 33 days. Samples of
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unrinsed thalli were also collected at the same dates, and considered as control
material. All samples were dried at room temperature and stored in a cold
chamber (4° C) for one month (at maximum) before laboratory processing.

Laboratory procedures: The method for the determination of cellular
fractions of cations followed the sequential elution technique by Brown and
WELLs (1988), with some modifications. Prior to elution, complete thalli (about
50 mg) were stored for 24 hours in a high humidity chamber. The first fraction
to be eluted was the total extracellular one, which includes elements located on
the surface, in the intercellular spaces, and bound to the cell. This fraction was
determined by shaking samples in two plastic flasks with 10 and 5 ml of NiCl,
(20 mM) for 40 and 30 minutes, respectively. Elements bound to the cell walls
were determined by the same procedure; yet, prior to nickel chloride shaking,
samples were washed thoroughly with deionised water (1 1) to remove un-
bound elements from the surface. The fraction of surface and intercellular
elements was determined by the difference between total extracellular and
bound elements. Afterwards, samples were dried at 80° C for 16 h before
measuring dry weight (d.w.). The intracellular fraction was eluted by shaking
samples for 1 h30 min in 1M HNO;. Element concentrations were measured by
atomic absorption spectrophotometry. Surface chloride contents was determi-
ned by shaking ca. 50 mg of lichen samples twice in plastic flasks with 10 ml
deionised water. The dry weight was determined after drying at 80° C for 16 h.
Chloride was measured by mercurimetric titration (ScHALES & ScHALEs 1941).
The results were expressed in pumol/ g d.w., and are based on ten independent
samples.

Results and discussion

The rinsing of 11chen thalli with deionised water lowers the total
extracellular CI" and Na" by five and three times, respectively (Fig. 1). The
extracellular concentration of Mg2 was also decreased to a lesser extent (about
two times) but K remamed at control level. The values for the rinsed samples
were constant up to the 7' day after rinsing. Between the 7™ and the 15" day,
an increase was observed in the concentrahon of the rinsed samples to near the
control values of Cl Na' and Mg

After the 15 day and up to the end of the sampling program, the
extracellular values of the rinsed samples were atthe controllevels. As observed
before, the control values showed considerable oscillation, especially for CI' and
Na', sometimes duplicating the extracellular concentration for a short period
(one week for CI and three weeks for Na'): this means that the concentration
of such elements may change very rapidly.

The cellular location of the elements was determined, and showed very
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different patterns, depending on the ion considered (Fig. 2). The fluctuation of
element levels was also different, and it depended on the cation and its cellular
location. In general, surface and intercellular fraction was the most variable for
all elements, both in control and rinsed samples. Most Na' is present in the
surface and intercellular fraction, with large variations in both sample sets.
Initial rinsing produced a substantial decrease in th1s fraction, but a fast
recovery to the control levels occurred between the 7" and the 15" day of
exposure. Also, a decrease of extracellular elements bound to the cell wall was
initially observed, yet to a lesser extent, showing a much more stable behaviour
of this fraction.

In contrast with Na+, most Mg2+ detected in the lichen thalli were bound
to the exchange sites of cell walls at a much higher concentration than in the
surface fraction. These results show the higher affinity of magnesium ions to the
negativecharged groups presenton the cell wall, as also reported for bryophytes
(Brown & WELLs 1988). The different affinity of the elements to the wall anionic
groups can bias the correspondence between biomonitoring values and
atmospherlc concentrations (Brown & Brown 1991). The surface and intercellular
Mg fractlons exhibited an increase after the 7" day of the eégerlment asin the
case of Na'. However, the concentration of intracellular Mg~ was very similar
in both rinsed and control samples.

As for K*, the most important fraction was found to be the intracellular
one, a fact whlch was also observed in other lichen species (BrRanQuINHO &
Brown 1994). No significant d1fferences were observed between rinsed and
control samples as to the amount of K" in the intracellular and wall-bound
fractions. About 80% of total K™ was measured within the cell for both sets of
samples, in almost every period of exposure. The fact that the inner fraction of
K" is near the same' value in either group may indicate that no important
damage was induced to the cell membrane, a fact that could cause some loss of
K" from the cell (Buck & Brown 1979; BRown & Brown 1991). The surface fraction,
as observed for the other elements, showed lower values in the onset of the
study, followed by a rapid recovery after the e day.

Conclusions

The extracellular concentrations of saline elements showed frequent
variations within short periods of time, especially for elements in the surface
and intercellular fraction. The equilibrium level of this fraction was reached by
rinsed lichens in 15 days, which means a fast recovery of the extracellular
concentrations under field conditions. The fraction of the elements bound to the
cell walls shows a lesser variation in a short-time scale. For this fraction, the ionic
properties of the elements may bias the direct indication of atmospheric
deposition by lichens.

146



Acknowledgements

The authors wish to express their deep thanks to D.H. Brown, C.
BranquinHO and P.L. Nimis for helpful discussion and the revision of the
manuscript. The work reported herein was supported by JNICT under the
contract PBIC/C/QUI/2381/95.

References

BranqQuinHO, C. & D.H. Brown (1994): A Method for Studying the Cellular
Location of Lead in Lichens. - Lichenologist 26 (1): 83-90.

Brown, D.H. & J.A. D1 Meo (1972): Influence of Local Maritime Conditions on
the Distribution of Two Epiphytic Lichens. - Lichenologist 5: 305-310.

Brown, D.H. & R.M. Brown (1991): Mineral Cycling and Lichens: The Physio-
logical Basis. - Lichenologist 23 (3): 293-307.

Brown, D.H. & ].M. WELLs (1988): Sequential Elution Technique for Determining
The Celular Location of Cations. - In: Methods in Bryology. GLIME, .M.
(ed.): 227-233. Hattori Bot. Lab., Nichinan.

Buck, G.W. & D.H. Brown (1979): The Effects of Desiccation on Cation Location
in Lichens. - Ann. of Botany 44: 265-277.

FiGuEira, R., PacHECO, A. M. G.,Sousa, A. J., BRanQuiNHO, C. & F. CaTaRINO (1995):
First Studies in Assessing Cryptogamic Epiphytes as Biomonitors of Sea-
Salt Deposition Density. - In: Air Pollution III. Air Pollution Engineering
and Management 2: 431-438. Computational Mechanics Publications.
Southampton.

Larson, D.W., MaTtHEs-SEARs, U. & T.H. NasH III (1986): The Ecology of
Ramalina menziesii. I1. Variations in Water Relations and Tensile Strength
Across an Inland Gradient. - Can. |. Bot. 64: 6-10.

ScHaLes, O. & S.S. ScHALEs (1941): A Simple and Accurate Method for the
Determination of Chloride in Biological Fluids. - ]. biol. Chem. 140: 879-
884.

TakaLa, K., OLKKONEN, H, JAASKELAINEN, ]., SELKAINAHO, K. (1990): Total Chlorine
Content of Epiphytic and Terricolous Lichens and Birch Bark in Finland.-
Ann. Bot. Fennici 27: 131-137.

147



148

Addresses:
Rui Ficuera & Fernando CATARINO
Museu, Laboratério e Jardim Botanico, Universidade de Lisboa,
R. Escola Politécnica, 58
P-1294 Lisboa Codex
Portugal
E-Mail: perfigueira@alfa.ist.utl. pt

Adriano M.G. PAcHEcO
CVRM and DEQ, Instituto Superior Técnico,
Av. Rovisco Pais, 1
P-1096 Lisboa Codex
Portugal
E-Mail: gamgp@alfa.ist.utl.pt

Anténio J. Sousa
CVRM, Instituto Superior Técnico,
Av. Rovisco Pais, 1
P-1096 Lisboa Codex
Portugal
E-Mail: ajsousa@alfa.ist.utl.pt


mailto:pcrfigueira@alfa.ist.utl.pt
mailto:qamgp@alfa.ist.utl.pt
mailto:ajsousa@alfa.ist.utl.pt

Cr Na*

250 250

200 200
3 3

T 150 o 150
g 2
E

5 100 2 100
3 3

50 50

1] 0

o
(4]

10 15 20 25 30 35 0 5 10 15 20 25 30 35
Days after rinsing Days after rinsing

K’ Mg**

40 40

30 =30
z 3
o o
o =
%20 820
E = 1
5 2
+ 1
x 10 g1

\ 1
0 0

0 5 10 15 20 25 30 35 0 5 10 15 20 25 30 35
Days after rinsing Days after rinsing

Fig. 1: Total extracellular concentrations in rinsed and control samples,
measured at start and after 1, 3, 7, 15, 22 and 33 days after rinsing.
( @) - rinsed; ([]) - control. Bars represent the interquartile range.
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Fig. 2: Element concentrations in the different cellular fractions of rinsed and
control samples over the sampling time. (@) - surface and intercellular;

(]) - wall-bound; (<) - intracellular. Bars represent the interquartile
range.
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