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ABSTRACT 
The subject of this study is around the impact of potential air pollution, possibly 
attributable to nearby cement factories, on the metabolic mechanisms of trees at five 
sites in natural medium conditions in the region of Constantine in Algeria. The study 
focused on the investigation of metabolic changes involved in plants and occurring 
under a chronic stress caused by dusts. Three biochemical parameters were selected: 
chlorophylls, proline, and soluble sugars contents. The species selected showed a great 
sensitivity to continuous exposure. The washing of tree leaves confirmed the existence 
of deposits thick enough to impair and sometimes prevent exchanges between the plant 
and the medium, essentially the photosynthesis process. Medium particulate constraints 
have a determining influence on presented situation of trees, which showed highly 
significant variations in contents of several metabolites in polluted sites. The plants 
grown at polluted sites (S2 and S3) showed significant reduction in chlorophylls and 
soluble sugars. The highest in total Chlorophyll was observed in Pinus halepensis 
(90.84 %) at S2, the lowest reduction (68.53 %) was recorded in Cupressus macrocarpa 
at the same site, but in Cupressus sempervirens the reduction was (78.84 %). For 
proline, plant responses are slightly variable. However, for soluble sugars accumulation, 
the pollution constraints varied considerably and appeared correlated directly with 
environmental conditions. The data obtained were further analyzed using one-way 
Anova and a significant change was recorded in the studied parameters. 
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1. INTRODUCTION 
In Algeria, the notable deterioration of 
conifers, mainly in the area of 
Constantine, leads to several 
assumptions: a) pollution caused by the 
deposits of cement factory dust 
localized in the Hamma Bouziane 

agglomeration; b) the damaging nature 
of the components of dust; and c) the air 
pollution caused by the road traffic 
emiting many pollutants in the 
atmosphere; associated to deterioration 
of the leaf areas observed, and the 
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deterioration of vegetable cover. The 
deterioration phenomenon of the 
coniferous plantations was observed in 
many Algerian forests and applied to up 
to 20% of the trees. The first senescence 
was announced approximately 30 years 
ago, but the deterioration was 
accelerated since 1985 (Hacène et al., 
1995). 
In order to use trees to clean polluted 
air, conifers should be selected for their 
ability to retain dusts. In this respect, 
exploiting physiological and 
morphological traits with an aim to 
define tolerant species to environmental 
stress is a prerequisite. Conifers are 
often considered to be the best 
temporary biological indicators of a 
contamination of the environment, 
because their wood quality reduces the 
side transfer of the pollutants through 
the rings (Zayed et al., 1991). The 
capacity for biochemical defense is an 
indicator of the potential stress 
resistance of trees (Tegischer et al., 
2002). Of all plant parts, the leaf is the 
most sensitive part to the air pollutants 
and several other such external factors 
(Lalmann and Singh, 1990). 
Enhanced accumulation of organic 
metabolites is a common feature of 
plants undergoing various biotic and/or 
abiotic stresses (Khan et al., 2000). 
Chlorophylls (Chl) are the dominant 
photosynthetic pigments in green plants 
and assessment of their concentrations 
in foliage can provide an estimate of 
potential photosynthetic capability 
(Gitelson and Merzlyak, 1996; Carter, 
1998). The total Chl. content is a 
potential indicator of vegetation stress 
because of its direct role in the 
photosynthetic processes and its 
responsiveness to a range of stresses 
(Gitelson and Merzlyak, 1996, Zarco-
Tejada et al., 2002, Rejskova	   et	   al.,	  
2007). All the atmospheric pollutants 
retained by leaves are transformed 

inside the plant and affect its 
photosynthesis and respiration. The 
caused damage appears by chloroses 
and necrotic lesions at leaves level 
(Landis and Yu, 1995). Analysis of 
photosynthetic pigments may therefore 
provide insight into the physiological 
status of vegetation (Moran et al., 
2000). Therefore, the changes in 
carbohydrate content as a consequence 
of exposure to stress may be caused by 
impaired photosynthesis (Rejskova	   et	  
al.,	  2007).  
Proline (Pro) accumulation in plants 
may be part of a general adaptation to 
adverse environmental conditions 
(Delauney and Verma, 1993); and has 
been often reported as a consequence of 
a wide range of abiotic stresses (Hare et 
al., 1999; Hong et al., 2000; Klotke et 
al., 2004; Kishore et al., 2005; Srinivas 
and Balasubramanian, 1995; Rejskova 
et al., 2007).  
In higher plants, Pro. is synthesized in 
cytosol either from L–glutamic acid or 
from L–ornithine (Pavlicova, 2008). 
Glutamyl kinase and glutamyl 
phosphate reductase have been 
proposed to convert glutamate to 
proline–5–carboxylate. A chloroplast 
localization of Pyrroline–5–carboxylate 
reductase enzyme has been reported in 
pea (Rayapati et al, 1989). 
The physiological effect of Pro. 
accumulation may be expressed in 
sustained photosynthesis and/or 
prevention of proteins and enzymes, 
from degradation (Wang et al., 2007). It 
can also serve as a rapidly available 
source of nitrogen, carbon, and 
reduction equivalents during the 
recovery from stress (Hellmann et al., 
2000). In addition to the stabilizing 
effects of Prl, stabilizing effects of 
carbohydrates on membranes and 
proteins are also accepted (Vereyken et 
al., 2003).  
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Carbohydrates are a major category of 
compatible solutes that include hexoses, 
disaccharides, sugar alcohols, and 
complex sugars, all of which are 
accumulated during stress (Jouve et al., 
2004). Sugars play a central role in 
plant life (Loreti et al., 2001). Sugar 
alcohols, straight chain polyhydric 
alcohols constitute an important group 
of compatible solutes. Mannitol, as 
polyols is an osmoprotectant and serves 
as storage compounds and redox agents 
(Loescher, 1987).  
In this work, three spread conifers in the 
area are selected to study the impact of 
the particulate air pollution: Cupressus 
sempervirens, Cupressus macrocarpa 
and Pinus halepensis. The three 
biochemical metabolites (Pro., Chl. and 
sugars) were analyzed according to the 
chemical species and in various sites 
with different amount of pollution. 

2. MATERIALS AND 
METHODS 
2.1. Study sites 
The study was conducted in five sites 
(S1–S5) selected at various distances 
from a cement factory of natural 
medium in the periphery of Constantine 
in east Algeria (36°30’N, 6°45’E), 
located at 900 m altitude (Fig. 1). The 
levels of air pollutants were lowest at 
S1 site and hence this site was treated as 
control site for comparing the response 
pattern observed at sites S2, S3, S4 and 
S5 respectively. Plant samples were 
collected next to the cement factory for 
site S2; within a range of about one 
kilometer for site S3; 15 km for site S4; 
10 km for site S5, and 30 km for site S1, 
site considered as pilot station. 

 
 
 

 
 
Figure 1: Map of the region of Constantine indicating the different sampling points: Site S1 – 
Pilot site, located at 30 km, 1325 m altitude, and with no apparent pollution source. Site S2 – 
Industrial area just near cement factory (CF), located in a depression at 525m altitude. Site S3 – 
Residential areas. Site 4 – University site and residential area. Site 5 – industrial area near a 
highway. 
 
The speed of the strongest winds were 
recorded during April (13.32 km/h) and 
December (12.24 km/h) when the most 
frequent winds blow in NW and NNW 
directions during 25 days. The 

maximum wind speed was 25.2 km/h 
(NW) during 4 days although it reached 
32 km/h on one occasion. 14.4 to 18 
km/h is the maximum speed recorded in 
direction NNW during 7 days. During 
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the remainder of the month of April, the 
wind’s speed reached 25.2 km/h (NE) 
although rarely exceeding 18 km/h on 
average.  
These weather conditions are 
unfavorable for pollutants dispersion in 
the atmosphere, because generally, the 
risks are more important when the 
winds are weak and the air stable. This 
weather configuration is most frequent 
in summer in Constantine where the 
atmosphere is hot, and sunny and 
slightly weathered fostering a pollution 
climate. Two sampling campaigns were 
carried out with a one year interval, the 
first series in June 2006, and the last 
one, second series, in July 2007.	  	  
The analyses on dust under air pollution 
effect are done 15 days after the last 
rains (Harrison et al., 1981).  
 
2.2. Plant material  
The study was conducted on Cupressus 
sempervirens, Cupressus macrocarpa	  
and	   Pinus halepensis growing under 
natural conditions. Each conifer’s 
sample consisted of five individual 
plants collected at selected sites. The 
reference samples were collected 
similarly from the control site, without 
visible sources of pollution and located 
at 30 km from the cement factory. 
 
2.3. Needles washing technique 
In order to measure the importance of 
the surface deposits, we carried out a 
washing of the needles, using the 
Stenbock-Farmer (1978) technique, 
which recommends solutions of 5 g/l 
Ethylene Diamine Tetra Acetic Acid 
(EDTA) pH 2 and 0,1N chlorydric acid 
pH 2. The number of treatments was 
often prolonged for up to 5 with 
duration of washing of 5 minutes. At the 
end, filters are charged even for the 
trees needles from the control site. By 
extending the duration of treatment to 

10 minutes, the amount of extracted 
dust is greater. 
 
2.4. Chlorophyll concentrations 
measurement 
Leaf tissue samples were collected by 
four repetitions each sample (1g). Chl. 
contents were determined based on 
methods recommended by Witham et al. 
(1971) i.e. by extracting the Chl. using a 
10 ml solution made up of 80% acetone 
and 20% ethanol. The samples were 
then placed for 48 hours at 30°C to 
enable extraction in the dark, and then 
analyzed using a Spectronic 20D 
spectrophotometer. The Chl. contents 
were calculated using optical density 
equations, given by the same authors, at 
λ=663 nm for Chl a, λ=645 nm for Chl 
b and λ=652 nm for total Chl. Results 
are given in mg/g fresh matter (FM). 
 
2.5. Proline concentrations 
measurement 
To determine the Pro. content we used 
the Troll and Lindsley (1955) technique, 
modified by Dreier and Goring (1974).  
100 mg of needles FM were taken, by 
four repetitions each sample and put in 
test tubes to which 2 ml of methanol 
40% were added. The tubes were 
hermetically closed and heated in a 
bain-marie at 85°C for 1 hour. After 
cooling, 1ml from each one is added to 
1 ml of acetic acid, 1 ml of reagent 
(prepared with a mixture of 120 ml 
distilled water, 300 ml acetic acid and 
80 ml orthophosphoric acid), and 25 mg 
of ninhydrine; the whole is carried to 
boiling at 95°C for 30 minutes. After 
cooling, the toluene addition and 
agitation with the vortex make it 
possible to distinguish 2 phases: the 
higher containing Pro. and lower, 
aqueous, without it. After recovery of 
the higher phase, 5 mg of oxidized 
sodium sulphate were added to 
eliminate moisture. The reading of the 
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optical density was carried out at 
wavelength λ=528 nm using a 
Spectronic 20D spectrophotometer. 
Results were given in mg/g FM. 
Standard curves are obtained using L–
proline. 
 
2.6. Soluble sugars concentrations 
measurement 
The assay technique of soluble sugars to 
the anthrone used was that of Shields 
and Burnet (1960). The Method of 
measurement of soluble Sgr by anthrone 
relates mainly to its concentration in 
reagent (2 g anthrone in 1 liter of 
sulphuric acid) and to the heating 
duration. 100 mg of needles fresh 
matter were taken by four repetitions 
each sample, put in test tubes in 3 ml 
ethanol at 80%, and kept at darkness 
and ambient temperature during 48 
hours. In each sample, after evaporation 
of ethanol, 20 ml of distilled water were 
added. 2 ml from each sample were put 
in new tubes, to which we added 4 ml 
solution with anthrone at 0 °C, in ice 
bath. The tubes were hermetically 
closed, and left to mix content, heated 
in abain-marie for 8 minutes at 90 °C 
then left 30 minutes in darkness. The 
reading of optical densities is carried 
out at wavelength λ=585 nm using a 
Spectronic 20D spectrophotometer. We 
obtained Standard curves using D–
glucose. Results are given in mg/g FM.  
2.7. Statistical analysis 
In ecotoxicology, the analysis of 
variance (Anova) is used to detect 
differences between groups (Landis and 
Yu, 1995). In a first instance, 
biochemical data were analyzed using 
Sample Power Sample Size (SPSS) 8.0, 
to calculate Fisher coefficient, classify 
homogeneous groups with Student 
Newman Keuils test (SNK) and 
multiple comparison in order to study 
the significance of site effect on 

variables. In second time, we used 
SYSTAT 5.0 which carries out Anova 
with multiple regressions (Kenneth et 
al., 1995). The alphabetical order (a, b, 
c, d, e) indicates the growth of the 
values. The same letter corresponds to 
different non significant averages. A 
Principal Component Analysis (PCA) 
was carried out in order to have 
correlations between variables and axis. 
 
3. RESULTS  
3.1. Results of dust quantification by 
washing technique  
 
3.1.1. pH of washing solutions  
Tables 1 and 2 show the experimental 
values obtained for pH measurements, 
and dust weight after washing of the 
needles. In the majority of treatments, 
the measured pH could reach values 
higher than that of the recommended 
solution (pH 2), suggesting that dust 
contains compounds playing the part of 
alkaline plug with values close to 
neutrality sometimes, thus for EDTA 
solution of Pinus needles at S5 which 
presents a high capacity of 
fixing/retention of particles compared to 
Cupressus sp. A pH 7.2 was measured 
in EDTA solution in 1st treatment of 
Pinus needles at S4 (Tab. 2). At the end 
of the 5th treatment, pH values generally 
reach low values. On the other hand, the 
highest pH values for HCl solution are 
those found at S2 for Pinus needles 
treatment (pH 2,5). The examination of 
the data gathered in tables highlights in 
some sites of the fluctuations between 
6.2 at C. macrocarpa in S2 and 7.2 at C. 
sempervirens in S3, conversely with the 
values estimated at pilot site and which 
did not exceed 2,5 in no case for C. 
macrocarpa and 3.9 for C. 
sempervirens (Tab. 1).  
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Table 1: pH and dust quantities collected on Cupressus verticils in EDTA solution 

Cupressus sempervirens Cupressus macrocarpa  
 

Sites 
Washing Number  
and (mn / trmt) 

 
pH 

dust quantities 
(µg/cm2) 

Washing Number   
and (mn / trmt) 

 
pH 

dust quantities 
(µg/cm2) 

 
 

S1 

 
3 
 

10 

 
3.97 
3.96 
3.99 

4.20  
5 
 

5 

2.47 
2.25 
2.25 
2.31 
2.23 

4.40 

 
 

S2 

 
5 
 

5 

5.80 
3.44 
2.74 
2.46 
2.54 

9.80  
5 
 

5 

6.23 
4.30 
3.35 
2.70 
2.29 

25.20 

 
 

S3 

 
5 
 

5 

7.23 
5.30 
4.35 
3.70 
3.29 

16.80  
5 
 

5 

3.71 
2.47 
2.40 
2.35 
2.38 

5.20 

 
S4 

3 
 

10 

2.44 
2.43 
2.43 

4.80 3 
 

10  

2.45 
2.46 
2.42 

4.80 

 
 

S5 

 
5 
 

5 

2.97 
2.34 
2.27 
2.27 
2.31 

2.54  
5 
 

5  

2.97 
2.34 
2.27 
2.27 
2.31 

3.00 

mn / trmt : minute per treatment. 
 

 

3.1.2. Dust quantification  
Following these pH evaluations, the 
solutions were filtered. The quantities of 
dust, retained on Millipore filters, 
informed us that the species with small 
leaves, such as conifers, are equipped 
with the capacity of fixing-retention of 
air particles while contributing to its 
purification. The winds in Constantine 
area are not strong enough to allow an 
important dispersion of the pollutants. 
This phenomenon contributes to 
increasing the thickness of the deposits 
on the leaves. 
 
a. Dust Quantities collected on 
Cupressus needles  
On cypresses trees, there was a clear 
relation between the highest values of 
pH and the strong tendencies to 
accumulate important masses of dust, 
with 25.20 µg/cm2 for C. macrocarpa 

and 16.80 µg/cm² for C. sempervirens 
(tab. 1), while the S4 site presents the 
weakest pH value with few variations 
between treatments.  
The comparison of dust mass deposited 
on needles shows that in polluted sites, 
Cypresses have various behaviors. 
Indeed, under S2 medium conditions C. 
macrocarpa shows a higher Quantitie 
than the double of that measured at C. 
sempervirens which shows, on the other 
hand, at S3 a thicker dust mass. But at 
the other site, these quantities are close 
(Fig. 2a). Perhaps the exhaust fumes in 
S3 support the fixing of the deposits on 
C. sempervirens needles.  
At S2 and S3 sites, cement factory dusts 
and roads sides as well as hydrocarbons 
from road traffic, especially at S5, are 
strongly deposited and adheres to the 
leaves, which makes them very difficult 
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to eliminate during the use of the 
needles in experimentation. 
 

 
 

 
Figure 2a: Dust quantities comparison measured and extracted on Cupressus sempervirens 
and Cupressus macrocrpa in EDTA. 
 
b. Dust Quantities extracted on Pinus 
halepensis needles  
As illustrated in table 2, we found most 
important dust mass raised on the foliar 
deposits using EDTA (104.27 µg/cm²). 
We could note that the pine at S2 shows  

a very important capacity of fixing 
dusts. Compared to the quantity 
observed at S1, the rate of increase is 
97.61%. Similar results were obtained 
with HCl (Fig. 2b). 

 

Table 2: pH and dust quantities collected on Pinus halepensis needles. 
Washing number and (mn / trmt) pH  

Sites  EDTA HCl EDTA HCl 
Dust quantities 

extracted by EDTA 
(µg/cm2) 

 
S1 3  

10 
3  

10 

3.89 
3.52 
3.73 

2.44 
2.44 
2.43 

 
2.49 

 
 

S2 

 
5  
5 
 
 

 
3 

 10 

2.40 
2.27 
3.20 
2.50 
2.37 

 
2.43 
2.45 
2.37 

 
104.27 

 
 

S3 

 
 

5  
5 

  
 

3  
10 

1.63 
1.55 
2.70 
2.70 
2.60 

 
1.96 
2.41 
2.36 

 
 

27.89 

 
S4 

3  
10 

 
__ 

7.22 
4.23 
4.05 

 
__ 

 
2.68 

 
S5 3  

10 __ 
6.27 
6.86 
4.43 

 
__ 

 
8.77 

 
Thus, it arises from the whole of the 
results corresponding to the evaluation 
of dust that the deposits rejected by the 
cement factory have an important 

impact on the variation of Chl., Pro. and 
soluble Sgr. contents mainly at S2, S3 
and S5. 

0 

10 

20 

30 

S1 S2 S3 S4 S5 

µg
 c

m
- ² 

Cupressus sempervirens 
Cupressus macrocarpa 
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Figure 2b: Dust quantities measured and extracted on Pinus halepensis needles. 
 

But, weak precipitations accentuated the 
phenomenon of pollution and did not 
contribute to the "rain scrubbing" which 
is a natural phenomenon of partial 
elimination of dust, increases the 
pollutants adsorption on vegetable aerial 
surfaces and then direct absorption.  

 
3.2. Results of the biochemical 
analyses 
	  
3.2.1. Chlorophyll contents (Chl)	  
The Chl. contents present great 
variations between sites and sampling 
campaigns (Fig. 3A, B,C). All results 
shows that the pilot site S1 reveals the 
highest contents, whereas the S2 site, 
near the cement factory, expresses the 
lowest contents. Deployed groups by 
SNK test confirms the results advanced 
on figures. At S2 and S3 sites, the 

results of total Chl. contents 
measurement showed that these 
contents fall considerably for all 
species. We notes 5.42±0.46 mg/g FM 
at C. semperverens, which accounts for 
the 1/5th of S1 content; and 5.52±0.03 
mg/g FM for C. macrocarpa. It is also 
valid for Pinus (6.23±0.06), which 
accounts for the 1/10th. 
 
a. Cupressus sempervirens and 
Cupressus macrocarpa  
At S2, S3 and S5 sites we observed that 
reduction of total Chl. content is due to 
an increased matter deposition 
following permanent exposure to dust 
effluents. These Chl. contents decrease 
slightly in S4 at C. sempervirens (Fig. 
3a); whereas they decrease of more than 
half at C. macrocarpa in S4 (Fig. 3b).  

 

 
Figure 3a: Chlorophyll contents at Cupressus sempervirens. At second sampling series, 
compared to S1, the reduction of total Chl is estimated at 36.68 % for S2, 67.72 % for S3, 55.62 
% for S4, and 58.34 % for S5. 

0 

40 
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 c

m
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EDTA 
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0 

6 

12 

18 

24 

30 

Chl b Chl a total Chl  Chl a/b Chl b Chl a total Chl  Chl a/b 

First series second series 

m
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g 
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S1 S2 S3 S4 S5 
F=5937.68  
P ≤ 0.001 
α= 0.05	   F=3614.47  

P ≤ 0.001 
α= 0.05	  
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We note also, that C. macrocarpa and 
C. Sempervirens do not answer in the 
same way to an environmental variation 
at the other sites. Indeed, Chl. a content 
at C. Sempervirens is about 11.84±0.08 
mg/g FM, on the other hand, it 
approximately lowered half at C. 
macrocarpa at S4 site. At the pilot site 

(S1), the contents of Chl. b present an 
important variation between these two 
species: 11.59±0.27 mg/g FM for C. 
sempervirens and 6.66±0.24 for C. 
macrocarpa. However, at S2 and S5 
sites, Chl. b contents do not differ as 
slightly as well at Cupressus that at 
Pinus.

  

 
Figure 3b: Chlorophyll contents at Cupressus macrocarpa.  
 
Anova for total Chl. at Cupressus 
revealed highly significant differences 
for the first series and for the second 
one, whatever considered site, testifying 
to inter-sites variability; the assumption 
of equality of the sites averages is 
rejected. Consequently, C. sempervirens 
can be regarded as more resistant to 
pollution than the other 
coniferous. While for the second series, 
SNK test reveal the release of 5 distinct 
groups indicating the existence of inter-
sites differences with a maximum raised 
at S1 site while being allotted to the 
group e and a minimum recorded at S3, 
affected to group a at α=0.05.  
 
b. Pinus halepensis	  
Chl content for Pinus during the 1st 
series testify to great diversity between 
sites and an important intra-specific 
variability. Total Chl content presents 
some variations when the species are 
subjected to dust pollution. Indeed, we 
observed a strong concentration at the 

pilot site (68.03±0.30), value 
appreciably close to that recorded in S4 
(51.45±0.68) (Fig. 3C). On the other 
hand, we noticed that the behavior of 
the Pine seems very different with the 
fluctuations of medium; it is in S2 that 
we notes a very important fall of the 
Chl. content illustrated by the lowest 
content (6.23±0.06), the rate of fall is 
estimated at 90.84 %. Between these 
two limits are the values, considered as 
rather weak, observed in S3 and S5 
where the rate of fall is between 13.08 
and 13.58% respectively; resulting in 
rather close values about 8.90±0.02 and 
9.24±0.07 mg/g FM.  
With regards to the 2nd series, the Pine 
shows a similar behavior to that noticed 
in 1st series for this parameter by 
showing the highest content at S1, of 
the intermediate values at S4 and S5 
then at S3 and a minimum of 
accumulation at S2. For this parameter, 
the Anova revealed highly significant 
differences (F=2207.23).  

 

0 

5 

10 

15 

20 

25 

Chl b Chl a Total Chl Chl a/b Chl b Chl a Total Chl  Chl a/b 
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m
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g 
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S5 
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α= 0.05	  

F=1015.39  
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α= 0.05	  

b
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Figure 3c: Chlorophyll contents at Pinus halepensis.  
   
The specimens of pine used in 
experimentation showing that the lowest 
Chl. contents are located in S2, S3, S5 
and present chlorosis and necrosis (Fig. 
4 c,f). These observations are on line 
with those of Wulff et al. (1996) which 
subjected a species of Pine (Pinus 
sylvestris) with chronic ozone amounts 
with the aim of estimating the degrees 
of necrosis and chlorosis observed on 
the needles. Moreover, these results 
reveal the significant difference 
between the sites to have a better 
photosynthesis and organic matter 
development. 
The layer of "epicuticlar" wax is a 
characteristic which makes it possible 
for conifers to survive in adverse 
conditions, such as temporary dryness, 
air pollution, wind, high temperatures 
and strong radiations (Kinnunen et al., 
1999). This leads to suppose that this 
physiomorphologic characteristic is 
responsible for their apparent resistance 
to the pollution. 
This leads us to deduce that S2 is the 
most subjected site to pollution by dust 
deposits and which would require a 
strong rainfall to eliminate these 
deposits and to support a regeneration 
of Chl. biosynthesis to ensure the 
release of a greater leaf area and a better 
photosynthesis. It should be noted that 
Chl. a content constitute in the majority 

of cases the double of that in Chl. b 
(Lehninger, 1989). This could be 
explained by the resistance of the 
species which showed a resilience under 
pollution in keeping contents minima 
for the photosynthetic assimilation. The 
Anova showed that the Site factor 
explains to 100 % of the variation of the 
total Chl. content. Chlorophyll contents 
at S3 site, located at 1 km from the 
cement factory, displayed slight 
increases compared to S1, which may 
demonstrate the direct effect of dust 
deposits on the inhibition of Chl. 
biosynthesis. Ali (1993) found that total 
Chl. content of potted plants transferred 
to three different sites in Egypt showed 
a negative correlation with pollution at 
sites. Clover and mauve developing in 
increasingly polluted sites had a 
reduction of total Chl. content up to 
29%.  
Cypresses are particularly sensitive to 
the pollution generated by cement dusts 
(Fig. 4). The low Chl. contents 
calculated at affected sites illustrate 
such important reduction. In other 
terms, the dust quantities emitted and 
travelling at large distances cause a 
strong disturbance of Chl. synthesis and 
result in a metabolic deceleration of the 
biological processes.    
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Figure 4: Aspects and comparison between branches of cypress and pine needles coming from 
the sites near Cement Factory and the pilot site. a. Cupressus verticils collected at S2 site. b. C. 
sempervirens verticils collected at S2 (up) and at S1 (down). c. Pinus halepensis needles 
collected at S1 (left) and S2 (right). d. Cupressus verticils collected at S3 (up) and at S1 (down). 
e. Apical area of cypress branches collected at S1 (left) and at S2 (right). f. Chlorosis on Pinus 
halepensis needles collected at S2 

 
3.2.2. Proline Contents  
 
a. Proline accumulation in Cupressus 
sempervirens and Cupressus 
macrocarpa  
For the first series, Pro. contents only 
slightly vary for C. macrocarpa with 
0.42±0.01 mg/g FM at S3 and 
0.47±0.05 at S1; and are not so different 
between S2 and S4 (fig. 5). The two 
cypresses considered behave in the 
roughly the same manner and present 
tendencies to have rather close Pro. 
contents. Whereas for C. sempervirens, 
a strong content was found at site S5 
with 0.69±0.01 mg/g FM, which 
preserves its tolerance character to the 
stress and where the species are 
subjected to exhaust fumes and 
hydrocarbons which seem to play an 

important part in the activation of Pro. 
biosynthesis. On sites S2 and S3, 
contents were above the moderate ones 
observed varying between 0.36±0.06 at 
S2 and 0.21±0.03 at S3.  
The lowest content observed was in S4 
for the 1st series of sampling (Fig. 5). 
An inter-specific variability was 
observed with respect to the Pro. 
accumulation for S5 where we could 
note that C. sempervirens accumulate 
approximately the double of the content 
accumulated by C. macrocarpa.  
For the 2nd series, C. macrocarpa 
revealed little variability and showed a 
Prl contents brought closer enough (Fig. 
5). We note however, the highest 
content at S4 (0.40±0.11) compared 
with those reported at S1 (0.34±0.04). 
No significant difference was 

Chlorosis	  	  
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statistically observed with Anova or 
SNK test. All values were superimposed 
in a same homogeny group.  
 

 
 
 

 
Figure 5: Proline contents.  
 
 
b. Proline accumulation in Pinus  
For the 2st series, Pro. content measured 
at S5 is most important with 0.70±0.03 
mg/g FM, value rather close to that 
observed in S1 (0.64±0.005), against S4 
where we could observe the lowest 
content (0.26±0.02). It is at S2 and S3 
that we notes a very low rate of 
variability for Pro., considering the 
needles of the pine at these two sites are 
subjected to comparable deposits of 
dust, generating the same response of 
plants to this abiotic stress. This fact 
was noticed also when taken 
measurements one year later, during the 
2nd series, where we noted that the pine 
roughly behaves in a similar manner at 
the sites considered the most polluted, 
namely: S2, S3 and S5. The Anova 
reveals highly significant differences 
(F=291.308, P≤0.001). The separation 
of homogeneous groups at α=0.001 
distinguish 4 groups. The test of the 
multiple comparisons of the SPSS at 
α=0.001 confirms the very high 
significance of SNK test, except for the 
Prl contents between S3 and S5 sites 
which are not significant even at 
threshold α=0.05 (P=0.089) (Fig. 5).  

3.2.3. Soluble sugars contents  
 
a. Soluble sugar contents at Cupressus  
For the 1st series, we note at C. 
sempervirens that the soluble Sgr. 
contents are appreciably close and do 
not present pronounced variations 
between pilot site S1 and that 
considered the most subjected to dusts 
(S2) with respectively 298.97±7.43 
mg/g FM and 268.15±2,70 (Fig. 6). A 
maximum of accumulation was in S5 
(453.27±12.60).  
A fairly low content is recorded at S4, 
while the lowest was raised in S3. The 
strong concentrations recorded out in S5 
indicates an activation of the 
degradation of the glucidic reserves that 
suggests that a plant adaptation to the 
constraints of pollution with the risk 
especially causing an exhaustion of 
reserves. A rate of fall of the Chl 
content was noticed, which resulted in a 
weak development of the organic 
matter, mainly the glucids. 
 
 
 
 

0 

0.4 

0.8 

1.2 

C. macrocarpa C. sempervirens Pinus C. macrocarpa C. sempervirens Pinus  

First  sampling  series Second  sampling  series 

m
g 

g-1
 F

M
 

S1 S2 S3 S4 S5 

F=291.308  
P≤ 0.77 (S2–S 3)	  
α = 0.05	  
	  

F = 172.30	  
P ≤ 0.198 (P=0.089: S3–S5)	  
α = 0.05  
	  

F=34.73  
P≤ 0.01	  
α = 0.05	  
	  

F=193.71  
P≤ 0.001	  
α = 0.05	  
	  

d 
e 

a 
b 

c 

c 
d 

a 

b b 

c 
d 

a b a 



Dellaa, Y. et al. 37	  

b. Soluble sugars contents at Pinus 
halepensis 
Pinus does not behave in the same 
manner under the various constraints of 
sites. However, it had tendencies to 
have the Sgr. contents most raised at 
site in the vicinity of the cement factory 
(S2) for the 1st series with 214.36±2.08 
mg/g FM (Fig. 5). Contrary, at the 2nd 
series, this same site testified to the 
weakest average (142.90±1.99) (Fig. 6), 

whereas the maximum value was 
calculated at S1 (526.33±10.63). 
Contrary to the weakest Sgr 
concentrations at S3, appreciably 
equalizes with that raised in S5, for the 
1st series. These sites, crossings both of 
primary automobile distributors, which 
suggest that sugars degradation could be 
activated by the emission of exhaust 
fumes. 

 

 
Figure 6: Soluble sugars contents.  
 
The Anova of 1st series results, revealed 
highly significant differences for 
soluble sugars and total Chl. 
accumulation at P≤0.001. Strong 
soluble Sgr contents in S5 at C. 
sempervirens (Fig. 6) let suppose that 
pollution would act in two different 
ways: maybe that it inhibits the activity 
of the degradation of glucidic reserves 
or that C. sempervirens is not able any 
more to work out reserves allowing him 
to adapt to the pollution climate, which 
supports the assumption of conifers 
deterioration in the area undergo.  
In the pilot site, Sgr. accumulation at C. 
macrocarpa and P. halepensis is 
correlated with Chl. contents and it is 
inhibited at all other sites where the Chl. 
is negatively influenced by the deposits 
of dust. This suggests that the species 

use the synthesized sugars by 
photosynthesis in the event of stress. 
According to Heineke et al. (1992), the 
soluble Sgr concentrations raised out 
are proportional to the Pro. cellular 
contents. In our case, this assertion is 
not verified since the Pro. and soluble 
Sgr. contents are very independent in 
the test of the PCA (Tab. 3). This could 
be confirmed by the work results of 
Hellmann et al. (2000) which advances 
that the biosynthesis of the carboxylate 
enzyme pyrroline-5 synthétase (P5CS) 
is induced by the high percentages of 
Sgr. but which it is inhibited by the 
proline itself.  
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Table 3: Correlation matrix between variables and axis in PCA test.   
 

Variables  Chl Prl Scr Axis 1 Correlation  Axis 2 Correlation 
Chl 1.000   0.8558 0.3086 
Prl       0.605*** 1.000  0.8970 0.0629 
Scr 0.051 0.202 1.000 0.3435      -0.9329*** 
      

*** : highly significant    
 
Chl. and Pro. variables are significantly 
and positively correlated between them 
and with axis 1 (Tab. 3) and express the 
tolerance which constitute the first 
principal component, while there is no 
significant correlation between Pro. and 
Sgr. or between Chl. and Sgr. (Tab. 3). 
In the same way, the soluble Sgr. 
variable is significantly correlated with 
the axis 2 whose significance is 
deterioration and which constitute the 
second principal component (Fig.7).  
Individuals located in the positive part 
of axis 1 are best adapted to the 

environmental medium. But, there was 
no individual from the S2 site 
(individuals: Cm4, Ph5, Cs6) (Tab. 4) 
assigned to the groups of people 
situated on the positive part of axis 1 
and 2 (Fig. 7). This may implies that 
trees from S2 do not tolerate particle 
deposition and have a poor adaptation. 
In the main plan (Axis 1 and 2), it 
seems clear that there are two groups of 
trees on axis 1 and two groups on axis 2 
(Fig. 7). 
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Figure 7: Diagram of individuals in PCA 
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As axis 1 is mainly formed by the 
tolerance variables, it would be 
permitted to say that these groups are 
positioned relatively to their Chl. and 

Pro. accumulation; contrary to the 
groups which are positioned on axis 2 
and relatively to their accumulation of 
soluble sugars. 

 
Table 4: Coding of the individuals in PCA diagram. 
 

S1 S2 S3 S4 S5 
Cupressus macrocarpa C.m.S1 C.m.S2 C.m.S3 C.m.S4 C.m.S5 
Pinus halepensis P.h.S1 P.h. S2 P.h.S3 P.h.S4 P.h.S5 
Cupressus sempervirens C.s.S1 C.s. S2 C.s.S3 C.s.S4 C.s.S5 

 
4. DISCUSSION  
Differentiation of changes in the leaf or 
needle physiology, through ageing, 
senescence, accelerated cell senescence, 
programmed cell death and oxidative 
stress, provides additional clues raising 
diagnosis efficiency, especially in 
combination with information about the 
target of the stress agent at the tree, 
leaf/needle, tissue, cell and 
ultrastructural level (Günthardt-Goerg 
and Vollenweider, 2007). 
The values of pH close to neutrality 
raised at S2 and S5 could be explained 
by the existence of limestone and 
carbonates in the thick foliar deposits of 
fixed dust. These observations 
corroborate with those obtained by 
Kaminski and Landsberger (2000), 
which observed a pH 7,4 during 
analyses out of thirteen samples of 
grounds and aerosols of the area of St 
Louis where factories are abundant. 
None of the thirteen samples had a 
pH<6,5 or >8,0. Results surprising to 
consider seen that the industry of the 
area emitted SO2 which could acidify 
the layers grounds, the most plausible 
explanation was that the existence of 
carbonates in the ground is playing the 
part of buffer solution.  
The winds in Constantine area are not 
enough strong to allow an important 
dispersion of the pollutants. This 
phenomenon contributes to amplify the 

thickness of the deposits on the needles. 
These same deposits have an effect on 
photosynthesis and breathing by 
clogging the stomata (Laitat, 1990). 
Strong mineral acid HCl pH 2 shows an 
undeniable effectiveness in the dust 
extraction. This effectiveness varies 
considerably from species. The present 
approach, elaborate with an aim of 
determining the capacity of binding of 
dust by the plants, highlighted that 
conifers are species most equipped with 
this capacity by the important quantities 
of dust extracted. This phenomenon 
contributes enormously to the air-
cleaning by the foliar system of the 
trees which absorbs, in addition to the 
quantities of suspended particles in the 
air, poisons such as: HF, SO2, NOX 
(Stenbock-fermor, 1978). The EDTA, 
efficient chealate, is a detergent whose 
technique of use is regarded as most 
effective for the dust extraction (Taylor, 
1956 cited by Stenbock-Farmer, 1978).  
At Cupressus and Pinus, recognizable 
damages to a red-brown or yellow-
brown coloring of needles were noticed, 
starting at the end and being able to 
extend until the base in form of 
chlorosis which facilitates the 
detachment of needles (Fig.2). This 
phenomenon was described by Mulgrew 
and Williams (2000) under air pollution 
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conditions and can probably induce 
early needles senescence.  
Changes in Chl contents are an indicator 
of stress (Naumann et al., 2008). Foliar 
concentrations of pigments, most 
notably chlorophylls and carotenoids, 
are affected by a variety of stress factors 
(Carter, 1998). In stressed vegetation, 
leaf Chl content decreases, thereby 
changing the proportion of light-
absorbing pigments and leading to less 
overall absorption (Zarco-Tejada et al., 
2000). The photosynthetic apparatus, 
especially photosystem II, may be 
temporarily affected by environmental 
stresses before irreversible 
morphological damage is observed 
(Naumann et al., 2008).	   Cypress who 
seems indifferent to pollution by their 
always green aspect, present 
morphological apparent damage, 
following their exposure to a permanent 
environmental pollution by dust and 
exhaust fumes. Their contamination is 
revealed by an apparent change of the 
foliage color and poor growth, 
especially when this species are 
characterized by a fast growth under 
normal conditions. It was also noticed 
that the apical buds present a strong 
inclination and tend to break. This 
damage is similar to those described 
following an exposure of conifers to 
atmospheric pollutants by many authors 
(Laitat, 1990; Nilsson and Sallinäs, 
1999; Mulgrew and William, 2000). 
The Chl content is weak in the one year 
old needles of a fir tree presenting of the 
damage in comparison with a healthy 
specimen according to a study carried 
out in three different sites in Germany 
without correlation with a specific 
pollutant (Godbold et al., 1993).  
The cement factory contributes 
significantly in the rise of air pollution 
levels. Great quantities of pulverized 
materials are handled. Consequently, 
the major problem of the air pollution 

lies in the emissions of dust which 
remains the problem dominating of the 
environment throughout the world by 
the movements of the winds 
constituting a harmful effect with the 
environment bordering the factory 
(Debell, 1997).  
In response to the varied abiotic stress, 
several plants accumulate amino acids 
or their derivatives (Bagni, 1994). For 
Schwacke et al. (1999), the Prl 
represents the free amino acid most 
abundant in the pollen of Petunia under 
conditions of stress. Corroborated the 
role of Prl in the protection of plants 
against abiotic stress, as the tolerant line 
plants, which had higher Prl content, 
were less damaged, and the sensitive-
line plants, with lower Prl levels, 
suffered greater injury than the tolerant-
line plants (Giannakoula et al., 2008).  
Sometimes, we note a strong analogy 
between the total Chl contents and the 
Prl contents, which appears 
contradictory, since these two 
metabolites are in competition for their 
common precursor, the glutamate 
(Roosens et al., 1999). Although the 
dryness was rather marked for the 
periods of sampling, Prl accumulation is 
lower than in pilot content, this leads to 
believe that this metabolite can 
constitute an indicator of hydrous stress 
only when the medium does not 
undergo constraints of the air particulate 
pollution.  
Prl accumulation may be an injury 
result in plant, rather than an adaptive 
metabolic response (Qian et al, 2001). 
These very low Prl contents can inform 
us that this metabolite could serve, 
while being degraded, as available and 
fast source of nitrogen, carbon or 
reducing equivalents during a stress 
(Hellmann et al., 2000). Prl accumulates 
heavily in several plants under stress, 
providing plants protection against 
damage by reactive oxygen species and 
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plays important role in osmoregulation 
(Ahmad and Hellebust, 1988; Roosens 
et al., 1999), protection of enzymes 
(Paleg et al., 1984), enhance antioxidant 
defense systems in plant responses to 
oxidative stresses (Banu et al, 2009), 
and scavenging of free radicals 
(Smirnoff and Cumbes, 1989). 
Under environmental stress conditions, 
many plants accumulate several kinds 
of compatible solutes such as Prl, 
glycinebetaine, Sgr and polyols 
(Choudhary et al., 2007).  
We could conclude that the activity of 
the enzyme Pyroline-5-carboxylate 
synthetase (P5CS) is inhibited during 
the reaction of the precursor of Prl then 
supporting the formation of the 
gluthamine. Extreme sensitivity of the 
metabolic processes of Prl synthesis and 
degradation themselves may be of 
benefit by regulating metabolic 
processes adversely affected by stress 
(Hare and Cress, 1997). Although all 
the species are exposed to a polluted 
climate, especially in S2, S3 and S5 
sites, there is not an important 
accumulation of free Prl in the needles. 
Nevertheless, among the studied 
perennial species, it Pinus represent the 
most accumulating specie of Prl at 
polluted sites.  
Sugar degradation affects the plant 
metabolism and can lead to retarded 
plant growth (Sharma, 2009). Contrary 
to the low Chl contents which thus 
imply an inhibition of the degradation 
of Sgr, so a poor adaptation to polluted 
climate with conservation of plant 
reserves, and corelation between Chl 
and Sgr (Fig. 4, 7) and (Fig. 5, 7). For 
C. sempervirens, a simple comparison 
between Figures, let suppose that this 
species accumulates more Prl 
(0.69±0.01) and sugars (453.27±12.60) 
at S5, which shows that these two 
metabolites could be influenced by the 
rejections of exhaust.  

Hellmann et al. (2000) showed that a 
specific increase in Prl is induced by a 
metabolisable sugars contribution. The 
vegetable cells can adapt their 
metabolism to the conditions of 
pollution by degrading Sgr. A 
concentration raised out of sugars 
suggests a good metabolism as the low 
contents can indicate an imminent lack 
(Loreti et al., 2001).  
An explanation often advanced to 
justify the increase in pollution by the 
particulate matters calls upon the 
increased road transport. Conifers can 
be selected like better vegetable species 
to introduce in town or in industrial 
parks for the air-cleaning.  
Plants provide an enormous leaf area for 
impingement, absorption, and 
accumulation of air pollutants to reduce 
the pollutant level in the air 
environment (Shannigrahi et al., 2004). 
Schulz et al. (1999) reported that the 
pine bark surface is very porous and the 
absence of metabolic processes makes it 
almost inert for inorganic and organic 
substances. 
 
5. CONCLUSION 	  
The study related to the foliar 
widespread forest species system in the 
urban perimeter of the town of 
Constantine. Following a continuous 
exposure to polluted environment, 
conifers testified to the high significant 
variations in Chl. contents. The two 
Cupresses who seems indifferent to 
pollution by their always green aspect 
and their right port present some 
morphological apparent damages. 
The needles washing technique with 
acids revealed the existence of thick 
deposits which make it difficult and 
sometimes impossible for the plant to 
conduct natural exchanges with its 
medium. Chlorophyll Contents 
observed at Pinus halepensis are highly 
significant due to the existence of an 
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important intra-specific variability and 
an inter-sites variation resulting in 
needles necrosis and chlorosis. Chl a 
contents remain relatively higher than 
those of Chl b at the polluted sites, and 
the ratio Chl a/b is always higher than 
0; this may be results in the weak 
adaptation of the plant to the stress into 
spite of its strong total Chl. content 
(Pääkkönen et al., 1999). Based on 
these results, the chlorophyll parameter 
constitutes a good indicator of the 
particulate atmospheric pollution. 
Cupressus is very sensitive under the 
same conditions particularly by 
presenting moderate values. While for 
Pro., the answers of each plant are very 
slightly variable. The statistical tests 
showed very little significance between 
variations. We attend an inhibition of 
the synthesis of the amino acid being 
able to be related to the thickness of 
dust deposit. Within sight of the 
fluctuations observed in the Pro. 
accumulation and the very low contents 
calculated, this biochemical parameter 
does not constitute a good factor of 
tolerance or resistance of the trees to the 
constraints caused by particulate 
pollution.	  
On the other hand, the results of soluble 
Sgr. analysis presents varied 
accumulation enough between the 
various sites. The soluble Sgr. contents 
are weaker at the particularly exposed 
sites. Phenomenon probably due to their 
degradation in the form of energy and 
under the influence of the polluted 
medium like resistance and adaptation 
forms. Soluble Sgr parameter can 
constitute an indicator of the pollution 
by the use of Sgr by the plant in 
maintaining metabolic balance. The 
statistical analysis proved to be 
effective to put forward the site effect, 
plus we move away from the cement 
factory, conifers accumulate metabolites 

being used to them as forms of 
adaptation. 
This study showed clearly the 
repercussions of cement industry 
localized near the town of Constantine. 
The trees are very often used for their 
property as indicators of polluting 
compounds presence in the ecosphere 
and, especially for the solid particles, 
their concentration gradients. 
Concretely, the air pollution in the 
periphery of Constantine is alarming 
and the consequences can be the 
modification in the climate and the 
aspect of deterioration of the vegetable 
cover of the area. The constraints of 
pollution by the particles have a 
determining influence on the presented 
situation of the trees and the strong 
harmful effects for the population.  
 
ACKNOWLEDGEMENTS 
This work was jointly realized at the 
"Laboratoire des Systèmes Chimiques 
Complexes" at Paul Cézanne University 
(Marseille, France) and the "Laboratoire 
d’Ecotoxicologie et Stress Abiotiques" 
at Mentouri University (Constantine, 
Algeria), and partially financed by the 
University of Khenchela, Algeria.  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 



Dellaa, Y. et al. 43	  

REFERENCES 
Ahmad I, Hellebust A (1988). The 
relationship between inorganic nitrogen 
metabolism and proline accumulation in 
osmoregulatory responses of two 
euryhaline microalgae. Plant Physiol., 
88: 348–354. 
 
Ali EA (1993). Damage to plants due to 
industrial-pollution and their use as 
bioindicators in Egypt. Environ. Pol., 81 
(3): 251–255. 
 
Bagni N (1994). Polyamines as 
indicators of air pollution. Agri. Med., 
124 (00): 1–3. 
 
Banu NA, Hoque A, Watanabe-
Sugimoto M, Matsuoka K, Nakamura 
Y, Shimoishi Y, Murata Y, (2009). 
Proline and glycinebetaine induce 
antioxidant defense gene expression and 
suppress cell death in cultured tobacco 
cells under salt stress. J. Plant Physiol., 
166: 146–156. 
 
Carter GA (1998). Reflectance 
wavebands and indices for remote 
estimation of photosynthesis and 
stomatal conductance in pine canopies. 
Remote Sens. Environ., 63, 61–72. 
 
Choudhary M, Jetley UK, Khan MA, 
Zutshi S, Tasneem F (2007). Effect of 
heavy metal stress on proline, 
malondialdehyde, and superoxide 
dismutase activity in the 
cyanobacterium Spirulina platensis-S5. 
Ecotoxicol. Environ. Saf., 66, 204–209. 
 
Debell H (1997). Pollution control of 
cement plant emissions. Air pollution. 
International Cement Review. Cement 
Environmental Yearbook’97. Trade ship 
Publications Ltd, 31–35.   
 
 
 

Delauney AJ, Verma DPS (1993). 
Proline biosynthesis and 
osmoregulation in plants. Plant J., 4: 
215–223.  
 
Dellaa Y, Rahmoune C, Kister J, Dupuy 
N (2010). Analysis of air pollution 
aerosols by Raman spectroscopy and 
spectral resolution methods. XXII 
International Conference on Raman 
spectroscopy, Aug 08–13, 2010, 
Boston, MA. American Institute of 
Physics Conference Proceedings., 1267: 
529–530. 
 
Dreier W, Goring M (1974). Der einflus 
hoher salzkon zentratimen auf 
verschieden physiologishe parameter 
von maïswuzeen. Humboldt-Universität 
Berlin Naturwissenschaften R., 23: 
641–644. 
 
Giannakoula A, Moustakas M, Mylona 
P, Papadakis I, Yupsanis T (2008). 
Aluminum tolerance in maize is 
correlated with increased levels of 
mineral nutrients, carbohydrates and 
proline, and decreased levels of lipid 
peroxidation and Al accumulation. J. 
Plant Physiol., 165: 385–396. 
 
Gitelson AA, Merzlyak MN (1996). 
Signature analysis of leaf reflectance 
spectra: Algorithm development for 
remote sensing of chlorophyll. J. Plant 
Physiol. 148: 494–500. 
 
Godbold DL, Freig R, Cremer-herms A, 
Huttermann A (1993). Determination of 
stress bioindicators in three Norway 
spruce stands in northern Germany. 
Water, Air & Soil Pol. 231p.   
 
Günthardt-Goerg MS, Vollenweider P 
(2007). Linking stress with macroscopic 
and microscopic leaf response in trees: 
New diagnostic perspectives. Environ. 
Pol., 147 : 467–488. 



Dellaa, Y. et al. 44	  

Hacène H, Mouhous D, Kebbouche S, 
Lefebvre G (1995). Contribution à la 
connaissance des dépérissements de la 
cédraie de Théniet El Had et essais de 
lutte. Annales de la recherche forestière 
en Algérie. Institut de la Recherche 
Forestière. 2ème SEM 94-1er SEM 
95, pp. 23–31.  
  
Hare PD, Cress WA (1997). Metabolic 
implications of stress-induced proline 
accumulation in plants. Plant Growth 
and Regulation, 21: 79–102. 
 
Hare PD, Cress WA, Van Staden J 
(1999). Proline synthesis and 
degradation: a model system for 
elucidating stress-related signal 
transduction. J. Exp. Bot., 50: 413–434. 
 
Harrison RM, Laxen, DPH, Wilson SJ 
(1981). Chemical associations of lead, 
Cd, Cu, Zn in Street dusts and roadside 
soils. American Chemical Society. 
Environ. Sci. Tec., 15 (11): 1378–1383.  
 
Heineke D, Sonnewald U, Büssis D, 
Günter G, Leidreter K, Wilke I, Raschle 
K, Willmitzer L, Heldt HW (1992). 
Apoplastic expression of yeast-derived 
invertase in potato. Plant Physiol., 100: 
301–308. 
 
Hellmann H, Funk D, Rentsch D, 
Frommer WB, (2000). Hypersensitivity 
of an arabidopsis sugar signaling mutant 
toward exogenous proline application. 
Plant Physiol., 122: 357–368. 
 
Hong ZL, Lakkineni K, Zhang ZM, 
Verma DPS (2000). Removal of 
feedback inhibition of delta (1)–
pyrroline–5–carboxylate synthetase 
results in increased proline 
accumulation and protection of plants 
from osmotic stress. Plant Physiol., 122: 
1129–1136. 
 

Jouve L, Hoffmann L, Hausman JF 
(2004). Polyamine, carbohydrate, and 
proline content changes during salt 
stress of aspen (Populus tremula L.): 
involvement of oxidation and 
osmoregulation metabolism. Plant Biol., 
6: 74–80. 
 
Kaminski MD, Landsberger S (2000). 
Heavy metals soils of East St. Louis, 
Part I: Total Concentration of Heavy 
Metal Soils. J. Air & Waste 
Management Associates. 50, 1667–
1679. 
 
Khan AA, McNeilly T, Collins C 
(2000). Accumulation of amino acids, 
proline, and carbohydrates in response 
to aluminum and manganese stress in 
maize. J. Plant Nutri., 23: 1303–1314. 
 
Kenneth N, Steagall WB, Steagall WJ 
(1995). Analyse statistique de données 
avec Student Systat. Windows Version. 
International Thomson Publishing 
Company, France, 586p. 
 
Kinnunen H, Laakso K, Huttunen S, 
Laitat E (1999). Responses to enhanced 
UV of epicuticular wax and needle 
morphology in provenances of Pinus 
Sylvestris L. and Picea abies Karst. 
Acta Universitatis Ouluensis, 331: 1–
16. 
 
Kishor PBK, Sangam S, Amrutha RN, 
Sri Laxmi P, Naidu KR, Rao KRSS, 
Rao S, Reddy KJ, Theriappan P, 
Sreenivasulu N (2005). Regulation of 
proline biosynthesis, degradation, 
uptake and transport in higher plants: Its 
implications in plant growth and abiotic 
stress tolerance. Curr. Sci., 88: 424–
438.  
 
 
 
 



Dellaa, Y. et al. 45	  

Klotke J, Kopka J, Gatzke N, Heyer AG 
(2004). Impact of soluble sugar 
concentrations on the acquisition of 
freezing tolerance in accessions of 
Arabidopsis thaliana with contrasting 
cold adaptation—evidence for a role of 
raffinose in cold acclimation. Plant Cell 
Environ., 27: 1395–1404. 
 
Laitat E (1990). Ecophysiologie du 
pluviolessivage foliaire chez Picea abies 
(L.) Karst. PhD. Faculté des Sciences 
Agronomiques, Gembloux, Belgique. 
 
Landis WG, Yu MH (1995). 
Introduction to environmental 
toxicology. Impacts of chemicals upon 
ecological systems. CRC Press, Inc. 
Boca Raton, USA.  
 
Lehninger AL (1989). Principes de 
Biochimie. Aminoacides et peptides; La 
photosynthèse. Flammarion Medecine-
Sciences Eds., Johns Hopkins 
University, Paris, 1001p. 
 
Loescher WH (1987). Physiology and 
metabolism of sugar alcohols in higher 
plants. Physiol. Plant 70 : 553–557. 
 
Loreti E, De Bellis L, Alpi A, Perata P 
(2001). Why and How Do Plant Cells 
Sense Sugars? Annals  Bot., 88: 803–
812.  
 
Moran JA, Mitchell KA, Goodmanson 
G, Stockburger KA (2000). 
Differentiation among effects of 
nitrogen fertilization treatments on 
conifer seedlings by foliar reflectance: a 
comparison of methods. Tree Physiol., 
20: 1113–1120. 
 
Mulgrew A, Williams P (2000). 
Biomonitoring of Air Quality using 
Plants. Air Hygiene Report n°10, WHO 
CC For Air Quality Management and 
Air Pollution Control.  
 

Naumann JC, Young DR, Anderson JE 
(2008). Leaf chlorophyll fluorescence, 
reflectance, and physiological response 
to freshwater and saltwater flooding in 
the evergreen shrub, Myrica cerifera. 
Environ. Exp. Bot., 63 : 402–409. 
 
Nilsson S, Sallinäs O (1999). Pollution 
atmosphérique et forêts européennes: 
des modèles de simulation à l’appui des 
politiques forestières. Forêt et 
Environnement, 163 : 1–12.  
 
Pääkkönen E, Vahala J, Holopainen T, 
Karjalainen R, Karenlampi L (1999). 
Growth responses and related 
biochemical and ultrastuctural changes 
of the photosynthetic apparatus in birch 
(Betula pendula) saplings exposed to 
low concentration of ozone. Tree 
Physiol., 16: 597–605.  
 
Paleg LG, Steward GR, Bradbeer JW 
(1984). Proline and glycine betaine 
influence proline salvation. Plant 
Physiol., 75: 974–978. 
 
Pavlikova D, Pavlik M, Staszkova L, 
Motyka V, Szakova J, Tlustos P, Balik J 
(2008). Glutamate kinase as a potential 
biomarker of heavy metal stress in 
plants. Ecotoxicology and  
Environmental Safety, 70: 223–230. 
 
Qian YL, Wilhelm SJ, Marcum KB 
(2001). Comparative Responses of Two 
Kentucky Bluegrass Cultivars to 
Salinity Stress. Crop Sci., 41: 1895–
1900. 
 
Rayapati, PJ, Stewart, CR, Hack, E, 
(1989). Pyrroline-5-Carboxylate 
reductase is in pea (Pisum sativum L.) 
leaf chloroplasts. Plant Physiol. 91: 
581–586.  
 
 
 



Dellaa, Y. et al. 46	  

Rejskova A, Patkova L, Stodulkova E, 
Lipavska H (2007). The effect of abiotic 
stresses on carbohydrate status of olive 
shoots (Olea europaea L.) under in 
vitro conditions. J. Plant Physiol., 164: 
174–184. 
 
Roosens NH, Willem R, Li Y, 
Verbruggen I, Biesemans M, Jacobs M 
(1999). Proline Metabolism in the Wild-
Type and in a Salt-Tolerant Mutant of 
Nicotiana plumbaginifolia Studied by 
13C-Nuclear Magnetic Resonance 
Imaging. Plant Physiol., 121: 1281–
1290. 
 
Schwacke R, Grallath S, Breitkreuz KE, 
Stransky E, Stransky H, Frommer WB, 
Rentsch  D (1999). LeProT1, a 
Transporter for Proline, Glycine 
Betaine, and γ-Amino Butyric Acid in 
Tomato Pollen. Plant Cell., 11: 377–
392.  
 
Sharma S (2009). Study on impact of 
heavy metal accumulation in 
Brachythecium populeum (Hedw.) 
B.S.G. Short communication. Ecol. 
Ind., 9: 807–811. 
 
Shields R, Burnett W (1960). 
Determination of protein bound 
carbohydrate in serum by a modified 
anthrons. Methods Anal. Chem., 32: 
885–886.   
 
Smirnoff N, Cumbes QJ (1989). 
Hydroxyl radical scavenging activity of 
compatible solute. Phytochem., 28 : 
1057–1060.  
 
Srinivas V, Balasubramanian D (1995). 
Proline Is a Protein-Compatible 
Hydrotrope? Langmuir, 11 : 2830–
2833. 
 
 
 

Stenbock-Farmer K (1978). Mise au 
point de techniques de lavage de feuilles 
en vue d’estimer les dépôts de 
particules. Bulletins of European 
Research Associates, Bruxelles, 3: 63–
75.  
 
Tegischer K, Tausz M, Wieser G, Grill 
D (2002). Tree and needle age 
dependent variations in antioxidants and 
photoprotective pigments in Norway 
spruce needles at the alpine timberline. 
Tree Physiol., 22: 591–596. 
 
Troll W, Lindsley J (1955). A 
photometric method for the 
determination of proline. J. Biol. Chem., 
215: 655–660. 
 
Vereyken IJ, Chupin V, Hoekstrat FA, 
Smeekens SCM, De Kruijff B (2003). 
The effect of fructan on membrane lipid 
organization and dynamics in the dry 
state. Biophysic J., 84: 3759–3766. 
 
Wang ZQ, Yuan YZ, Ou JQ, Lin QH, 
Zhang CF (2007). Glutamine synthetase 
and glutamate dehydrogenase contribute 
differentially to proline accumulation in 
leaves of wheat (Triticum aestivum) 
seedlings exposed to different salinity. 
J. Plant Physiol. 164, 695–701. 
 
Witham FH, Blaydes DF, Devlin RM 
(1971). Experiments in plant 
physiology. Van Nostrand Reinhold 
Company Eds, pp. 51–58.    
 
Wulff A, Anttonen S, Heller W, 
Sandermann H, Karenlampi L (1996). 
Ozone sensitivity of scots pine and 
Norway spruce from northern and local 
origin to long-term open-field 
fumigation in central Finland. Environ. 
Exp. Bot., 36 (2): 209–227.  
 
 
 



Dellaa, Y. et al. 47	  

Zarco-Tejada PJ, Miller JR, Mohammed 
GH, Noland TL, Sampson PH (2002). 
Vegetation stress detection through 
chlorophyll a+b estimation and 
fluorescence effects on hyperspectral 
imagery. J. Environ. Qual., 31: 1433–
1441. 
 
Zayed J, Andre P, Kennedy G (1991). 
Variation of Aluminium Levels in 
Black Spruce (Picea mariana). Water, 
Air & Soils Pol., 55: 334–337. 
 

 
 
 
 
 
 
 
 
 
 
 
 
 



Dellaa, Y. et al. 48	  

TABLE SOURCES 

Table Source Figure 2a 
 

Site C. sempervirens C. macrocarpa 

S1 4,2 4,4 

S2 9,8 25,2 

S3 16,8 5,2 

S4 4,8 4,8 

S5 2,54 3 

 
 
 
Table Source Figure 2b 
 

Site EDTA HCl 

S1 2,49 11,1 

S2 104,27 150,01 

S3 27,89 23,016 

S4 2,68  

S5 8,77  
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Table Source Figure 3b 

 
Cuptressus macrocarpa 

 First sampling series Second sampling series 
 Chl b Chl a total Chl Chl a/b Chl b Chl a total Chl Chl a/b 
S1 6,6612 10,8771 17,5383 1,619 4,704075 16,784375 21,48845 3,591275 
S2 1,5227 3,9977 5,5205 2,627 2,164225 4,7568 7,421025 2,315525 
S3 2,3171 6,1674 8,4845 2,6619 3,4242 12,918025 16,367225 3,789625 
S4 2,1549 5,1658 7,3207 2,4007 1,894975 4,503825 6,3988 2,377025 
S5 1,8758 5,0163 6,8922 2,6866 1,73465 3,69035 5,425 2,131425 
         
σ 1 0,24 0,72 0,47 0,18 0,329278 0,815312 0,505478 0,447747 
σ 2 0,043 0,024 0,03 0,086 0,070942 0,458086 0,539465 0,087850 
σ 3 0,02 0,05 0,047 0,047 0,349198 0,506524 0,262804 0,549389 
σ 4 0,08 0,11 0,11 0,12 0,024094 0,015639 0,018762 0,036271 
σ 5 0,14 0,028 0,12 0,22 0,081581 0,050796 0,072905 0,117678 

 
 
 
Table Source Figure 3c 
 

 First sampling series second sampling series 
 Chl b Chl a Total Chl Chl a/b Chl b Chl a Total Chl Chl a/b 

S1 19,7094 48,3285 68,0379 2,4535 5,4158 42,4972 47,913 7,9372 
S2 1,7048 4,5291 6,234 2,6619 2,714 15,6283 18,3424 5,7913 
S3 2,8337 6,0733 8,907 2,144 3,9024 25,6615 29,564 6,595 
S4 9,2127 42,241 51,4537 4,5935 13,6064 22,9654 36,5719 1,6879 
S5 3,1597 6,0805 9,4203 1,9249 12,2537 20,5525 32,8062 1,6772 

         
σ 1 0,44 0,69 0,3 0,08 0,65 0,76 0,4 1 
σ 2 0,06 0,13 0,66 0,18 0,18 0,67 0,51 0,64 
σ  3 0,05 0,03 0,02 0,057 0,23 0,14 0,15 0,43 
σ  4 0,41 0,8 0,68 0,26 0,23 0,32 0,51 0,02 
σ  5 0,06 0,03 0,07 0,039 0,21 0,35 0,57 0 
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Table Source Figure 5 

 

 First  sampling  series Second  sampling  series 

 C. macrocarpa C. sempervirens Pinus C. macrocarpa C. sempervirens Pinus  

S1 0,4743 0,5981 0,6419 0,3489 0,3036 0,9123 

S2 0,2537 0,367 0,4063 0,2915 0,2069 0,6389 

S3 0,4259 0,219 0,4108 0,2336 0,1948 0,5861 

S4 0,2749 0,1238 0,2628 0,4093 0,506 0,9969 

S5 0,3247 0,6933 0,7084 0,2839 0,1027 0,5861 

       

σ 1 0,05 0,017 0,005 0,046 0,003 0,061 

σ 2 0,019 0,037 0,016 0,015 0,013 0,016 

σ 3 0,014 0,034 0,013 0,012 0,023 0,017 

σ 4 0,037 0,018 0,024 0,11 0,012 0,059 

σ 5 0,017 0,016 0,034 0,014 0,025 0,017 
 
 
 
Table Source Figure 6 

 
 First  sampling  series Second  sampling  series 
 C. macrocarpa C. sempervirens Pinus  C. macrocarpa C. sempervirens Pinus  
S1 134,831 330,26222 183,10095 436,486292 260,934802 526,33548 
S2 298,788 322,07478 214,36208 298,256775 386,511005 142,90805 
S3 230,178 212,02281 165,23744 250,939745 404,587172 167,78937 
S4 116,859 268,16526 171,40460 341,533247 213,511442 339,83196 
S5 250,54 544,41165 190,96939 230,524307 386,511005 177,35910 
       
σ 1 12,81 8,931753 5,658534 36,890161 10,541913 10,633037 
σ 2 3,65 3,246128 2,083643 5,024978 2,675922 1,994936 
σ 3 19,01 5,949435 2,237153 3,330931 9,289973 2,540085 
σ 4 1,04 5,260938 1,770753 13,445365 10,915667 12,773815 
σ 5 22,04 15,137309 2,024937 1,837601 2,675922 2,55193 

 


