
International Journal of Biotechnology and Biochemistry. 
ISSN 0973-2691 Volume 8, Number 1 (2012) pp. 17-26 
© Research India Publications 
http://www.ripublication.com/ijbb.htm 

 

 
 

Impact of Protective Compounds on the Viability, 
Physiological State and Lipid Degradation of 

FreezeDried Pseudomonas Fluorescens BTP1 during 
Storage 

 
 

Mputu Kanyinda Jean-Noel1,2†, Pierart Céline1, Weekers Fréderic3, 
Destain Jacqueline1 and Thonart Philippe1. 

 

1WallonCenter of Industrial Biology (CWBI), Gembloux Agro-Bio Tech, 
University of Liege, Passage des déportés, 2-5030 Gembloux Belgium. 
²Department of Chemistry, Faculty of Science, University of Kinshasa, 

BP 190 Kin XI, DR Congo 
3Artechno SA, rue Camille Hubert, 17- Crealys Science Park, 5032 

IsnesGembloux Belgium. 
†Corresponding Author E-mail: kanyinda2004@gmail.com. 

 
 

Abstract 
 

The drying of bacteria remains a major alternative in order to keep them long 
term. After centrifugation, the bacterial pellet of Pseudomonas 
fluorescensBTP1 was divided in two fractions one with protecting compounds 
(2% glycerol or 5% maltodextrine) and one without and freeze-dried. After 
freeze drying, powders were sealed in aluminium bag under vacuum and 
stored at 4 or 20°C. The parameters such as viability, the conductivity and the 
ratio of polyunsaturated fatty acids/saturated fatty acids were used to 
investigate the viability of freeze-dried powders during storage. For example 
cell concentration of powder with glycerol (PG) at CFU/g before storage is 
4.109 and after 7 month 2.108 at 4°C and 3,5.107 at 20°C). The ratio of 
polyunsaturated fatty acids/saturated fatty acids decrease in function of time 
(e.g. at 4°C the ratios of C18:3 and C18:2 by C16:0 decreases respectively of 
0,013 to 0,001 and 0,05 to 0,03 after 60 days of storage). In the present study, 
flow cytometric analysis was applied to evaluate the state in which the cells 
are at the end of storage time. We compared the survival results of bacteria 
obtained by plate count with the flow cytometric analysis results. 

 
 
Introduction 
Pseudomonas fluorescens are commonly used as bioherbicides replacing chemical 



18  Mputu Kanyinda Jean-Noel et al 
 

 

herbicides in agricultural, but it requires some formulation (liquid or powder) for his 
transport and or his use.1, 2) Freeze-drying is a commonly used method to preserve 
bacteria, in research as well as in industry. This technique is suitable for production of 
concentrated bacterial cultures, with the advantage that the dried material can be 
stored at ambient temperature and easily transported.3-6) 
 However, this technique brings about undesirable side effects, such as 
modifications in the physical state of membrane lipids and in the structure of sensitive 
proteins, causing the decrease of cell viability during processing as well as during 
subsequent storage.6-8)Consequently, some compounds such as polyols, 
polysaccharides, disaccharides, amino acids, proteins, vitamins, and various salts have 
been examined for their potential role to improve the survival of bacteria throughout 
freeze drying process9-12,13) reported that lipid oxidation of membrane fatty acids were 
responsible for cell death during storage for Lactobacillus plantarum. 
 In living organisms, lipids, particularly polyunsaturated fatty acid (PUFA) 
components of cell membranes, are described as extremely subjected to 
environmental stress. Loss of viability was related with decrease of the ratio 
unsaturated/ saturated fatty acids during storage.13, 14) Different species display 
different degree of freeze-drying survival, Gram-negative bacteria often showing 
lower survival than Gram-positive bacteria.6) Therefore, understanding the effect of 
these protecting compounds and their formulations is important to develop viable 
freeze-dried Pseudomonas fluorescensBTP1. 
 The aim of our work is to study and understand the factors responsible for cell 
death during freeze-drying and during storage at 4 and 20 °C. In this work, the 
viability of the freeze-dried PseudomonasfluorescensBTP1 was evaluated by 
measuring conductivity, viable cell on PCA and by flow cytometric, membrane fatty 
acids composition before and after the drying process and during the storage. The 
effects of the temperature, glycerol and maltodextrine concentration during 
rehydration of the freeze-dried strain were also investigated. 
 
 
Materials and Methods 
Organisms and cultivation 
The strain used in our study is Pseudomonas fluorescensBTP1 of Wallon Center of 
Industrial Biology laboratory (CWBI).15) 
 
Production and freeze-drying 
PseudomonasfluorescensBTP1 was grown in 100 L bioreactor (Biolafite) containing 
60 liters of 863 medium, for 20 hours and then concentrated 20 times by 
centrifugation at 4700 rpm. After centrifugation, the pellet was divided in three parts, 
one with and one without cryoprotectants respectively (2% w/w glycerol or 5% w/w 
maltodextrine) 3, 4) and freeze-dried in a low freeze-drier (LOUW KOELTECHNIEK 
BVBA) with a standard program by increasing the temperature gradually from -25°C 
to 25°C at 0,9 mbar pressure during 48h.16-18) 
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Conductivity 
For the analysis, 1 g of powder was soaked in Milli Q water (10 ml) for 4 h at room 
temperature. The conductivity (ms/cm.gdw) of the solution was measured using a 
conductivity meter (EC 215) by the method describes by.19) 
 
Measurement of cultivability 
Cultivability of cells was evaluated by plate counts and compared with cytometric 
results at days 210. After serial dilutions in peptone water, cells were plated onto solid 
868 agar and incubated at 30°C for 24 h.20) Each result was the geometrical mean of at 
least three counts. Survival percentage was calculated as 100 × N/N0, where N is the 
CFU/g DW at a given time and N0 is the CFU/g dw at the end of freeze-drying.3) 
 
Fluorescent probes and staining protocols 
Carboxyfluoresceindiacetate (cFDA) was used to assess Pseudomonas 
fluorescensBTP1 viability, whereas the nucleic acid dye, propidiun iodide (PI), makes 
it possible to quantify damaged and dead cells. Before staining, cells suspensions of 
Pseudomonas fluorescensBTP1 were diluted in peptone water; at 0,2 optic density to 
590 nm, centrifuged 2 minutes at 12000 rpm, and the pellets were resuspended in 1ml 
PBS buffer.21) 
 Live/dead assays were done by dual staining of the sample to differentiate viable, 
dead and stressed cells. The diluted suspension was first incubated with 10 µl of PI 
and 10 µl of cFDA for15 minutes at 37°C. After centrifugation and rinsing three times 
(12000 rpm for 1 minute) in 1 ml of PBS buffer, they are analyzed by flow 
cytometer.20, 21) 
 
Fatty acids analysis by gas-liquid chromatography 
Total lipids were extracted overnight from dried cells (1 g) with ethanol–ether (3:1 
v/v) mixture. Ethanol/ether extracts were pooled, filtered, and then evaporated and 
concentrated under reduced pressure at 35 °C. Fatty acid methyl esters (FAME) were 
prepared from the concentrate with 14% (w/w) solution of boron trifluoride in 
methanol as reagent (Sigma, St Louis, MO, USA). After heating at 70 °C in a water 
bath for 90 min, 0.5 ml of saturated NaCl, 0.2 ml of sulphuric acid (10%) and 0.5 ml 
of n hexane were added. The methylated fatty acids were taken from the upper phase 
after decanting. Gas chromatographic analysis of the methyl esters was carried out on 
a HP 6890 (Hewlett Packard) gas chromatograph equipped with a flame ionization 
detector at 250 °C.3) 
 
Statistical analysis 
Data from three replications were analysed by using analysis of variance to determine 
if significant differences (P ≤ 0.05) existed between mean values and using Duncan 
multiple range test to compare treatments CFU counts and flow cytometric were 
transformed to their base 10 logarithms. 
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Results and Discussion 
Viability of Pseudomonas fluorescensBTP1 during storage at 4 and 20°C 
Drying bacteria remains a major alternative to keep them long term. After 
centrifugation, the bacterial pellet of Pseudomonas fluorescensBTP1 was conditioned 
with or without protecting compounds (2% glycerol or 5% maltodextrine) and freeze-
dried. After freeze drying, powders were sealed in aluminium bag under vacuum and 
stored at 4 or 20°C. The storage stability of freeze-dried powders was studied by 
parameters such as loss of viability on the Plate Count Agar (PCA), electrical 
conductivity and evolution in membrane composition by measuring the ratio of 
unsaturated/saturated fatty acid. Viability (%) and concentration (Cfu/g) of bacteria 
during storage at 4 or 20°C with aw = 0,32 were determined using a procedure 
published by.22)These powders samples were analyzed singly (three plates per 
treatment) in experiment that were duplicated. In the present study, flow 
cytometricanalysis was applied to evaluate cellular injury sites affected by storage. 
Furthermore, it was attempted to relate data on the survival of bacteria, as obtained by 
plate count, with flow cytometric analysis data table 123). 
 Table 1 shows the concentration of Pseudomonas fluorescensBTP1 after 270 days 
storage at 4 or 20°C respectively. The concentration of survival is expressed by the 
logarithmic values. Higher survival rates were obtained for the powder freeze-dried 
with maltodextrine. For example, at 4°C PS decreases from 1,9.1010 to 1,3.107; PG 
decreases from 4.109 to 1,5.108 and PM decreases from 4,7.1010 to 1,5.108 whereas at 
20°C PS decrease 1,9 1010 to 5.106; PG decrease 4 109 to 7.107 and PM decrease 
4,71010 to 3.107. By comparing both protecting compounds, glycerol has given the 
best viability rate during storage.  

 
 

Table 1: Concentration of Pseudomonas fluorescens BTP1 (Log Cfu/g) after month 7 
storage at 4°C and 20°C 

 

 
* Brackets the flow cytometric values after 210 days storage at 20°C. 
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 Figure 1 shows that the loss of cell viability for freeze-dried powders during 
storage at 4 or 20°C is related to the increase of electrical conductivity. The loss of 
viability is faster at 20°C than at 4°C; but it seems that, as for Gram +bacteria, loss of 
viability during the first 10 days of storage is very important. This result shows that 
storage temperatures affect the survival of Pseudomonas fluorescensBTP1. Mortality 
rate get higher with the storage temperature. It is now established that protecting 
compounds are almost essential when drying and storage microorganism.3, 8) 

 

 
 

 
 

Figure 1: ■ survival Cfu/g [powder without protecting compounds (PS), ♦ powder 
with 5% maltodextrine (PM), ▲ powder with 2% glycerol (PG)] and 
electricalconductivity [□powder without protecting compounds (PS), ◊ powder with 
5% maltodextrine (PM), ∆ powder with 2% glycerol (PG)]. 

 
 

 The viability of freeze-dried Pseudomonas fluorescensBTP1, stored for seven 
months at 20°C, was assessed on plat count agar (PCA) and compared to flow 
cytometric results tab. 1. This technique allows the determination of relative 
percentages of viable cells, dead cells and viable but non-cultivable cells after double 
staining by the PI and cFDA.24)For example in Fig. 2, we observe that the majority of 
cells are in an intermediate state (90.5% of viable but not cultivable cells). As shown 
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in fig. 1 that freeze-drying and storage leads to a decline in the percentage of viable 
cells, but an increase in the number of viable but non cultivable cells. As a 
consequence, it was demonstrated that freeze-drying and storage affected the 
membrane of Pseudomonas fluorescensBTP1. This result shows that many cells are in 
an intermediate state but not dead.20)Our results on freeze-drying and conservation of 
Pseudomonas fluorescensBTP1 show better viability rate than those found by 2) on the 
strain of Pseudomonas fluorescensBRG100. 

 
 

  
 

 
 

Figure 2: 1. Powder without protecting compounds (PS) 2. Powder with 5% 
maltodextrine (PM) 3. Powder with 2% glycerol (PG) 

 
 

Cellular fatty acid composition 
Freeze-drying causes damages in cytoplasmic membrane of 
PseudomonasfluorescensBTP1 as shown by increased electrical conductivity and 
cytometric analysis. Membrane lipids play an important role in cytoplasmic 
membrane permeability, assuming that a large portion of the cellular fatty acids are 
present in the membrane. Like gram+ bacteria, the membrane damages cause changes 
in the lipids profile.3)Lipid oxidation of membrane fatty acid was deemed responsible 
for cell death during storage.14) 
 Table 2 shows the fatty acids profiles of Pseudomonas fluorescensBTP1 before 
and after drying. The relative percentages of the six main peaks of Pseudomonas 
fluorescensBTP1 cellular fatty acids are presented in this table. Those main peaks 
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were identified in relation with their retention times compared with standards as: 
palmitic acid (C16:0), palmitoleic acid (C16:1), stearic acid (C18:0), oleic acid 
(C18:1), linoleic acid (C18:2) and linolenic (C18:3). 4 of these 6 fatty acids have been 
previously identified in the cellular membrane of Pseudomonas fluorescens.25, 26)We 
observe in fig. 3 that the polyunsaturated fatty acids of the powder without 
cryoprotectant (PS) are the most affected by freeze-drying (example 1,6% C18: 2 
before freeze-drying to 0,7% after freeze-drying; 2,7% C18: 3 before freeze-drying to 
1,5% after freeze-drying). 

 

 

 
 

Figure3.  ▒: Powder without protecting compounds (PS) :  Powder with 5% 
maltodextrine (PM)   ▓:  Powder with 2% glycerol (PG) 
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Table 2: Cellular fatty acid composition of Pseudomonas fluorescens before and after 
freeze-drying 

 

 
The six main fatty acids are palmitic (C16:0), pamitoleic (C16:1), stearic (C18:0), 
oleic (C18:1), linoleic (C18:2) and linolenic (C18:3).  

 
 

 Changes in membrane structure are often displayed by measuring the ratio of 
polyunsaturated/saturated fatty acid. This ratio decreases during storage fig. 3, 
indicating that freeze-drying induces lesions in the cellular lipid-containing structures. 
Similar results were obtained for gram+ by.14, 27)This decreasing of unsaturated fatty 
acids due to oxidation was quantified on basis of ratio between each polyunsaturated 
fatty acid peak area and the palmitic acid peak area, since saturated fatty acids are not 
altered by oxidation . 
 Figure 3 shows evolution of the polyunsaturated/saturated fatty acids ratio after 
freeze-drying and during storage. We observe that the polyunsaturated/saturated fatty 
acids ratio decrease at 4°C and at 20°C for all storage conditions. This decrease is 
more pronounced for the powder without protecting compounds, which leads us to 
say that cryoprotectants slowed the oxidation phenomenon during freeze-drying and 
during 60 days of storage.  
 
 
Conclusion 
The results presented here provide experimental support to the hypothesis that freeze-
drying and storage cause damage to Pseudomonas fluorescensmembranes. The loss of 
viability during storage at 4°C or 20°C was associated with electrical conductivity 
increase and decrease in C18:2/C16:0 and C18:3/C16:0 ratios. Our results confirm the 
importance of protecting compounds to minimize loss of viability and its impact on 
C18:2/C16:0 and C18:3/C16:0 ratios during freeze-drying and storage. These data 
support further the view that PUFAs (linoleic and linolenic acids) play a key role in 
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determining cellular susceptibility to oxidative and/or heat stress. Flow cytometric 
show that after storage 210 days at 20°C the greater part of the cells is in intermediate 
state (viable but no cultivable). The flow cytometric associated with the plate count 
method, could be used as a predictive test for the description of physiological state of 
bacteria. 
 
 
Acknowledgements 
The authors would like to acknowledge the Belgian Technical Cooperation (BTC) and 
Wallonia Region for their financial assistance. 
 
 
Abbreviations 
cFDA, carboxyfluorescein diacetate; 
Cfu, colony forming unit; 
DW, dry weight; 
FAME, fatty acid methyl esters; 
PCA, plate count agar; 
PG, powder with 2% glycerol; 
PI, propidium iodide; 
PM, powder with 5% maltodextrine; 
PS, powder without protecting compounds; 
PUFA, polyunsaturated fatty acid 
 
 
References  
 

[1] Liu X, Pang J, and Yang Z, Journal of Sustainable Development(in the 
Ecological Remediation of the Soil),2, 90-94(2009). 

[2] Daigle DJ, Connick WJ, and Boyetcheko SM, Weed Technology, 16, 407-413 
(2002). 

[3] Coulibaly I, Yao AA, Lognay G, andFauconnier ML, ApplBiochemBiotechnol, 
157, 70-84 (2009). 

[4] Yao AA, Coulibaly I, Lognay G, Fauconnier ML, and Thonart P, 
ApplMicrobiolBiotechnol, 79, 1045-1052 (2008). 

[5] Rojas JM, Bernal P, Duque E, Godoy P, Segura A, and Ramos JL, Applied and 
Environmental Microbiology, 72, 472-477 (2006). 

[6] Palmfeldt J, Radström P, and Hahn-Hägerdal B, Cryobiology,47, 21-29 (2003). 
[7] Nanasombat S andSriwong N, Sci. Tech. J.,7, 61-67 (2007). 
[8] Zhao G and Zhang G, Journal of Applied Microbiology,99, 333-338 (2005). 
[9] Miecznikowski A and Lenart A, Chemical and process engineering,31, 317-

331 (2010). 
[10] Schoug A, Fischer J, Heipieper HJ, Schnürer J, and Hakansson S, Journal of 

Industrial Microbiology and Biotechnology Letters,35, 175-181 (2007). 



26  Mputu Kanyinda Jean-Noel et al 
 

 

[11] Crowe JH, Crowe LM, Oliver AE, Tsvetkova N, Wolkers W., and Tablin F, 
Cryobiology, 43, 89-105 (2001). 

[12] Selmer-Olsen E, Birkeland SE, and Sorhaug T, Journal of Applied 
Microbiology,87, 429-437 (1999). 

[13] Coulibaly I, Dauphin DR, Destain J, and Thonart P, African Journal of 
Biotechnology, 7, 2006-2012 (2008). 

[14] Teixeira P, Castro H, and Kirby R, Letters in Applied Microbiology,22, 34-38 
(1996). 

[15] Ongena M, Ulg, (in Orbi) 1-203 (1996). 
[16] Jørgensen F, Nybroe O, and Knøchel S, Journal of Applied Microbiology,77, 

340-347 (1994). 
[17] Boyetchko S, Pedersen E, Punja Z, and ReddyMMethods in Biotechnology, 

5,487-508 (1999). 
[18] Yao AA, Bera F, Franz C, Holzapfel W, and Thonart P, Journal of Food 

Protection,71, 431-434 (2008). 
[19] Yao AA, Djè KM, and Thonart P, The Open Biotechnology Journal,4, 8-13 

(2010). 
[20] Rault A, Béal C, Ghorbal S, Ogier JC, and Bouix M, Cryobiology,55, 35-43 

(2007). 
[21] Bunthof CJ, Bloemen K, Breeuwer P, Rombouts FM, and Abee T, Applied and 

Environmental Microbiology,67, 2326-2335 (2001). 
[22] Kurtmann L, Carlsen CU, Risbo J, and Skibsted LH, Cryobiology,58, 175-180 

(2009). 
[23] Ananta E, Volkert M, and Knorr D, International Dairy Journal,15, 399-409 

(2004). 
[24] Miao H, Ratnasingam S, Pu CP, Desai MM, and Sze CC, Journal of 

Microbiological Methods,76, 109-119 (2009). 
[25] Fouchard S, Abdellaoui MZ, Boulanger A, Llopiz P, and Neunlist S, 

Microbiology Letters,251, 211-218 (2005). 
[26] Suutari M and Laakso S, Critical Reviews in Microbiology,20, 285-328 (1994). 
[27] Coulibaly I, R. Dauphin DR, Destain J, Fauconnier ML, Lognay G, and 

Thonart P, International Journal of Microbiology, 1-9 (2010). 


