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Abstract: This study was focused on establishment of piezoelectric biosensor for direct detection of 
Mycobacterium tuberculosis (MTB) in clinical specimens. The quartz crystal immobilized via  
3-mercaptopropionic acid (MPA)/avidin/DNA biotinylated probe on gold surface and hybridization of 
the DNA target to DNA biotinylated probe. The optimal concentration of MPA, avidin and  
5’-biotinylated DNA probe for immobilization of specific DNA probe on gold surface were 15 mM, 
0.1 mg/ml and 1.5 μM, respectively. The detection of genomic DNA digestion in the range from 0.5 to  
30 μg/ml. The fabricated biosensor was evaluated through an examination of 200 samples. No cross 
hybridization were observed against M. avium complex (MAC) and other microorganism. This target 
DNA preparation without amplification will reduce time consuming, costs, and the tedious step of 
amplification. This study can be extended to develop the new method which is high sensitivity, 
specificity, cheap, easy to use, and rapid for detection of MTB in many fields. Copyright © 2010 IFSA. 
 
Keywords: Mycobacterium tuberculosis, Piezoelectric biosensor, Hybridization, Digestion genomic 
DNA 
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1. Introduction 
 
Tuberculosis (TB) is a disease caused by bacteria called Mycobacterium tuberculosis (MTB). It is 
among the top ten causes of global mortality and morbidity which makes it becomes the important 
public health problem among developing countries. It is a slow-growing bacterium that needs  
1-2 months for growing in the culture [1, 2]. The standard method of laboratory diagnosis is based on 
cultivation which takes about 2-4 months to get the result. The acid fast stain for direct specimen 
examination is also conventional diagnostic tools but lack of sensitivity [3]. Polymerase chain reaction 
(PCR) [4] is sensitive for detection of TB by using specific primers but involves in the use of ethidium 
bromide staining which is carcinogenic agent in gel electrophoresis. The analysis of restriction 
fragment length polymorphism (RFLP) of PCR product is an alternative DNA detection system and it 
has been successfully applied to species differentiation [5]. 
 
There has been increasing interest in biosensor technology for rapid and sensitive detection among 
them, especially piezoelectric biosensor. This biosensor has its own advantages that the detection 
method is label-free from radioactive or fluorescent tags [6, 7]. In addition, this technique could 
tenuously exhibit the qualitative and quantitative analysis. It shows high sensitivity to mass on the 
surface of the quartz crystal with the high specificity of a bioreaction [6, 8, 9]. The thin oscillating gold 
quartz crystal surface generates the intrinsic resonance frequency by mass attached, adhered or 
deposited onto the piezoelectric active surface [10]. At present, biosensors for detection of MTB were 
examined by DNA /DNA and antigen/ antibody hybridization. In 1995, Joseph W and coworkers 
reported the use of electrochemical biosensor for the determination of short sequences from MTB 
DNA [11]. In 2002, He and Zang reported the use of immuno-piezoelectric biosensor for diagnosis of 
MTB which showed sensitivity at 0.5 mg/ml [12]. However, the specific binding between MTB and 
anti-TB in this biosensor was larger than that without precoated protein A. In 2004, Mac Sweeney and 
coworkers has developed the optical biosensor for detection of multidrug resistant tuberculosis. To 
complete the biosensor system, the individual elements of the biosensor was optimized to its maximum 
sensitivity for the electrochemiluminescent optical signal, which was produced during the DNA 
hybridization event [13]. In 2005, Diaz-Gonzalez and coworkers demonstrated that the 
immunoelectrochemical biosensor could detect MTB, with a detection limit of 1.0 ng/ml [14]. 
 
This study was focused on development of the piezoelectric DNA-based biosensor for direct detection 
of MTB. The method involved in immobilization of specific synthetic biotinylated probe that was 
designed from IS6110 gene-specific for MTB [15, 16] to the surface of quartz crystal. The high 
sensitivity of hybridization was utilized gold nanoparticle as mass enhancement but we were presented 
capture protein (avidin) to primer blocking for direct detection this study. This biosensor was used for 
detecting the target DNA by measuring the frequency change. The oscillation counting device was 
used for measuring the resonant frequency of the quartz crystal in all of experiments in this study. 
 
The advantage of this study is using a non-amplified genomic bacterial DNA target. This target DNA 
preparation without amplification will reduce time consuming, costs, and the tedious step of 
amplification. 
 
 
2. Materials and Methods 
 
2.1. Reagents and Oligonucleotides 
 
BstDSI (BtgI) restriction enzyme and all oligonucleotides used in this study were synthesized by 
Pacific Science Company (Bangkok, Thailand). All oligonucleotides used in this study were designed 
based on the nucleotide sequence of IS6110 gene retrieving from NCBI. The DNA biotinylated probe 
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for MTB was designed from the nucleotide sequence of IS6110 gene (Genbank accession number 
AJ242908.1). The DNA probe was 5’-biotin-TTTTTTGTGGCCATCGTGGAAGCGA-3’ and the 
synthetic complementary DNA target was 5’-TCGCTTCCACGATGGCCAC-3’. The blockings 
(Block 1: 5’-ATCGTGGTCCTGCGGGCTTTTTTTTT-biotin-3’, Block 2: 5’-
CCTGCGAGCGTAGGCGTCGG-3’) were used for annealing with the ssDNA of bacterial target 
sequence after denatuaration method which biotin at 3’ end of Block 1 was captured with avidin as 
simple amplification signal. 
 
4-(2-hydroxyethyl)-1-piperazine ethanesulfonic acid (HEPES), 30 % hydrogen peroxide, 98 % sulfuric 
acid, sodium chloride, hydrogen chloride, sodium hydroxide and 6-mercaptohexanol were purchased 
from Sigma Aldrich (USA). DNAzol® was purchased from InvitrogenTM. Other chemicals used were 
at analytical reagent grade, and distilled water (18.2 MΩ) was used throughout. 
 
 
2.2. Samples 
 
Standard strain from cultivation including MTB (H37RVKK11-20) was provided from Department of 
Communicable Disease, Ministry of Public Health Thailand. M. avium complex (MAC), P. aeruginosa 
(PA), E. coli (EC), S. aureus (SA) and E. faecalis (EF) were collected from Department of Pathology, 
Faculty of Medicine, Srinakharinwirot University. The clinical sputum 200 samples; 150 samples as 
positive infection of MTB and 50 samples as negative of non- MTB and other bacteria were obtained 
from Department of Pathology, Faculty of Medicine, Srinakharinwirot University and Bureau of 
Tuberculosis, Ministry of Public Health Thailand. 
 
 
2.3. Apparatus 
 
The 12 MHz AT-cut quartz crystal wafer with gold electrode was used for preparing piezoelectric 
DNA-based biosensor. The gold electrode that fabricated on the quartz crystal wafer has diameter of  
4 mm (area of gold electrode as 0.125 cm2) and thickness of 1000 Angstroms (Kyocera-Kinseki 
Company, Thailand). The in-house resonance frequency counting was used for all measurement in this 
study (Fig. 1). It was used for measuring the frequency change of the quartz crystal after the addition 
of immobilization material. The major component of this device composes of AVR-microcontroller, 
oscillation circuit and read out recorded by a computer with the aid of LabVIEW interface software. 
The frequency shifts were reported as the difference between two stable frequency values (±1 Hz) 
based on Sauerbrey equation [17]. 
 
 

 
 

Fig. 1. Piezoelectric DNA-based biosensor system. 
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2.4. Extraction and Fragmentation of Genomic DNA 
 
The samples were extracted in 1 mL DNAzol® reagent by inverting the tube several times prior to 
centrifugation at 4,000xg for 10 minutes. The DNA in supernatant was precipitated by adding 0.5 mL 
of cold absolute ethanol. The supernatant was discarded and the DNA pellet was washed twice with 
1.0 mL of 70 % ethanol by inverting the tubes 3 times. The mixture was then centrifuged at 13,000 xg 
for 5 minutes to allow DNA to settle and ethanol was removed by decanting. The genomic DNA was 
air-dried, distilled water was added and kept at 4°C, and immediately used. 
 
The quantity and purity of the DNA were investigated by measurement of the absorbance at 260 nm 
and 280 nm. 
 
Genomic DNA of partial IS6110 gene of purified MTB DNA was performed by using BstDSI 
restriction enzyme. All reactions were manipulated in 50 µL containing genomic DNA in 5 µL of 10X 
buffer, and 10 units of BstDSI restriction enzyme. Sterile distilled water was added to adjust volume to 
50 µL. The BstDSI digestion was allowed to proceed at 37 °C for 14 hours. The reaction was 
inactivated by heating at 65 °C for 20 minutes immediately used. 
 
 
2.5. Preparation of Piezoelectric DNA-based Biosensor 
 
The method used to prepare DNA sensor in this study was modified by Zhou and colleague [7]. 
Initially, the gold electrode surface was cleaned with hot Piranha solution consisting of H2O2 (30 %) 
and H2SO4 in a 1:3 ratio for 30 seconds. The crystals were thoroughly washed with distilled water, and 
air-dried. The initial resonance frequency ( 0f ) was recorded as the baseline. The cleaned quartz crystal 

was soaked in the optimal concentration of 3-mercaptopropionic acid or MPA (Sigma, USA) ethanolic 
solution for 1 hour, rinsed with absolute ethanol, washed with distilled water, and air-dried. To activate 
the monolayer, 10 µL of 200 mM 1-ethyl-3(3-dimethylaminopropil) carbodiimide or EDC (Fluka, 
Switzerland) aqueous solution was placed on the surface. Then, 10 µL of 50 mM  
N-hydroxysuccinimide or NHS (Fluka, Switzerland) aqueous solution was immediately added and left 
to react on the surface of gold electrode to form MPA monolayer for 30 minutes followed by water 
rinsing and air-dried. An aliquot of 10 µL containing the optimal concentration of avidin (Sigma, 
USA) in HEPES buffer (0.05 M HEPES, 0.2 M NaCl, pH 7.5) was placed on the electrode surface for 
at least 1 hour before washing, air-drying, and measuring for the resonance frequency ( 1f ). The 
residual carboxyl groups on gold surface were blocked by 1 mM ethanolamine for 30 minutes. 
 
After rinsing the quartz crystal with distilled water, 5’- biotinylated probe was immobilized by interact 
with avidin for 20 minutes. The quartz crystal was rinsed with immobilization buffer and distilled 
water respectively, the resonant frequency ( 2f ) was measured as the amount of added DNA probe. 
Then, the quartz crystal was exposed to a 1 mM ethanolamine HCl (Fluka, Switzerland) for 30 min, 
rinsed with distilled water and immobilization buffer (300 mM NaCl, 20 mM Na2HPO4, and 0.1 mM 
EDTA, pH 7.4). 
 
 
2.6. DNA Hybridization 
 
The DNA hybridization was performed by adding 10 µL of the synthetic complementary DNA target 
on to the surface of Au/MPA/EDC/NHS/avidin/DNA biotinylated probe quartz crystal. The 
hybridization reaction was left for 20 minutes at room temperature. Each quartz crystal was washed 
well with hybridization buffer (150 mM NaCl, 20 mM Na2HPO4, and 0.1 mM EDTA, pH 7.4) to 
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remove the unbound oligonucleotides followed by washing with distilled water, and air-dried. The new 
frequency ( 3f ) was recorded. The frequency shift ( f = 2f - 3f ) was related to the amount of target 

DNA hybridized to the DNA biotinylated probes immobilized on the quartz crystal surface. 
 
 
2.7. Optimization of Quartz Crystal for Detections 
 
Self assembly monolayer of MPA on gold surface of quartz crystal was performed at room 
temperature for 1 hour by placing various concentration of MPA solution. The concentration of MPA 
at 0, 1, 5, 10, 15, and 25 mM were applied on the gold surface. Then, 10 µL each of EDC and NHS 
were consecutively placed over the gold surface to activate the monolayer. Ten microlitters of  
0.2 mg/mL avidin was applied over this activated gold surface at room temperature for 1 hour. The 
frequency change was measured after the surface was completely dry. 
 
Each avidin solution at the concentration of 0, 0.025, 0.05, 0.1, 0.15, and 0.2 mg/mL was placed on the 
optimal MPA modified quartz crystal at room temperature for 1 hour. Then, the different of resonant 
frequency was monitored for effectiveness of avidin immobilization. The lowest concentration of 
avidin giving the highest change of resonant frequency was optimized. 
 
The concentration of DNA biotinylated probe at 0, 0.5, 0.75, 1, 1.5, and 2 μM were selected to study 
the optimal concentration for probe immobilization. Each concentration was applied on the quartz 
crystal at room temperature for 20 minutes with avidin binding to MPA/EDC/NHS monolayer. Then, 
the resonant frequency of crystal was read to evaluate the amount of immobilized probe. 
 
 
2.8. Study of the Responses of the Synthetic Complementary DNA Target 
 
The optimum concentrations of MPA, avidin, and DNA biotinylated probe were applied for 
preparation of quartz crystal sensor. The different concentrations of the synthetic complementary 
oligonucleotide to the probe immobilized on the quartz crystal were performed for hybridization assay 
at room temperature for 20 minutes. This experiment used oligonucleotide target at the concentration 
of 0, 0.25, 0.5, 0.75, 1 and 2 µM, respectively. The experiment was tested for optimization of 
piezoelectric biosensor. 
 
 
2.9. Development of Hybridization Assay 
 
Generally, simple thermal treatment of bacterial target DNA is sufficient to give a significant 
analytical signal when amplified bacterial DNA fragment is used in DNA biosensor technique. But this 
treatment was not enough for non-amplified genomic DNA because of reannealing of bacterial target 
DNA. Minnuni and colleague [7, 18] used the blocking oligonucleotides for blocked the bacterial 
target DNA after simple thermal treatment. This method increases the efficiency of hybridization 
between DNA probe and non-amplified genomic DNA. The DNA target enhanced signal by using  
0.1 mg/mL avidin capture biotin at 3’-end of block 1 primer (1 μM). 
 
The optimal concentration of the DNA targets loaded into the piezoelectric biosensor was determined. 
The amount of 0.5, 1, 5, 10, 20, and 30 µg/ml of digestion DNA target were diluted in hybridization 
buffer to a total volume of 10 µL before being added into the biosensor system. 
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2.10. Detection of Genomic DNA Target 
 
The piezoelectric DNA-based biosensor in this study for identification of MTB, 150 AFB positive and 
50 AFB negative from sputum samples were detected individually using the piezoelectric biosensor 
assay and PCR technique by using primer from PCR targeting 123 bp of IS6110 gene which reported 
the highest sensitivity and specificity in diagnosis of tuberculosis in clinical samples [16]. 
 
 
2.11. Statistical Analysis 
 
Each experiment was performed triplicate with different piezoelectric devices. All data were presented 
as the mean ± standard deviation (S.D.). 
 
 
3. Results 

 
3.1. Optimization of Quartz Crystal for Detections 
 
The optimum amount of MPA on the surface of quartz crystal was shown in Fig. 2A. It was found that 
the highest frequency change was obtained at 15 mM of MPA. 
 
The optimum amount of avidin on the quartz crystal was shown in Fig. 2B. The data revealed that the 
range of optimum concentration of avidin could be 0.1 – 0.2 mg/mL. However, the higher amount of 
avidin (0.2 mg/mL) showed no longer increase in immobilized mass. 
 
The optimization of DNA biotinylated probe concentration was shown in Fig. 2C. The highest 
frequency change was obtained from 1.5 μM of probe. 
 
 
3.2. Study of the Responses of the Synthetic Complementary DNA Target 
 
Fifteen mM of MPA, 0.1 mg/mL of avidin, and 1.5 μM of DNA biotinylated probe were applied in 
process of preparation of piezoelectric DNA based biosensor. The result revealed that the optimal 
frequency change was obtained when the amount of synthetic complementary oligonucleotide was  
1 μM (Fig. 2D). 
 
 
3.3. Development of Hybridization Assay 
 
MTB (H37RVKK11-20) was chosen for studying the denaturation method plus primer blocking 
compared primer blocking capture with avidin (0.2 mg/mL). All samples were hybridized with 1.5 µM 
of 5’-biotinylated probe for 20 minutes at room temperature. After air dried, the frequency shift of 
each denaturation method (n=3) was presented as mean ± S.D. as seen in Fig. 3. The frequency shift of 
thermal treatment plus primer blocking capture with avidin (0.2 mg/mL) was higher than the frequency 
shift of thermal treatment plus primer blocking only. 
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Fig. 2. Optimization of piezoelectric biosensor. (A), The frequency shift were avidin immobilization after MPA 
monolayer forming. (B), the frequency changes were monitored after various concentrations of avidin were 
covalently bound on the surface. (C), the frequency changes were monitored after various concentrations of 
probe immobilized on the surface and (D), after the synthetic complementary target DNA hybridized with the 
probe. The experiments were independently performed for 3 times. 

 
 

 
 

Fig. 3. The frequency shifts were monitored after target of BstDSI-digestion MTB genomic DNA by using 
blocking oligonuclotide ( ), and blocking oligonuclotide capture with avidn ( ) at indicated concentrations were 
used. Means and SD ranges were presented as bars for the frequency shift from each concentration. 
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3.4. Evaluation of Piezoelectric DNA-based Biosensor System Specificity 
 
The specificity was detected by using MTB, MAC, PA, EC, SA, and EF. The hybridization buffer was 
the negative control (BK). All samples were denatured genomic DNA digestion by thermal 
denaturation plus primer blocking capture with avidin (0.2 mg/mL) and hybridized with 1.5 µM of 
biotinylated probe for 20 minutes at room temperature. After air-dried, the frequency change of each 
sample (n=3) of denaturation methods was presented as mean ± S.D. as seen in Fig. 4. The NC gave 
the lowest frequency change. MTB gave frequency changes with higher frequency change than of 
MAC, PA, EC, SA, and EF of denaturation plus primer blocking capture with avidin methods. 
Therefore, the thermal denaturation plus blocking capture avidin for preparation of target DNA can 
differentiate MTB from MAC and other microorganism. 
 
This result, the frequency change of MTB is lower than the frequency shift of MAC and other 
microorganism. This result was the similar to reported previous study [5, 6, 17] which used IS6110 
gene target for detection of MAB by PCR technique. The specific IS6110 gene target was used to 
differentiate MTB from non-MTB. The result showed that MAC had no cross hybridization to MTB as 
shown with non-significant change in frequency signal in the Fig. 4. 
 
 

 
 

Fig. 4. Specificity test of DNA-piezoelectric biosensor on BstDSI-digested DNA of MTB (positive control), 
MAC and other microorganisms (negative control) against hybridization buffer (BK). 

 
 
3.5. Direct Detection of DNA Target from Clinical Specimens 
 
BstDSI-digested genomic DNA from 150 specimens of MTB and 50 specimens of MAC and other 
microorganism were tested by using piezoelectric biosensor in comparison to the result of PCR 
technique (Table 1). The PCR targeting 123 bp of IS6110 was analyzed by using gel electrophoresis to 
confirm the successful amplification of PCR products (not data shown). The data revealed that the 
results obtained from piezoelectric biosensor were corresponded to those of PCR techniques. However, 
the detection of MTB IS6110 gene by using this specific piezoelectric DNA based biosensor provides 
many advantages including the label free DNA hybridization reaction (no toxic compounds are 
required, i.e. ethidium bromide). 
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Table 1. Samples identified with piezoelectric DNA-based biosensor, tested with specific sensors  

carrying the IS6110 gene probes compared with the PCR method. 
 

 
 
 
4. Discussions 
 
The piezoelectric biosensor method is a well established technique for the measurement of the mass 
changes that are based on the relationship between changes in mass of materials attached to the crystal 
and oscillation frequency of the crystal. The DNA-piezoelectric biosensor was selected on the basis of 
the successful achievement of DNA hybridization for the rapid direct detection of genomic DNA of 
IS6110 gene MTB. 
 
There are two major issues that must be dealt with in order to produce a sensitive and specific DNA-
piezoelectric biosensor for detection of the target of interest: (i) the immobilization of DNA probe on 
the quartz crystal and (ii) the optimization of experimental conditions to minimize nonspecific 
hybridization. In this study, the DNA biotinylated probe immobilization was attached on avidin via 
MPA formed self assembly monolayer to the gold surface. Immobilization not only helps in forming 
the required close proximity between the biomaterial and the transducer, but also helps in stabilizing it 
for the reuse [20]. This immobilization technique is widely reported to be one of the most efficient and 
simple immobilization methods available [7, 21]. 
 
The efficiency of piezoelectric DNA based biosensor was checked by using Sauerbrey equation [17]. 
The advantage of the DNA piezoelectric biosensor is that it could simultaneously measure the 
frequency shift and the mass change. At the step of washing, quartz crystals must not be over rinsed 
since this could deteriorate the surface of gold electrode. The concentrations of MPA, avidin, and 
DNA biotinylated probe immobilized onto the quartz crystal had been determined for the optimal 
conditions ( Fig.2A, 2B, and 2C). The excess of MPA led to saturation response of the avidin 
immobilization or the steric hindrance of MPA to avidin immobilization. Whereas, the excess of avidin 
immobilization can produce the saturation response of the avidin immobilization or interfere by the 
steric hindrance for the hybridization between DNA probe and synthetic complementary DNA target 
in Fig. 2D. 
 
The detection of genomic DNA target by using a quartz crystal piezoelectric normally has less 
probability to hybridize with DNA probe due to the steric hindrance effect of DNA secondary structure 
and lower amount of specific DNA sequence than the detection limit of general analytical technique. 
The alternative solution to solve this problem is restricted enzymatic digestion of the DNA samples 
without any previous amplification step to separate small DNA fragments [19, 22]. 
 
The frequency shift was reported as the difference between two stable frequency values based on 
Sauerbrey equation [17]. The calculations suggested that a frequency change of 1 Hz corresponds to a 
mass increase of 0.38 ng/cm2 for 12 MHz AT-cut. The limit detection of this DNA based sensor was 
0.5 μg/mL genomic DNA digestions, the observed frequency shift was 78±3.4 Hz. 
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However, non-amplified genomic DNA, the blocking oligonucleotides were capped with avidin 
enhancement in this denaturation step in Fig. 3. This blocking can prevent the reannealing of single-
stranded DNA to increase the efficiency of DNA target hybridization. Therefore, the blocking 
oligonucleotides were used for development of DNA target hybridization. The thermal plus blocking 
oligonucleotides capture with avidin (0.2 mg/mL) gave the frequency shift (in decreasing the resonant 
frequency) higher than thermal denaturation plus blocking primer only. This result shows the similarity 
with previous studies [7, 18] which the thermal plus blocking oligonucleotides gave the frequency shift 
higher than the frequency shift of thermal denaturation only. 
 
The amount of non-amplification (DNA target) could effect the determination of specific IS6110 gene 
sensor. The dilutions of digested genomic DNA could be performed to reach the appropriate 
concentration within the limit of this sensor. The binding of target DNA sequences was inhibited when 
an excess amount of target DNA sequence complementary to the DNA probe. This is due to the 
formation of double-stranded in the solution by the two single strands of the DNA target at high 
concentration. Hence, blocking oligonucleotides were used for protection of the DNA fragments form 
self-assembly. The specificity of specific IS6110 gene sensor is also an important key for this 
determination. 
 
This result, the frequency shift of MTB is lower than the frequency change of MAC and other 
microorganism in Fig. 4. This result was the similar to reported previous study [16] which used IS6110 
gene target for detection of MTB by PCR technique. The specific IS6110 gene target was used to 
differentiate MTB from non-MTB. 
 
The direct detection of 150 AFB positive was decreased in frequency value (Hz) after the 
hybridization reaction with DNA probe. The interaction with 50 of AFB negative samples did not 
result in a significant measurable frequency and also did not observe the band of PCR amplicon. The 
data revealed that the results obtained from piezoelectric biosensor were corresponded to those of PCR 
techniques in Table 1. It can be concluded that specific IS6110 gene sensor with DNA probe had high 
specificity for detection. For the clinical samples detection, the sensitivity resulted in 100 % and 
specificity resulted in 100 % compared with the PCR assay. 
 
Upon sensitivity examination to improve the sensitivity of the tool, the modification of quartz crystal 
combine with gold nanoparticle for amplification signal will be considered. In addition, the 
determination on specific IS6110 gene piezoelectric biosensor found that non-MTB samples provided 
response frequency shift less than 1 Hz. This result is comparable to other systems, when the negative 
samples provided response less than 5 Hz [11, 21, 23]. 
 
Finally, this study can be extended to develop the new method which is sensitivity, specificity, cheap, 
easy to use, and rapid for detection of MTB in many fields of work such as clinical diagnosis, 
epidemiology study, and bioterrorist weapon survey. 
 
 
5. Conclusions 
 
The piezoelectric DNA-based biosensor appears to be a suitable and convenient tool for monitoring 
hybridization of complementary stands of oligonucleotides compared to other biosensor methods. 
Label free is the principle feature of the piezoelectric DNA-based biosensor which could directly 
detect the target DNA specimens without PCR amplification. The method demonstrated the sensitivity 
and specificity of the detection. The addition of blocking oligonucleotides in denaturation step can 
improve the hybridization efficiency of direct detection of non-amplified genomic DNA at 
concentration as low as 0.5 μg/mL. This sensor can be tested with IS6110 gene also for differentiation 
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of MTB from non MTB. This study will help the selection of gene which is more suitable for detection 
of MTB. 
 
Moreover, piezoelectric biosensor in liquid-flow system may be developed for improvement the time 
and tedious step of washing and drying of this sensor preparation. 
 
 
Acknowledgements 
 
This work was supported by Office of the National Research Council of Thailand (NRCT) for funding 
budget fiscal year 2008. We would like to thank Bureau of Tuberculosis, Ministry of Public Health 
Thailand for clinical specimens. 
 
 
References 
 
[1]. E. Tortoli, F. Lavinia, M. T. Simonetti, Evaluation of a commercial ligase chain reaction kit (Abbott LCx) 

for direct detection of Mycobacterium tuberculosis in pulmonary and extrapulmonary specimens, J Clin 
Microbiol., 35, 1997, pp. 2424-2426. 

[2]. A. P. Davies, L. E. Newport, O. J. Billington, S. H. Gillespie, Length of time to laboratory diagnosis of 
Mycobacterium tuberculosis infection: comparison of in-house methods with reference laboratory results,  
J Infect., 39, 1999, pp. 205-208. 

[3]. F. M. Douglas, I. C. Janis, Detection and identification of Mycobacterium tuberculosis directly from 
Sputum Sediments by Ligase Chain Reaction, J. Clin. Microbiol., 36, 1998, pp. 1028-1031. 

[4]. D. H. Shah, V. Rishendra, C. S. Bakshi, R. K. Singh, A multiplex-PCR for the differentiation of 
Mycobacterium bovis and Mycobacterium tuberculosis, FEMS Microbiology Letters, 214, 2002, pp. 39-43. 

[5]. C. N. Paramasivan, T. Kamala, D. Herbert, Appraisal of techniques for identification and characterization 
of non-tuberculosis mycobacteria, Ind J Tub, 43, 1996, pp. 67-74. 

[6]. S. Tombelli, M. Mascini, C. Sacco, A. P. F. Turner, A DNA piezoelectric biosensor assay coupled with a 
polymerase chain reaction for bacterial toxicity determination in environmental samples, Anal Chim Acta, 
418, 2000, pp. 1-9. 

[7]. X. C. Zhou, L. Q. Huang, S. F. Y. Li, Microgravimetric DNA sensor based on quartz crystal microbalance: 
comparison of oligonucleotide immobilization methods and the application in genetic diagnosis, Biosens. 
Bioelectron, 16, 2001, pp. 85-95. 

[8]. J. H. Lee, K. S. Hwang, J. Park, K. H. Yoon, D. S. Yoon, T. S. Kim, Immunoassay of prostate-specific 
antigen (PSA) using resonant frequency shift of piezoelectric nanomechanical microcantilever, Biosens 
Bioelectron, 20, 2005, pp. 2157-2162. 

[9]. B. Zhang, Q. Mao, X. Zhang, T. Jiang, M. Chen, F. Yu, W. Fu, A novel piezoelectric quartz micro-array 
immunosensor based on self-assembled monolayer for determination of human chorionic gonadotropin, 
Biosens Bioelectron, 19, 2004, pp. 711-720. 

[10]. D. L. Guillou-Buffello, G. Helary, M. Gindre, G. Pavon-Djavidb, P. Laugier, V. Migonney, Monitoring 
cell adhesion processes on bioactive polymers with the quartz crystal resonator technique, Biomaterials, 26, 
2005, pp. 4197-4205. 

[11]. J. Wang, G. Rivas, X. Cai, N. Dontha, H. Shiraishi, D. Luo, F. S. Valera, Sequence-specific 
electrochemical biosensing of M. tuberculosis DNA, Anal Chim Acta, 337, 1997, pp. 41-48. 

[12]. F. He, L. Zhang, Rapid diagnosis of M. tuberculosis using a piezoelectric immunosensor, Anal Sci., 18, 
2002, pp. 397-401. 

[13]. M. M. Mac Sweeney, C. Bertolino, H. Berney, M. Sheehan, Characterization and optimization of an optical 
DNA hybridization sensor for the detection of multi-drug resistant tuberculosis, in Proc. of IEEE Eng Med 
Biol Soc. Conf, 3, 2004, pp. 1960-1963. 

[14]. M. Diaz-Gonzalez, M. B. Gonzalez-Garcia, A. Costa-Garcia, Immunosensor for Mycobacterium 
tuberculosis on screen-printed carbon electrodes, Biosens Bioelectron., 20, 2005, pp. 2035-2043. 

[15]. H. Soini, J. M. Musser, Molecular diagnosis of mycobacterium, Clin Chem., 47, 2001, pp. 809-814. 
[16]. S. S. Negi, R. Anand, S. T. Pasha, S. F. Basir, S. Gupta, S. Khare, S. Lal, Detection of M. tuberculosis in 

clinical samples of diversified nature by IS6110 based PCR, J Commun Dis., 38, 2006, pp. 325-332. 



Sensors & Transducers Journal, Vol. 113, Issue 2, February 2010, pp. 115-126 

 126

[17]. Sauerbrey G. Use of a quartz vibrator for weighing thin layers on a microbalance, Z Phys., 155, 1959,  
pp. 206-212. 

[18]. M. Minnuni, S. Tombelli, J. Fonti, M. M. Spiriti, M. Mascini,, P. Bogani, M. Buiatti, Detection of 
fragmented genomic DNA by PCR-free piezoelectric sensing using a denaturation approach, J Am Chem 
Soc., 127, 2005, pp. 7966-7967. 

[19]. M. Minunni, I. Mannelli, M. M. Spiriti, S. Tombelli, M. Mascini, Detection of highly repeated sequences in 
non-amplified genomic DNA by bulk acoustic wave (BAW) affinity biosensor, Anal Chim Acta, 526, 2004, 
pp. 19-25. 

[20]. D’Souza S.F. Review microbial biosensors, Biosens Bioelectron., 16, 2001, pp. 337-353. 
[21]. Tombelli S, Mascini M, Turner APF, Improved procedures for immobilisation of oligonucleotides on gold 

coated piezoelectric quartz crystals, Biosens Bioelectron, 17, 2002, pp. 929-936. 
[22]. C. Yao, T. Zhu, J. Tang, R. Wu, Q. Chen, M. Chen, B. Zhang, J. Huang, W. Fu, Hybridization assay of 

hepatitis B virus by QCM peptide nucleic acid biosensor, Biosens Bioelectron., 23, 2008, pp. 879-885. 
[23]. Bunde R.L., Jarvi E.J., Rosentreter J. Piezoelectric quartz crystal biosensors, Talanta, 1998, 46,  

pp. 1223-36. 
 

__________________ 
 
 
2010 Copyright ©, International Frequency Sensor Association (IFSA). All rights reserved. 
(http://www.sensorsportal.com) 
 
 
 
 
 
 
 
 
 

 



  SSeennssoorrss  &&  TTrraannssdduucceerrss  JJoouurrnnaall  

  
  

GGuuiiddee  ffoorr  CCoonnttrriibbuuttoorrss  
  

 
 
Aims and Scope 
 
Sensors & Transducers Journal (ISSN 1726-5479) provides an advanced forum for the science and technology 
of physical, chemical sensors and biosensors. It publishes state-of-the-art reviews, regular research and 
application specific papers, short notes, letters to Editor and sensors related books reviews as well as 
academic, practical and commercial information of interest to its readership. Because it is an open access, peer 
review international journal, papers rapidly published in Sensors & Transducers Journal will receive a very high 
publicity. The journal is published monthly as twelve issues per annual by International Frequency Association 
(IFSA). In additional, some special sponsored and conference issues published annually. Sensors & 
Transducers Journal is indexed and abstracted very quickly by Chemical Abstracts, IndexCopernicus Journals 
Master List, Open J-Gate, Google Scholar, etc.    
 
 
Topics Covered 
 
Contributions are invited on all aspects of research, development and application of the science and technology 
of sensors, transducers and sensor instrumentations. Topics include, but are not restricted to: 
  
• Physical, chemical and biosensors; 
• Digital, frequency, period, duty-cycle, time interval, PWM, pulse number output sensors and transducers; 
• Theory, principles, effects, design, standardization and modeling; 
• Smart sensors and systems; 
• Sensor instrumentation; 
• Virtual instruments; 
• Sensors interfaces, buses and networks; 
• Signal processing; 
• Frequency (period, duty-cycle)-to-digital converters, ADC; 
• Technologies and materials; 
• Nanosensors; 
• Microsystems; 
• Applications. 
 
 
Submission of papers 
 
Articles should be written in English. Authors are invited to submit by e-mail editor@sensorsportal.com 8-14 
pages article (including abstract, illustrations (color or grayscale), photos and references) in both: MS Word 
(doc) and Acrobat (pdf) formats. Detailed preparation instructions, paper example and template of manuscript 
are available from the journal’s webpage: http://www.sensorsportal.com/HTML/DIGEST/Submition.htm Authors 
must follow the instructions strictly when submitting their manuscripts.  
 
 
Advertising Information 
 
Advertising orders and enquires may be sent to sales@sensorsportal.com Please download also our media kit: 
http://www.sensorsportal.com/DOWNLOADS/Media_Kit_2009.pdf 




