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Abstract: A CO2 laser has the advantages of being high in power and having many laser lines in the 
9–11 µm infrared region. Thus, a CO2 laser photoacoustic spectrometer (PAS) can have a multi-
component measurement capability for many gas compounds that have non-zero absorption 
coefficients at the laser lines, and therefore can be applied for measuring several volatile organic 
compounds (VOCs) in the human breath. We have developed a CO2 laser PAS system for detecting 
acetone in the human breath. Although acetone has small absorption coefficients at the CO2 laser 
lines, our PAS system was able to obtain strong photoacoustic (PA) signals at several CO2 laser lines, 
with the strongest one being at the 10P20 line. Since at the 10P20 line, ethylene and ammonia also 
have significant absorption coefficients, these two gases have to be included in a multi-component 
measurement with acetone. We obtained the lowest detection limit of our system for the ethylene, 
acetone, and ammonia are 6 ppbv, 11 ppbv, and 31 ppbv, respectively. We applied our PAS system 
to measure these three VOCs in the breath of three groups of subjects, i.e., patients with lung cancer 
disease, patients with other lung diseases, and healthy volunteers. 
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1. Introduction 

In the last several decades, the gas chromatography - mass spectrometry (GC-MS) method has 
become the common method used for the study of the volatile organic compound (VOC) in the 
human breath [1,2]. Unfortunately, the GC-MS method is considered not practical, needs thorough 
sample preparation and experts for operation [3]. It method is also unreliable for detecting gas 
concentration less than ppbv. Moreover, the detection of these VOC gases needs to be performed in 
a one-time setup for several gases, which is difficult to be realized in the GC-MS method. These 
reasons motivate many scientists to develop more practical and highly sensitive tools for detecting 
VOCs in human breath. Some of those tools are enhancement and perfection of the mass spectroscopy 
methods, like the Selected Ion Flow Tube (SIFT)-MS [4,5], and the Proton Transfer Reaction (PTR)—
MS [6]. Other use different approach, like the laser spectroscopy method, that uses the 
electromagnetic radiation absorption of the targeted gas compound. The sensitivity of the detection 
in the laser spectroscopy method can be increased using some methods, like Multi-pass Cell 
Spectroscopy [3], Cavity Ring-Down Spectroscopy (CRDS) [7], and Photo Acoustic Spectroscopy [8]. 

Photoacoustic spectroscopy (PAS) method is considered to be reliable in detecting trace gases 
directly with simple sample preparation [9]. PAS is based on the concept of generating acoustic 
pressure waves from certain targeted gas molecules [9]. The molecules absorbed electromagnetic 
radiation and released the energy in the form of collisions to other surrounding molecules, and this 
will then heat the surrounding gas. Modulating the electromagnetic radiation at acoustic frequency 
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will modulate the heat at the same frequency and thus creating acoustic pressure waves, which can 
be detected using microphones. In order to increase the sensitivity of the microphone detection, the 
whole process of acoustic pressure waves generation should take place inside an acoustic resonance 
cell, i.e., the photoacoustic cell. If the modulated acoustic waves have the same frequency as the 
resonance frequency of the PA cell, the acoustic signal detected by the microphone will increase. The 
targeted gas may have large absorption coefficients at certain characteristic wavelengths, thus by 
using radiation source whose wavelength is match with the characteristic wavelength of the targeted 
gas, one can selectively detect the targeted gas compound. For the infrared spectrum region, these 
characteristic wavelengths correspond to the vibrational frequencies of the gas compound. The 
produced PA signal is proportional to the targeted gas concentration, the gas absorption coefficient, 
and the power of the radiation source. Even though usually one uses the characteristic wavelength 
of the targeted gas, it is actually possible to use other wavelength to produce the PA signal, as long 
as the gas has non-zero absorption coefficient at that wavelength. But in this case, the selectivity 
capability is loss. 

In the last two decades, there have been many studies on the PAS method with various radiation 
sources for detecting several VOCs in human breath. Among the radiation sources for the PAS 
system, the CO2 laser has many advantages of being high in power with many easily tunable laser 
lines in the infrared region. There are several reports on the measurement of VOCs in the human 
breath using a CO2 laser PAS system, especially for measuring ethylene and ammonia [10–17]. Those 
are because the ethylene and ammonia have strong absorption coefficients at several CO2 laser lines. 
Ammonia is one of the major compound in the human breath, with a typical concentration in human 
breath around 422–2389 ppbv [18]. An increased concentration of ammonia in the human breath is 
thought to be related to several diseases like a renal failure [19], liver dysfunction [20], and 
Alzheimer’s disease. Dumitras, et. al. have measured the absorption coefficient of ammonia at several 
CO2 laser lines, with the largest is α = 57.12 cm−1 atm−1 at 9R30 line [12]. Unlike ammonia, ethylene 
occurs in smaller amounts in the human breath, but its concentration in a healthy human can reach 
several tens ppbv [21]. The trace of ethylene has been measured using the CO2 laser PAS system for 
many applications because one of the strongest absorption coefficients of ethylene coincides with the 
CO2 laser line, i.e., the 10P14 where α = 30.4 cm−1 atm−1. An increase in ethylene breath concentration 
is linked to oxidative stress in a person, like in patients on hemodialysis [16], inflammatory disorder 
[22], and ultraviolet damage of the skin [23]. This ethylene production has been attributed to the lipid 
peroxidation [22]. 

A multicomponent detection of breath VOCs using the CO2 laser PAS system was first done by 
Popa et al., who have measured ammonia and ethylene from patient breath with renal failure [15]. 
Recently, Popa et al. have used a CO2 laser PAS system for multi-component detection of carbon 
dioxide, ammonia, ethanol, methanol, and ethylene in the mouth breathing vs nasal breathing study 
[24]. Ammonia, ethanol, methanol, and ethylene are among major VOCs in human breath with a 
typical concentration of up to 100 ppbv. Besides these four gases, other major breath VOCs with 
typical concentration up to 100 ppbv are methane, hydrogen sulfide, carbon monoxide, acetone, and 
isoprene. Base on IR spectrum data from NIST [25], among these other VOCs, acetone has significant, 
although small absorption coefficient at the CO2 laser lines. Acetone has a characteristic absorption 
coefficient α = 0.27 cm−1 atm−1 (calculated from acetone infrared absorbance spectrum in [25]) at the 
wavelength of 9.166 µm, corresponds to a weak 9R42 line of the CO2 laser. In the 10–11 µm region, 
acetone has a small but non-zero absorption coefficient around α = 0.1 cm−1 atm−1 [25]. Together with 
its large typical concentration in the breath, acetone should be detectable using the CO2 laser PAS 
system. 

There have been many studies regarding acetone concentration in the human breath. Turner, et 
al., using the SIFT-MS method, measured the breath acetone concentrations in the healthy human, 
the breath acetone concentration in healthy person falls in the range 148 to 2744 ppbv [26]. Schwarz et 
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al. have studied the variations of breath acetone concentrations with age, gender and body-mass 
index (acetone concentration range: 281 ppbv to 1246 ppbv for subjects with no dietary control) [27]. 
Spanel et al. have shown that breath acetone has a wide variation of concentration due to diurnal 
increase and varying diet [28]. With this wide variation of concentration in human breath, it is 
debatable whether acetone can be used as a biomarker of some disease. 

Nevertheless, breath acetone has been considered as a potential biomarker of some diseases. For 
example, it is known that there is a significant increase of acetone concentration in the breath of a 
patient with diabetes [29,30], There have been many studies using many methods for detecting 
acetone in human breath. Among those many methods, only Tyas et al. that has reported the use of 
CO2 laser PAS for measuring breath acetone concentration, where they measured the acetone 
concentration in the breath of a patient with type II diabetes mellitus, and obtained increased acetone 
concentration on the breath of type II diabetes mellitus patients with acetone concentration in the 
range of 1.01–1.62 ppmv compared to 0.15–0.85 ppmv in the healthy group [31]. Another interesting 
case is the acetone concentration in the breath of a patient with a lung cancer disease. There are 
various conflicting reports in the literature about the concentration of acetone in the breath of lung 
cancer patients. Bajtarevic et al. reported that the acetone concentration in the breath of lung cancer 
patients is somewhat less than in healthy patients [32]. Oppositely, Ulanowska et al. reported that the 
acetone concentration is relatively high in the breath of lung cancer patients compared to healthy 
patients [33]. Kischkel et al., on the other hand, reported a significantly larger acetone concentration 
in the breath of lung cancer patients compared to the smokers, but not significantly larger compared 
to the healthy patient [34]. 

In this paper, we present our study of using CO2 laser PAS system to detect acetone, and its 
application for detecting breath acetone in the lung cancer patients. Even though acetone has some 
large absorption coefficient at the 9R42 CO2 lines, we did not use this line for detecting acetone, since 
at that line the ethanol and methanol have strong absorption coefficients also (α = 2.0 cm−1 atm−1 and 
0.1 cm−1 atm−1, respectively [25]), moreover, the 9R42 CO2 laser line had relatively low power. Instead, 
we used the strongest line of the CO2 laser, i.e., the 10P20 lines for detecting acetone. Since at 10P20 
ammonia and ethylene also had strong absorption coefficients (α = 0.2 cm−1 atm−1 and 1.84 cm−1 atm−1, 
respectively [12,35]), we included these two gases in a multicomponent measurement together with 
the acetone. We chose the 10R14 and 10P14, where the ammonia and ethylene had strong absorption 
coefficients [12,35], while other major breath compounds had relatively small ones [25]. In the 
measurement of a sample that has many compounds like in the breath sample, one has to include all 
compounds that have non zero absorption coefficients at the laser lines that being used. The PA signal 
recorded at a line comes from the PA signal contribution from several gas compounds. For N gas 
compounds with a non zero absorption coefficient, one needs at least N laser lines where the N gas 
should have different absorption coefficients on those laser lines. 

This study aims to show the possibility of detecting acetone, using the CO2 laser PAS system, 
together with ethylene and ammonia in a multi-component measurement setup, with its real-life 
application in the detection of breath acetone from lung cancer patients. Ethylene and ammonia in 
the breath are not directly related to lung cancer disease. Their inclusion in the measurement was 
required by the multicomponent PAS method, as described above. 

As a comparison we also took breath samples from patients who have other lung diseases and 
from healthy patients (confirmed by their medical record). We only used a limited number of patients 
for this study: eleven patients who have lung cancer disease, nine patients who have other lung 
diseases, and ten healthy volunteers. The lung cancer patients were selected from the lung cancer 
patients of the Sardjito Hospital that did not have other lung disease. They did not have diabetes, 
renal disease, or inflammatory disorder. The patients who had other lung disease had bronchitis, 
pneumonia, or asthma, with no known additional chronic diseases. All non-healthy subjects were 
patients of Dr. Sardjito Hospital in Yogyakarta, Indonesia, and the ethical committee of Dr. Sardjito 
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Hospital approved this study. Due to a limited number of patients and volunteers involved, this 
study was not aimed to show acetone as a potential biomarker for lung cancer. 

2. Materials and Methods 

The schematic of our lab-built CO2 laser PAS system is shown in Figure 1. The three main 
components of the system include the CO2 laser system, the photoacoustic (PA) cell system, and the 
electronics system (lock-in amplifier and the data acquisition interface). 

 
Figure 1. Schematic of the CO2 laser photoacoustic spectrometer. 

Our CO2 laser was an axial flowing type gas laser, operating on a continuous wave mode at a 
tunable frequency using a grating, emitting radiation from many CO2 lines in the 9–11 µm regions. 
The CO2 laser used He, N2, and CO2 gases as active laser components, that were kept at a pressure of 
30 mbar, 50 mbar, and 50 mbar, respectively. A power supply (HCN 350-20.000) was used to create 
an electrical discharge to excite the active laser gases. To optimize the laser power, there were several 
factors to be considered, namely setting the laser tube position alignment with the PA cell, controlling 
the composition ratio of the active ingredient of the CO2 laser, i.e., He, N2, and CO2, and the voltage 
and current regulation of the CO2 laser operation. For the laser operation, the current is set at 14.79 
mA and the voltage at 9.61 kV with a negative polarity. 

We used a PA cell with an intra-cavity setup where the cell was put inside the laser resonator. In 
this way, the laser light passed the PA cell several times, increasing the chance of laser light 
absorption by the gases inside the cell. The PA cell geometry was an H-type cylinder with a buffer at 
both ends that had windows positioned at a Brewster angle. The cylinder length was 100 mm, with 
its diameter was 6 mm. The buffer length was 50 mm, and its diameter 20 mm. Three microphones 
(Knowles EK 3033) were positioned in the middle of the cylinder symmetrically flushed on the 
cylinder wall. A chopper was placed in front of the CO2 laser tube to modulate the laser radiation. 
The chopping frequency of the chopper should be set to match the acoustic resonance frequency of 
the PA cell. The three microphones in the PA cell were connected to the lock-in amplifier (EQ & G 
model 5210) to amplify the signal with the same frequency of the chopper. A Zn Se lens was 
positioned in between the chopper and the PA cell, for focusing the laser beam into the PA cell. At 
the far end of the PA cell, after an outcoupling mirror, we positioned a power meter (OPHIR model 
AN2), for measuring the laser power. 

Before applying the PAS system for measuring the VOCs concentration in the human breath, we 
conducted the calibration and characterization of the PAS system. These included: Scanning the CO2 
laser lines to find the suitable line for acetone, ethylene, and ammonia; plotting the resonance curve 
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to find the resonance frequency and the quality factor, i.e., the Q value of the PA cell; measuring the 
noise and the background signal; plotting the linearity curves of the PA signal versus the acetone, 
ethylene, and ammonia concentrations; and determining the lowest detection limit. As a reference 
standard, the various concentration of acetone, ethylene, and ammonia gases were obtained from the 
standard dilution process. The ethylene gas was provided by a certified local gas supplier, supplying 
a standardized concentration with a 99.95% purity. The acetone and ammonia gases were obtained 
from the standard solutions being vaporized. We performed a standard dilution procedure for those 
three gases to obtain different concentrations of the gases. 

The volunteer’s breath was taken by asking them to exhale using their mouth into a container 
bag (Tedlar bag). Prior to the breath sample taking, the patients were required to not be taking any 
medication or drug on that day and to not eat anything for at least one hour before the samples were 
taken. All samples were then taken to the lab where measurements of acetone, ethylene, and 
ammonia concentrations were taken using the PAS system. Each breath sample was passed through 
the KOH and CaCl2 scrubber to remove the CO2 and the water vapor from the sample. The breath 
gas was then flown into the PA cell for the PA signal measurement after passing through the scrubber. 

3. Results and Discussion 

The scanning result of the CO2 laser wavelength with the acetone gases flowing inside the PA 
cell tube is shown in Figure 2. From Figure 2, it seems that there were several large PA signals at 
almost all the 10 µm region of the CO2 laser lines. The largest PA signal in Figure 2 corresponds to 
the CO2 laser line 10P20, i.e., at the wavelength of 10.59 µm. 

The PA signal would be strong if the generated acoustic signal matched the resonance frequency 

of the PA cell. Therefore, the frequency modulation or the chopper frequency should be set at the 

acoustic resonance frequency of the PA cell, which can be found from the PA resonance curve. To 

produce the PA resonance curve, we filled the PA cell with one of the standard gases to be detected 

and set the laser grating to the respective line correspond to the strongest PA signal of the gas. The 

chopper frequency was then varied, and the PA signal was detected and measured by the 

microphone. The measured PA signal was normalized concerning laser power. 

 
Figure 2. The scanning result of the photoacoustic (PA) signal of the acetone 

Figure 3 shows the resonance curve of the PA cell using acetone as the standard gas, which has a 
resonance frequency at (1650 ± 5) Hz. The same resonance frequency is also found in the case of 
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ethylene and ammonia. The Q value can be obtained from the resonance curve. The greater the Q 
value, the better the photoacoustic cell [36]. The quality factor can be used as a measure of the power 
loss during the production of the standing waveform from the acoustic waves of every wave cycle 
[37]. The loss occurs typically as the result of heat conduction and viscosity. In some experiments, 
loss factor may also result from small leaks on the microphone’s installation joint or other sources, 
diminishing the value of Q factor [37]. From Figure 3, we found the quality factor for the acetone gas 
at line 10P20 is (27 ± 4). For the other two gases, the ethylene at line 10P14, and the ammonia at line 
10R14, we found the Q values are (31 ± 6), and (45 ± 10) respectively. 

 
Figure 3. Acetone gas PA signal resonance curve at line 10P20. 

The noise in the instrument comes mainly from the electronics, i.e., from the microphones and 
the lock-in amplifier. To measure the noise, we ran the instrument with the CO2 laser is off, and no 
gases in the PA cell. We measured the noise by measuring the signal from the microphone picked up 
by the lock-in amplifier, with only electronics running. The noise measured at the resonance 
frequency was 0.31 μV/√Hz. This noise determined the lowest detection limit of gas once we got 
the linear calibration factor and converted the normalized noise voltage into the gas concentration. 

To measure the background signal, the PA cavity was filled with inert gas concerning the CO2 
laser (i.e., the N2). With the CO2 laser running, and the chopper set at the resonance frequency of the 
PA cell, we measured the background acoustic signal detected in the microphone. This background 
signal came primarily from the laser power absorption in the PA cell windows. We obtained the 
background signal normalized to the laser power for the line 10P14, 10P20, and 10R14 were 3.79 
µV/W, 4.31 µV/W, and 4.52 µV/W, respectively. These background signals were subtracted from any 
PA-signal measurement in those laser lines. 

Our PAS system is capable of doing a multi-component measurement, where there is a mixture 
of several gases inside the PA cell. In this multi-component setup, for each laser line, the generated 
PA signal is the linear sum of the PA signal from several trace gas components. Thus, the normalized 
PA signal (the PA signal divided with the laser power for that line) can be written as [38] ሺ𝑉/𝑃ሻ௜ = ∑ 𝐾௜௝𝐶௝ே௝ୀଵ , (1) 

where ሺ𝑉/𝑃ሻ௜ is the normalized PA signal for the i-th laser line, 𝐶௝ is the concentration of the j-th 
trace gas, and 𝐾௜௝  is the linear calibration factor, which is proportional to the PA absorption 
coefficient of the j-th trace gas at the i-th laser line times the PA cell responsivity. 

To obtain the multi-component matrix calibration, we plotted the linear response of the PA 
signal concerning the gas concentration. The CO2 laser was set at the main absorption line for one of 
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the gas, and the PA signal was then measured for the various concentration of the three gases. The 
linearity curve of ethylene, acetone, and ammonia gas for the PA signal at 10P14, 10P20, and 10R14, 
respectively, are given in Figure 4 (there are other linearity curves for each laser line concerning the 
other two gases that we do not show in the figures). The slopes of the linearity curves were then used 
to construct the multi-component matrix calibration. 

 
Figure 4. Linearity curves for the normalized PA signal versus ethylene, acetone, and ammonia 
concentration at 10P14, 10P20, and 10R14 lines, respectively. 

The gradients of the linear relation between the normalized PA signal and the gas concentration 
were used to obtain the calibration factor Kij in Equation 1. We obtained the following relation 

ቌሺ𝑆/𝑃ሻଵሺ𝑆/𝑃ሻଶሺ𝑆/𝑃ሻଷቍ = ൥0.186 0.007 0.00110.011 0.058 0.0040.003 0.0007 0.019 ൩ ൭𝐶ଵ𝐶ଶ𝐶ଷ൱, (2)

where (S/P)1, (S/P)2, and (S/P)3 are the normalized PAS signal for the 10P14, 10P20, and 10R14 lines, 
respectively (in mV/W). While C1, C2, and C3 are the concentration of the ethylene, acetone, and 
ammonia gases, respectively (in ppbv). Inverting the matrix in Equation (2) above, we have the 
relation for the gas concentration as a function of the measured normalized PA signal, as follows 

൭𝐶ଵ𝐶ଶ𝐶ଷ൱ = ൥ 5.416 −0.614 −0.171−1.011 17.40 −3.972−0.704 −0.557 52.80 ൩ ቌሺ𝑆/𝑃ሻଵሺ𝑆/𝑃ሻଶሺ𝑆/𝑃ሻଷቍ. (3)

Equation (3) can be used to determine the concentration of ethylene (𝐶ଵ ), acetone (𝐶ଶ ), and 
ammonia (𝐶ଷ ) in each breath sample, based on the measured normalized PA signals. The CO2 laser 
is then tuned into line 10R14, 10P14, and 10P20 for the measurement of each sample to get the 
corresponding PA signal. For each line, the measured PA signal (after amplified by the lock-in 
amplifier) and the laser power will give us the normalized PA signal (S/P = PA signal over laser 
power). The normalized PA signal is then used to obtain the acetone, ethylene, and ammonia 
concentration of the breath gas samples. Using the matrix in Equation (3) and the noise level obtained 
above, we found the lowest detection limit for ethylene is 6 ppbv, for acetone is 11 ppbv, and for 
ammonia gas is 31 ppbv. 
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Figure 5. The means and the standard deviations of the ethylene, acetone, and ammonia 
concentrations for all patients in the three groups. 

The means and the standard deviations of the ethylene, acetone, and ammonia concentrations 
for all subjects in the three groups are presented in the form of graphics in Figure 5. We performed 
the Student’s t-test for the two means of any two groups for acetone, ethylene, and ammonia 
concentrations. The results are given in Table 1. From Table 1, we can conclude that there was no 
significant difference among the three groups for the case of the ethylene and ammonia concentration 
in their breath. Oppositely, there was a significant difference in the concentration of acetone for 
patients who have lung cancer, compared to the other two groups. 

Table 1. The Student’s t-test result for any two groups for the concentration of acetone, ethylene, and 
ammonia. 

Groups Compared for each Gas T-test P-value Note 

Acetone    

Lung Cancer vs. Healthy 4.47714 0.000258 Significant at p < 0.01 

Lung Cancer vs. Other Lung Disease 3.92928 0.000983 Significant at p < 0.01 

Healthy vs. Other Lung Disease 0.53065 0.602526 Not significant at p = 0.05 

Ethylene    

Lung Cancer vs. Healthy 0.27623 0.785351 Not significant at p = 0.05 
Lung Cancer vs. Other Lung Disease 0.03193 0.974876 Not significant at p = 0.05 

Healthy vs. Other Lung Disease 0.19831 0.845155 Not significant at p = 0.05 

Ammonia    

Lung Cancer vs. Healthy 0.66217 0.515817 Not significant at p = 0.05 
Lung Cancer vs. Other Lung Disease 0.13711 0.892466 Not significant at p = 0.05 
Healthy vs. Other Lung Disease 0.72381 0.479025 Not significant at p = 0.05 

The use of a CO2 laser PAS system for detecting trace acetone in human breath is a novelty that 
worth to be studied further. Base on the available IR absorption data of acetone, there is no significant 
absorption line of acetone in the 9–11 µm region of the CO2 laser. From our study, however, it turns 
out that acetone did produce significant PA signals in almost all the CO2 laser lines, with the strongest 
being at 10P20, as shown in Figure 2. Since the strength of the PA signal in Figure 2 seems to be 
proportional to the CO2 laser power, there may be hidden broadband IR absorption lines for the 



Biosensors 2020, 10, 55 9 of 11 

acetone in the 10 µm region. Nevertheless, the fact that we got the linearity curve for the acetone (as 
in Figure 4) shows the validity of our result: that trace acetone concentration can be measured using 
a CO2 laser PAS system. 

Moreover, the validity of the ability of our CO2 laser PAS system to measure trace acetone can 
also be seen from the successful application of our system for measuring the acetone in human breath. 
Our measurement results for the acetone concentration in the healthy peoples fall in the range 200–
450 ppbv. This result is somewhat smaller than the measurement range obtained by Wang and Sahay 
in [7], in which they reported that the acetone concentration in the breath of the healthy people varies 
from 0.39 ppmv to 0.85 ppmv. For the acetone concentration in the breath of patients with lung cancer, 
our result falls in the range 400–720 ppbv, while for the patients with other lung diseases, the range 
is 222–487 ppbv. These three ranges are still inside the typical acetone concentration range in normal 
human breath [26]. Thus, although the above statistical test showed that there is a significant 
difference between the acetone concentration in the lung cancer group and the other two groups, but 
to claim acetone as a potential biomarker for lung cancer disease still needs further studies.  

For the ethylene and ammonia concentrations, our results for the three groups of subjects do not 
show any significant difference. The ethylene concentrations from the three groups fall in the range 
39–201 ppbv, while the ammonia concentrations from the three groups fall in the range 685–2364 
ppbv. The ethylene concentrations range that we obtained is somewhat larger than the typical 
concentrations in the healthy human. Meanwhile, the ammonia concentrations fall in the same typical 
range of concentrations in the healthy human. 

4. Conclusions 

Using a high-power CO2 laser PAS system, we were able to measure the acetone concentration 
in the human breath together with measuring the ethylene and ammonia concentrations. Although 
acetone only has small absorption coefficients in the 10P and 10R CO2 laser lines, we found a strong 
PA signal in almost all lines of CO2 laser around the 10 µm region. We applied our system for 
measuring acetone, ethylene, and ammonia in three groups of people: Lung cancer patients, patients 
with other lung diseases, and healthy peoples. This multi-component capability is another advantage 
feature of our PAS system. For those three gases, the CO2 laser PAS can measure the three VOCs 
concentration up to the ppbv level, with the lowest detection limit are 6 ppbv, 11 ppbv, and 31 ppbv 
for ethylene, acetone, and ammonia, respectively. There is no significant difference in the 
concentration of ethylene and ammonia among those three groups (with p-value > 0.1). While for 
acetone, we found a significant difference in its concentration between the lung cancer group and the 
other two groups (with p-value < 0.01), i.e., the patient with lung cancer has a larger concentration of 
acetone in their breath compared to the other two groups. 

Author Contributions: Conceptualization, M.; Data curation, D.K.A.; Formal analysis, M. and M.S.; Funding 
acquisition, M.; Investigation, D.K.A.; Methodology, M.; Project administration, M.; Resources, M.; Supervision, 
M., and M.S.; Validation, M.S.; Visualization, M., and D.K.A.; Writing—original draft, M.; Writing—review and 
editing, M.S. All authors have read and agreed to the published version of the manuscript. 

Funding: This research was funded by Penelitian Terapan Unggulan Perguruan Tinggi Programs of the Ministry 
of Education of the Republic of Indonesia, contract no. 2735/UN1.DITLIT/DIT-LIT/LT/2019.  

Acknowledgments: We would like to thank Dr. Kuwat Triyana for his valuable suggestions and discussion. 

Conflicts of Interest: The authors declare no conflict of interest. 

References 

1. Ulanowska, A.; Trawiańska, E.; Sawrycki, P.; Buszewski, B. Chemotherapy control by breath profile with 
application of SPME-GC/MS method. J. Sep. Sci. 2012, 35, 2908-2913. 

2. Mazzone, P. J.; Exhaled breath volatile organic compound biomarkers in lung cancer. J. Breath Res. 2012, 6, 
02716. 

  



Biosensors 2020, 10, 55 10 of 11 

3. Buszewski, B.; Grzywinski, D.; Ligor, T.; Stacewicz, T.;Bielecki, Z.; Wojtas, J. Detection of volatile organic 
compounds as biomarkers in breath analysis by different analytical techniques. Bioanalysis 2013, 5, 2287-
2306. 

4. Smith, D.; Španěl, P. Selected ion flow tube mass spectrometry (SIFT-MS) for on-line trace gas analysis. 
Mass Spectrom. Reviews 2005, 24, 661-700. 

5. Boshier, P.R.; Cushnir, J.R.; Mistry, V.; Knaggs, A.; Španěl, P; Smith, D.; Hanna, G.B. On-line, real time 
monitoring of exhaled trace gases by SIFT-MS in the perioperative setting: A feasibility study. Analyst 2011, 
136, 3233-3237. 

6. Cikach, F. S.; Dweik, R.A. Cardiovascular Biomarkers in Exhaled Breath. Prog. Cardiovasc. Dis. 2012, 55, 34-
43. 

7. Wang, C.; Sahay, P. Breath analysis using laser spectroscopic techniques: Breath biomarkers, spectral 
fingerprints, and detection limits. Sensors 2009, 9, 8230–8262. 

8. Popa, C.; Petrus, M.; Bratu, A.M. Ammonia and ethylene biomarkers in the respiration of the people with 
schizophrenia using photoacoustic spectroscopy. J. Biomed. Opt. 2015, 20, 057006.  

9. Harren, F.J.M.; Mandon, J.; Cristescu, S.M. Photoacoustic Spectroscopy in Trace Gas Monitoring. Encycl. 
Anal. Chem. 2012, 3, 1-24. 

10. Dumitras, D.C.; Giubileo, G.; Puiu, A. Investigation of human biomarkers in exhaled breath by laser 
photoacoustic spectroscopy. Adv. Laser Technol. 2004, 5850, 111–121. 

11. Giubileo, G.; Puiu, A.P.; Dumitras, D.C. Detection of ethylene in smokers breath by laser photoacoustic 
spectroscopy. Proc.SPIE, 2004, 5486, 23-34. 

12. Dumitras, D.C.; Dutu, D.C.; Matei, C.; Cernat, R.; Banita, S.; Pathachia, M.; Bratu, A.M.; Petrus, M.; Popa, 
C. Evaluation of ammonia absorption coefficients by photoacoustic spectroscopy for detection of ammonia 
levels in human breath. Laser Phys. 2011, 21, 796–800. 

13. Wang, J.; Zhang, W.; Li, L.; Yu, Q. Breath ammonia detection based on tunable fiber laser photoacoustic 
spectroscopy. Appl. Phys. B Lasers Opt. 2011, 103, 263–269. 

14. Puiu, A.; Giubileo, G.; Bangrazi, C. Laser sensors for trace gases in human breath. Int. J. Environ. Anal. Chem. 
2005, 85, 1001-1012. 

15. Popa, C.; Cernat, R.; Dutu, D.C.A.; Matei, C. Ethylene and ammonia traces measurements from the patients’ 
breath with renal failure via LPAS method. Appl. Phys. B: Lasers Optics. 2011, 105, 669-674. 

16. Popa, C.; Bratu, A.M.; Matei, C.; Cernat, R.; Popescu, A.; Dumitras, D.C. Qualitative and quantitative 
determination of human biomarkers by laser photoacoustic spectroscopy methods. Laser Phys. 2011, 21, 
1336-1342. 

17. Cernat, R.; Matei, C.; Bratu, A.; Popa, C.; Dutu. D.C.A.; Patachia, M.; Petrus, M.; Banita, S.; Dumitras, D.C. 
Laser photoacoustic spectroscopy method for measurements of trace gas concentration from human breath, 
Rom. Report Phyics. 2010, 62, 610-616. 

18. Diskin, A.M.; Španěl, P.; Smith, D. Time variation of ammonia, acetone, isoprene and ethanol in breath: A 
quantitative SIFT-MS study over 30 days. Physiol. Meas. 2003, 24, 107-119. 

19. Davies, S.; Spanel, P.; Smith, D. Quantitative analysis of ammonia on the breath of patients in end-stage 
renal failure. Kidney Int. 1997, 52, 223-228. 

20. Essiet, I. Diagnosis of kidney failure by analysis of the concentration of ammonia in exhaled human breath. 
J. Emerg. Trends Eng. Appl. Sci. 2013, 4, 859-862. 

21. Petrus, M.; Bratu, A.M.; Popa, C. Spectroscopic analysis of breath ethylene and oxidative stress relation 
with glycaemic status in type 2 diabetes. Opt. Quantum Electron. 2017, 49, 1-12. 

22. Paardekooper, L.M.; Bogaart, G.V.D.; Kox, M.; Dingjan, I.; Neerincx, A.H.; Bendix, M.B.; Beest, M.T.; 
Harren, F.J.M.; Risby, T.; Pickkers, P.; Marczin, N.; Cristescu, S.M. Ethylene, an early marker of systemic 
inflammation in humans. Sci. Rep. 2017, 7, 1-10. 

23. Harren, F.J.M.; Berkelmas, R.; Kuiper, K.; Hekkert, S.T.L.; Scheepers, P.; Dekhuijzen, R.; Hollander, P.; 
Parker, D.H. On-line laser photoacoustic detection of ethene in exhaled air as biomarker of ultraviolet 
radiation damage of the human skin. Appl. Phys. Lett. 1999, 74, 1761-1763. 

24. Popa, C.; Bratu, A.M.; Petrus, M. A comparative photoacoustic study of multi gases from human 
respiration: mouth breathing vs. nasal breathing. Microchem. J. 2018, 139, 1700552. 

25. NIST Standard Reference Database Number 69. Available Online: https://webbook.nist.gov/chemistry/ 
(accessed on 24 May 2020). 

  



Biosensors 2020, 10, 55 11 of 11 

26. Turner, C.; Španěl, P.; Smith, D. A longitudinal study of ammonia, acetone and propanol in the exhaled 
breath of 30 subjects using selected ion flow tube mass spectrometry, SIFT-MS. Physiol. Meas. 2006, 27, 321-
327. 

27. Schwarz K.; Pizzini, A.; Arendacka, B.; Zerlauth, K.; Filipiak, W.; Schmid, A.; Dzien, A.; Neuner, S.; 
Lechleitner, M.; Burgi, S.S.; Miekisch, W.; Schubert, J.; Unterkofler, K.; Witkovsky, V.; Gastl, G.; Amann, A. 
Breath acetone - Aspects of normal physiology related to age and gender as determined in a PTR-MS study. 
J. Breath Res. 2009, 3, 027003. 

28. Španěl, P.; Dryahina, K.; Rejšková, A.; Chippendale, T.W.E.; Smith, D. Breath acetone concentration; 
Biological variability and the influence of diet. Physiol. Meas. 2011, 32, N23-31. 

29. Wang, C.; Mbi, A.; Shepherd, M. A study on breath acetone in diabetic patients using a cavity ringdown 
breath analyzer: Exploring correlations of breath acetone with blood glucose and glycohemoglobin A1C. 
IEEE Sens. J. 2010, 10, 54–63. 

30. Wang, Z.; Wang, C. Is breath acetone a biomarker of diabetes? A historical review on breath acetone 
measurements. J. Breath Res. 2013, 7, 037109. 

31. Tyas, F.H.; Nikita, J.G.; Apriyanto, D. K.; Mitrayana, M.N. The Performance of CO2 Laser Photoacoustic 
Spectrometer in Concentration Acetone Detection As Biomarker for Diabetes Mellitus Type 2. J. Phys. Conf. 
Ser. 2018, 1011, 012056. 

32. Bajtarevic, A.; Ager, C.; Pienz, M.; Klieber, M.; Schwarz, K.; Ligor, M.; Ligor, T.; Filipiak, W.; Denz, H.; Fiegl, 
M.; Hilbe, W.; Weiss, W.; Lukas, P.; Jamning, H.; Hackl, M.; Haidenberger, A.; Buszewski, B.; Miekisch, W., 
Schubert, J.; Amann, A. Noninvasive detection of lung cancer by analysis of exhaled breath. BMC Cancer 
2009, 9, 348. 

33. Ulanowska, A.; Kowalkowski, T.; Trawińska, E.; Buszewski, B. The application of statistical methods using 
VOCs to identify patients with lung cancer. J. Breath Res. 2011, 5, 12-19. 

34. Kischkel, S.; Miekisch, W.; Sawacki, A.; Straker, E.M.; Trefz, P.; Amann, A.; Schubert, J.K. Breath biomarkers 
for lung cancer detection and assessment of smoking related effects—confounding variables, influence of 
normalization and statistical algorithms. Clin. Chim. Acta. 2010, 411, 1637–1644. 

35. Brewer, R. J.; Bruce, C. W.; Mater, J.L. Optoacoustic spectroscopy of C2H4 at the 9- and 10-µm C12O216 laser 
wavelengths. Appl. Opt. 1982, 21, 4092-4100. 

36. Chang, T.Y. Accurate frequencies and wavelengths of CO2 laser lines. Opt. Commun. 1970, 2, 77–80. 
37. Rosencwaig, A. Photoacoustic spectroscopy. Annu. Rev. Biophys. Bioeng. 1980, 9, 31–54. 
38. Dumitras, D.C.; Dutu, D.C.; Matei, C.; Magureanu, A.M.; Petrus, M.; Popa, C. Laser photoacoustic 

spectroscopy: Principles, instrumentation, and characterization. J. Optoelectron. Adv. Mater. 2007, 21, 3655-
3701. 

 

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access 
article distributed under the terms and conditions of the Creative Commons Attribution 
(CC BY) license (http://creativecommons.org/licenses/by/4.0/). 

 


