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Dear Prof. Kiendler-Scharr: 
 
Please find attached a revised manuscript for the journal Atmospheric Chemistry and Physics: 
“Quantification of environmentally persistent free radicals and reactive oxygen species in 
atmospheric aerosol particles” by A. M. Arangio et al. 
Four referee comments were very helpful in improving the manuscript. We have addressed and 
implemented practically all of the comments as detailed in the attached author’s response. 
Changes in the manuscript are highlighted in blue in the marked-up copy. 
We are confident that the revised manuscript meets the quality standards of ACP. In view of the 
very positive referee comments and discussion published in ACPD, we look forward to positive 
response from you. 
 
 
Thanks and best regards, 
 

 

Manabu Shiraiwa 
 
 
 
 



Response to the comment to the Anonymous Referee #1 

 

The paper from Arangio et al. measures the concentration of environmentally persistent free 

radicals (EPFR) and reactive oxygen species (ROS) in size segregated ambient aerosols. EPFR were 

measured directly by EPR spectrometer, while the ROS were measured by extracting the particles 

in water and then EPR analysis. As per the reviewer’s knowledge, this is first comprehensive 

measurement of EPFR and ROS in size-segregated aerosols. ROS are an important species in 

ambient aerosols and could be biologically relevant. In addition to these novel measurements, 

authors also throw lights on the possible mechanisms of ROS generation through redox cycling 

between organic compounds and transition metals. An improved understanding of these 

mechanisms is important to comprehend the aging process of atmospheric aerosols. The paper is 

well written and easily comprehensible. Therefore, I recommend the publication of this manuscript. 

However, I have few comments which the authors should consider to make their work better: 

 

Response: 

We thank the referee’s review and very positive evaluation of this manuscript. The point-by point 

responses are given below.  

 

Page 2, Line 42: Are there literature evidences that organic radicals also mediate in the oxidative 

stress? If yes, then authors should include them.  

 

Response: 

Some types of organic radicals such as semiquinone and phenoxy radicals are known to play a role 

in oxidative stress (Pryor et al., 1995; Winterbourn, 2008; Birben et al., 2012). We have added new 

references. 

 

Page 3, Line 87: Why these two samples were collected for a longer duration? Are the authors not 

concerned about the loss of semivolatiles during that long sampling duration? 

 

Response: 

We agree that semi-volatile compounds may be lost for long sampling duration, which is a common 

problem of the particle collection using an impactor. Two samples were collected for 48 h in order 

to obtain sufficiently high mass loadings for all particle size ranges.  We have clarified this point in 

the revised manuscript. 

 



Page 4, Line 128: Authors should somewhere explain these units of spins µg-1, probably in the 

method section. 

 

Response: 

The unit spins µg-1 indicates the number of spins (or radicals) per µg of particle mass. We will 

clarify it in the revised manuscript. 

 

Page 4, Line 129-131: Can authors elaborate on their sentence that EPFR distribution is similar to 

soot? Do you mean that there is commonality in the sources of two? 

 

Response: 

Yes, we think that the sources of soot and EPFR are very similar (e.g., combustion) and EPFR may 

be often associated with soot particles (Dellinger et al., 2001). We will clarify this point in the 

revised manuscript. 

 

Page 5, Line 143: Why the samples collected on these two days are significant and discussed 

separately? 

 

Response: 

As explained above, for certain periods we have collected particles for 48 h to collect enough 

particle mass to perform EPFR and ROS analysis for wide particle diameters (50 nm - 1.8 µm). On 

the other hand, particles collected for 13 days with a sampling time of 24h were focused on limited 

particle size range of 50 nm to 500 nm diameter particles. 

 

Page 5, Line 143-150: I am not sure why the authors have discussed the sampling duration 

separately. The EPFR concentration expressed in units of spin/µg should not be affected by the 

sampling duration. 

 

Response: 

Indeed the EPFR concentrations are not affected by the sampling duration, but the particle 

diameters were different. We will clarify it by including the below sentences in the revised 

manuscript: 

“EPFR concentrations contained in particles within the diameter of 50 nm – 3.2 µm collected for 48 

h during 26-27 June 2015 was ~2.2 × 1011 spins µg-1. EPFR concentrations contained in particles 



within the diameter of 56 – 560 nm averaged over the entire measurement period was 2.0(±1.3) × 

1011 spins µg-1.” 

 

Page 6, Line 176: Is it 41 

 

Response: 

Carbon-centred radicals are reduced to 40% in the 1 µm stage. Thanks for point out this typo, we 

will correct it in the revised manuscript. 

 

Page 6, Line 201: What are the units here for ROS, is it spins/µg?  

 

Response: 

The unit is µg-1 and not spins µg-1, as H2O2 is not radical, but it can be still directly compared with 

concentrations of EPFR and radical forms of ROS (in the unit of spins µg-1) as measured in this 

study. 

 

Page 7, Line 203-215: I think the authors are completely confused here. DTT assay doesn’t measure 

the ROS in the particle, rather the capability of particles to generate ROS in surrogate biological 

environment. I am not clear what the authors want to deduce in this discussion and what is the 

significance of this number of (2-7) x 10^14 ug-1 of DTT molecules? It is important to note that 

DTT activity is a completely arbitrary unit and depends on the initial DTT concentration used in the 

assay.  

 

Response: 

The DTT assay measures the consumption rate of DTT molecules due to reactions of redox-active 

components of particulate matter with antioxidants. The total number of DTT molecules consumed 

per unit of mass and time are measure of the redox activity or oxidative potential of chemical 

compounds contained in the particles. The underlying assumption of the DTT assay is that the 

consumption of one DTT molecule would lead to the generation of one ROS molecule (e.g., H2O2). 

We agree that this assumption has not proved robustly and we are actually planning to investigate 

this aspect in details in the follow-up study. We think it is still meaningful to make this comparison, 

but we will refine the sentence to avoid confusion in the revised manuscript.   

 

Page 8, Line 237:Can the authors add references showing HULIS is known to contain substantial 

amount of quinones? 



 

Response: 

We have added the following reference: 

Verma, V., Wang, Y., El-Afifi, R., Fang, T., Rowland, J., Russell, A. G., and Weber, R. J.: 

Fractionating ambient humic-like substances (HULIS) for their reactive oxygen species activity – 

Assessing the importance of quinones and atmospheric aging, Atmos. Environ., 120, 351-359, 

2015. 

 

Page 10, Line 308-310: I don’t think that this study shows that ROS can be generated in lung fluid. 

I think again the authors are confusing between ROS activity (capability of particles to generate 

ROS) vs. ROS on the particles (measured in this study). 

 

Response: 

As pointed out, this study itself did not show that ROS can be generated in the lung lining fluid 

containing antioxidants, but it did show that the particles can form ROS in water. Several previous 

studies have shown that redox-active components such as transition metals and quinones can induce 

formation of ROS species upon interactions with lung antioxidants (Charrier et al., 2014; Charrier 

and Anastasio, 2011). We will clarify it in the revised manuscript as below: 

 

“Previous studies have shown that redox-active components such as transition metals and quinones 

can induce ROS formation in surrogate lung lining fluid upon interactions with antioxidants 

(Charrier et al., 2014; Charrier and Anastasio, 2011). This study also implies that ROS may be 

released in lung lining fluid upon inhalation and respiratory deposition of atmospheric aerosol 

particles.” 

 

References: 

Charrier, J. G., and Anastasio, C.: Impacts of antioxidants on hydroxyl radical production from 

individual and mixed transition metals in a surrogate lung fluid, Atmos. Environ., 45, 7555-7562, 

2011. 

 

Charrier, J. G., McFall, A. S., Richards-Henderson, N. K., and Anastasio, C.: Hydrogen Peroxide 

Formation in a Surrogate Lung Fluid by Transition Metals and Quinones Present in Particulate 

Matter, Environ. Sci. Technol., 48, 7010-7017, 2014. 

 



Birben, E., Sahiner, U. M., Sackesen, C., Erzurum, S., and Kalayci, O.: Oxidative stress and 

antioxidant defense, World Allergy Organization Journal, 5, 1, 2012. 

 

Pryor, W. A., Squadrito, G. L., and Friedman, M.: The cascade mechanism to explain ozone 

toxicity - The role of lipid ozonation products, Free Radical Biol. Med., 19, 935-941, 1995. 

 

Winterbourn, C. C.: Reconciling the chemistry and biology of reactive oxygen species, Nature 

Chem. Biol., 4, 278-286, 2008. 



Response to the comment to the Anonymous Referee #2 
 
This study reports concentrations of particle-bound environmentally persistent free radicals (EPFR) 

and radical forms of reactive oxygen species (ROS) using electron paramagnetic resonance (EPR) 

spectroscopy. ROS species quantified after release by extraction of submicron particle samples in 

water include OH, O2-, carbon- and oxygen-centered organic radicals; the authors further report 

concentrations as a function of particle size. The study proposes that the formation of ROS is due to 

the decomposition of organic hydroperoxides interacting with semiquinones in soot and/or HULIS 

particles, while EPFR are likely from semiquinone radicals. The study is well written and relevant 

to the atmosphere and human health concerns. I recommend publication in ACP after the following 

questions and comments are addressed. 

 
Response: 

We thank the referee for review and very positive evaluation of this manuscript. 

 

Comments: 

 

-How do the concentrations of ROS (spins µg-1) compare to those previously reported? It may be 

useful to include a note in the Methods section about the context of these units in terms of their 

relationship to standard particle concentrations. 

 

Response:  

This study provided the concentrations of radical forms of ROS (e.g., sum of OH, O2
-, C- and O- 

centered organic radicals), which is the first measurement to the best of our knowledge. Thus, we 

cannot make direct comparison with previous studies. Instead, we have made comparison with 

previous measurements of redox activity and oxidative potential of PM by the dichlorofluorescein 

(DCFH) and dithiothreitol (DTT) assays, as discussed in Sect. 3.2. Assuming that the consumption 

of one DTT molecule would correspond to the generation of one ROS molecule (e.g., H2O2), these 

values are about a few orders of magnitude higher than concentrations of radical forms of ROS 

measured in this study. This is reasonable as H2O2 is closed shell and much more stable than open-

shell radical ROS. The standard unit for the particle mass concentration is µg m-3, which indicates 

µg of particle mass in 1 m3 of air; whereas the unit (spins µg-1) of ROS or EPFR concentrations 

used in this study indicates the number of spins (or radicals) per unit of particle mass. We will 

clarify this point in the method section of the revised manuscript.  

 



-A mention of g-factor before the Results section may be helpful as written it is difficult to 

understand the importance of the parameter and how unique a g-factor is to each measurable 

species. 

 

Response:  

Thanks for your suggestion. We will add the following sentence in the method section: 

“Paramagnetic species are characterized based on their g-factor values. Free electrons have a g-

factor value of 2.0023 and organic radicals have higher g-factor values (2.0030 – 2.0060), 

depending on the number of oxygen atom in the molecule (B. Dellinger et al. 2007)”  

 

-Figure 1 - what does the structure at 560 nm indicate? 

 

Response: 

The spectrum for 560 nm particles indicates that no radicals have been found for this size range 

particles. The high background, probably due to metal oxides, causes the spectrum to be steep in 

shape and the fine structure seems to be not significant.  

 
-Lines 83-98. Can you expand a bit on any transmission effects of the impactor, especially for the 

coarse particles? 

 

Response: 

For impactor such as MOUDI, the transmission effect of particles collected on a stage is considered 

to be a step function with boundaries of the steps corresponding to the cut-off sizes of the upper and 

lower stages. That is, each stage has an efficiency of 50% in collecting particles with the diameter 

comparable to its nominal cut-off size. The collection efficiency reaches 100% for particles with 

diameter just bigger than the nominal cut-off size of the upper stage (Marple et. al. 1991). However, 

the collection efficiency of particles with the diameter comparable to the nominal cut-off size of a 

stage can be lower than 50% due to bouncing effects. Due to bouncing, particles that are supposed 

to impact on a stage can be transferred to the next stage. This process is much more influential for 

particles in the coarse fraction. We will add the below sentence in the revised manuscript: 

“Note that transmission and bouncing effects may cause mixing of particles exhibiting relatively 

different sizes on one stage, particularly for coarse particles (Gomes et al., 1990; Bateman et al., 

2014).” 

 



-Figure 2. What do the error bars indicate? Is there any significance that both ROS and EPFR have 

minima at the same size (560 nm)? 

 

Response: 

The error bars represent standard errors based on uncertainties of the particle mass and signal 

integration of EPR spectra. We will add this information in the figure caption. The minimum in the 

EPFR and ROS concentration for particles at 560 nm is likely due to a low mass loading in this 

stage. 

 

-Lines 99-113. What are the background concentrations of these species? Is there any signal when 

EPFR are not present? 

 

Response: 

Blank measurements confirmed that there are no background concentrations of EPFR. In the 

absence of EPFR, the signal is just a horizontal line, when the concentrations of other paramagnetic 

species (e.g., transition metals) are below the detection limit.  

 

-Figure 3. Can the authors expand on why rain events do not seem to dampen concentrations of 

EPFR in 100 nm particles as much as 180 nm particles? 

 

Response: 

EPFR concentrations in both 100 and 180 nm particle decreased substantially after rain events on 

May 30 (Saturday), but it was not very obvious, on June 1 (Monday), 2015. EPFR concentrations 

are controlled by both emission and deposition. The road traffic can be a main contributor of PM2.5 

in the area around the sampling site and it is generally very limited during the weekend. This means 

that emission or production rates of EPFR on June 1 must be higher than on May 30. Moreover, 

scavenging efficiency of particles depends on rainfall intensity and sizes of rain droplet and particle 

(Seinfeld & Pandis, 2006), which might have caused the difference for 100 and 180 nm particles. 

 

Figure 5. The authors may find it useful to note the total ROS concentrations to further illustrate the 

size dependence. For the largest particles (1.8 µm especially), OH seemingly dominates the total 

ROS concentrations  

 

Response: 



The total ROS concentrations as a function of the particle diameter are shown as the red line in 

Figure 2. Figure 5 shows the relative contribution of each type of ROS to the total amount of ROS 

at each stage. 

 

-did OH significantly contribute to the total ROS concentration at 1.8 µm or is this due to the 

smaller ROS concentrations skewing the total contributions of each species? 

 

Response: 

Yes, OH contributed up to about 90 % of the total ROS released by 1.8 µm particles. 

 

-Lines 308-319. Is our lung capacity inhalation dependent on the total concentration (spins µg-1) of 

these ROS/EPFR species? Is there an amount of ROS/EPFR that our lungs can safely inhale without 

potential health harm? 

 

Response: 

This is a very interesting and important question to be addressed. We have recently reported that 

fine particulate matter (PM2.5) containing redox-active transition metals, quinones, and secondary 

organic aerosols can increase ROS concentrations in the lung lining fluid to levels characteristic for 

respiratory diseases (~100 nM) (Lakey et al., 2016). Further studies are required to unravel 

threshold concentrations of ROS/EPFR that are harmful to human health. We will add this aspect in 

the revised manuscript. 

 

References: 

Dellinger B., Lomnicki S., Khachatryan L., Maskos Z., Hall R. W., Adounkpe J., McFerrin C., 

Truong H.: Proceed. Combust. Inst., 31, 521, 2007 

 

Bateman, A. P., Belassein, H., and Martin, S. T.: Impactor Apparatus for the Study of Particle 

Rebound: Relative Humidity and Capillary Forces, Aerosol Sci. Technol., 48, 42-52, 2014. 

 

Gomes, L., Bergametti, G., Dulac, F., and Ezat, U.: Assessing the actual size distribution of 

atmospheric aerosols collected with a cascade impactor, J. Aerosol Sci., 21, 47-59, 1990. 

 

Lakey, P. S. J., Berkemeier, T., Tong, H., Arangio, A. M., Lucas, K., Pöschl, U., and Shiraiwa, M.: 

Chemical exposure-response relationship between air pollutants and reactive oxygen species in the 

human respiratory tract, Sci. Rep., 6, 32916, 2016. 



 

Seinfeld, J. H., and Pandis, S. N.: Atmospheric chemistry and physics - From air pollution to 

climate change, John Wiley & Sons, Inc., New York, 2006. 

 

Gehling W., Dellinger B.: Environmentally Persistent Free Radicals and Their Lifetime in PM2.5, 

Environ. Sci. Tech., 47(15), 8172, 2013 

 



Response to the comment to the Anonymous Referee #3 

 

In this study, the authors report size-resolved measurements of EPFR and ROS radicals using EPR 

spectroscopy and LC-MS for samples collected for one week in Mainz as a demonstration. They 

show size-dependent variations in the proportion of radicals of ROS and EPFR, with concentrations 

of both peaking in the accumulation mode, and find that carbon-centered radicals contribute the 

largest proportions to radical species in ROS for PM1. Using laboratory generated spectra, they 

further propose that mechanisms for ROS generation in these samples require a combination of 

transition metals with organic hydropreoxides and quinones. The work is of high technical quality 

with important implications for understanding atmospheric processes and air quality, and the 

manuscript is well-written. The work is thus recommended for publication in Atmospheric 

Chemistry and Physics after the following comments have been addressed. 

 

Response: 

We thank the referee for review and very positive evaluation of this manuscript.  

 

General comments regarding the measurement method: 

1. Are there any transformation artifacts from the initial measurement of EPFR? For example, if the 

authors use collocated measurements and analyze ROS directly on the second filter, would they 

expect to find the same ROS concentrations measured after the filter has been used for 

quantification of EPFR? 

 

Response: 

EPR measurements for the EPFR detection are non-destructive measurements. The microwave 

radiation used during EPR analysis does not induce any changes in the chemical composition of the 

sample itself. Indeed, the intensity EPFR signal did not change when monitored over the 

experimental time. Thus, initial EPFR measurements would not affect subsequent ROS 

measurements of particle extracts in water. 

 

2. On p.3, line 95, it is stated that "BMPO is an efficient spin-trapping agent [...]." Is the efficiency 

effectively considered to be 100% for all, or are there biases for certain radicals? 

 

Response: 

BMPO is known as a very efficient trapping agent for OH radicals (Tong et al., 2016). In this work, 

BMPO is assumed to have the same efficiency for all type of radicals. Even though there is no 



thorough quantitative data specifically for BMPO trapping efficiency for superoxide and organic 

radicals, Sueishi et al. (2015) have reported that nitrone-based spin traps have the highest reactivity 

towards OH and somewhat lower reactivity towards organic radicals and superoxide. Further 

studies are required to fully address this issue and we will note include the below sentence in the 

revised manuscript.  

 

3. In the drying process with N2, is it possible that negative artifacts are introduced? How is the 

dried extract introduced into the EPR spectrometer? 

 

Response: 

The text was misleading. The water extracts were exposed to a N2 flow to reduce the volume of the 

solution to 50 µL. 20 µL are then introduced into a glass capillary for EPR analysis. As N2 is inert 

towards BMPO-trapped radicals, we do not think artifacts would be introduced. We will clarify it in 

the revised manuscript. 

 

4. Is the detection limit reported the instrument detection limit, or analytical detection limit derived 

from blanks? 

 

Response: 

The reported detection limit refers to the detection limit of the instrument. 

 

General comments regarding the reported concentrations: 

1. Would it be meaningful to plot radiation intensity alongside Fig. 3 to discuss the potential role of 

photochemistry? For instance, on 02/06/2015, the concentration is also high even though the 

conditions are presumably cloudy according to descriptions in text. In this regard, the radical 

concentrations appear to depend on many factors and underscores the benefit of integrating this 

technique into larger measurement campaigns. 

 

Response: 

This is a very good idea as photochemistry may be related to EPFR formation; however, 

unfortunately we do not have data of radiation intensity. 

 

2. Are the proportions in Fig. 5 meant to be representative of those observed during the entire 

measurement campaign? 

 



Response: 

The proportions in Fig. 5 are referred to samples collected for 48h in June 2015 and extracted in 

presence of BMPO. We will clarify it in the revised manuscript. 

 

Minor comments: 

1. p. 3, line 92: The authors discuss pre-cleaning and weighing, and then discuss particle extraction. 

It would be helpful if the description were explicit in the pre-sampling and post-sampling 

procedures. 

 

Response: 

Following your suggestion, we will describe explicitly the pre-sampling and the post-sampling 

procedures as follow: 

“Particles were collected on 47 mm diameter Teflon filters (100 nm pore size, Merck Chemicals 

GmbH). Before sampling, each filter was cleaned and sonicated for 10 min with pure ethanol and 

ultra-pure water and dried with nitrogen gas before weighing. Teflon filters were weighed four 

times using a balance (Mettler Toledo XSE105DU) and mounted in the MOUDI. After the 

sampling, each filter has been conditioned for at least one hour in the lab atmosphere (22 C and 40-

50 RH) and weighted four times.”  

 

2. p. 5, line 152: This is just a semantic issue, but it would seem more appropriate to say that the 

values in this work are comparable with the EPFR concentrations measured by Shaltout et al. 

(2015) - instead of the other way around - since their work preceded this one and sets the precedent 

to which following studies should be compared. 

 

Response: 

Following your comment, we will revise the sentence in the revised manuscript. 

 

3. In the conclusions, the measurement location and period should be restated so the reported 

concentrations are placed in the proper context. 

 

Response: 

We thank referee 3 for pointing this out. We will include this information. 

 

References. 



Tong, H., Arangio, A. M., Lakey, P. S. J., Berkemeier, T., Liu, F., Kampf, C. J., Brune, W. H., 

Pöschl, U., and Shiraiwa, M.: Hydroxyl radicals from secondary organic aerosol decomposition in 

water, Atmos. Chem. Phys., 16, 1761-1771, 2016. 

 

 



Response to the comment to the Anonymous Referee #4 

 

This paper describes measurements of the concentrations of reactive species embedded in 

atmospheric aerosol collected from the roof of the MPI. It is a followup to the earlier paper this year 

by Tong et al which compared field samples to lab samples collected for a shorter period of time 

and focused on OH generation. The measurement method consists of extracting soluble molecules 

from the particles and reacting them with a scavenger. This is essentially a physical chemistry paper 

and my comments are from that perspective. This paper will be publishable after some edits to 

respond to the following comments. 

 

Response: 

We thank the referee for review and positive evaluation of this manuscript. 

 

I found the terminology used by the authors to be confusing in places. Through use of words such 

as “we have also characterized and quantified ROS including OH, superoxide (O2-) and carbon- 

and oxygen-centered organic radicals, which were released upon extraction of the particle samples 

in water.” the reader could conclude that the radicals are persistently present in the particle, rather 

than being formed by reaction of water with precursors during the extraction process and later 

scavenged. The multiple chemical steps involved in the experiment lend an ambiguity to how to 

relate the lab processes that are responsible for formation of detectable spins to atmospheric and 

physiological processes. As another example, on pages 4-5 the authors talk about spins per 

microgram but do not define this quantity. I presume they mean spins detected by extraction from a 

sample of this mass using the protocol described. The concentration of the scavenger is not given so 

it is not clear how closely this process is controlled or how repeatable it is. Clarification of the 

terminology and relation of the experimental conditions to those found in the lung and in clouds, for 

example, would be helpful. 

 

Response: 

Following your suggestion, we will make it clear that we measured ROS formed upon extraction 

into water throughout the revised manuscript. The unit for EPFR and ROS concentrations used in 

this study is spins µg-1, which indicates the number of spins (or radicals) produced per unit of 

particle mass. We will add the following sentence in the revised manuscript. 

“Concentrations of EPFR and ROS are reported in the unit of spins µg-1, which indicates the 

number of spins (or radicals) per µg of particle mass.” 



The concentration of the scavenger was specified in the method section (350 µL of 20 mM BMPO 

was used). The experimental procedure was controlled well and repeatable (e.g., Tong et al., 2016).    

 

(2) Only particles smaller than 1 micron contain extractable ROS material. Do the authors 

understand why this is? Since peroxides are photo labile I might have expected the opposite - the 

larger, more optically opaque particles would have more precursors than the smaller ones assuming 

the extraction processes work the same way for all particle sizes. Some discussion of the size effects 

would be useful. 

 

Response: 

ROS concentrations are indeed smaller for particles in the coarse mode, but ROS were formed also 

by particles larger than 1 µm, as shown by the red line in Fig. 2, Fig. 4a and Fig. 5. The size-

dependence was discussed in L266 – 273 (“SOA particles, which may contain large amounts of 

organic hydroperoxides, account for a major fraction in PM1 (Jimenez et al., 2009). SOA 

compounds may also coat coarse particles such as biological particles (Pöhlker et al., 2012). As 

shown in Fig. 2, semiquinones are mostly contained in submicron particles but not in coarse 

particles. Thus, the release of a variety of ROS species are most likely due to the interactions of 

organic hydroperoxides, semiquinones, and transition metal ions, whereas the dominance of OH 

radicals in coarse particles may be due to the decomposition of organic hydroperoxides in the 

absence of semiquinones. ”).  

 

(3) The reactive oxygen species released and scavenged during the analytical protocol are well 

known to have rich chemistry in water and very different reactivities compared to each other. Have 

the authors determined how efficiently are they being detected (absolute and relative values)? 

 

Response: 

We are aware that ROS chemistry is quite complex. We are currently making efforts on 

synthesizing possible reactions involving ROS, organic hydroperoxides, quinones and transition 

metals and developing the kinetic model. We intend to present these results in the follow-up study. 

Regarding the detection efficiency of ROS, BMPO is known as a very efficient trapping agent for 

OH radicals (Tong et al., 2016). In this work, BMPO is assumed to have the same efficiency for all 

type of radicals. Even though there is no thorough quantitative data specifically for BMPO trapping 

efficiency for superoxide and organic radicals, Sueishi et al. (2015) have reported that nitrone-based 

spin-traps have the highest reactivity towards OH followed by carbon-centered radicals, oxygen-



centered organic radicals, and superoxide. Further studies are required to fully address this issue and 

we will note include the below sentence in the revised manuscript.  

 

(4) On page 9 line 269ff there is a section discussing implications for aerosol chemistry and lung 

chemistry. Since there are no data in this paper specifically looking at these implications but there 

are in Tong I recommend the reader referred back to the earlier paper instead. 

 

Response: 

Yes, we refer this aspect to Tong et al., (2016). This study itself did not show that ROS can be 

generated in the lung lining fluid containing antioxidants, but it did show that the particles can form 

ROS in water. Several previous studies have shown that redox-active components such as transition 

metals and quinones can induce formation of ROS species upon interactions with lung antioxidants 

(Charrier et al., 2014; Charrier and Anastasio, 2011). We will clarify it in the revised manuscript as 

below: 

 

“Previous studies have shown that redox-active components such as transition metals and quinones 

can induce ROS formation in surrogate lung lining fluid upon interactions with antioxidants 

(Charrier et al., 2014; Charrier and Anastasio, 2011). This study also implies that ROS may be 

released in lung lining fluid upon inhalation and respiratory deposition of atmospheric aerosol 

particles.” 

 

References. 

Tong, H., Arangio, A. M., Lakey, P. S. J., Berkemeier, T., Liu, F., Kampf, C. J., Brune, W. H., 

Pöschl, U., and Shiraiwa, M.: Hydroxyl radicals from secondary organic aerosol decomposition in 

water, Atmos. Chem. Phys., 16, 1761-1771, 2016. 
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Abstract  11	

Fine particulate matter plays a central role in adverse health effects of air pollution. 12	

Inhalation and deposition of aerosol particles in the respiratory tract can lead to the release of 13	

reactive oxygen species (ROS), which may cause oxidative stress. In this study, we have 14	

detected and quantified a wide range of particle-associated radicals using electron 15	

paramagnetic resonance (EPR) spectroscopy. Ambient particle samples were collected using 16	

a cascade impactor at a semi-urban site in central Europe, Mainz, Germany in May – June 17	

2015. Concentrations of environmentally persistent free radicals (EPFR), most likely 18	

semiquinone radicals, were found to be in the range of (1 – 7) × 1011 spins µg-1 for particles in 19	

the accumulation mode, whereas coarse particles with a diameter larger than 1 µm did not 20	

contain substantial amounts of EPFR. Using a spin trapping technique followed by 21	

deconvolution of EPR spectra, we have also characterized and quantified ROS including OH, 22	

superoxide (O2
-) and carbon- and oxygen-centred organic radicals, which were formed upon 23	

extraction of the particle samples in water. Total ROS amounts of (0.1 – 3) × 1011 spins µg-1 24	

were released by submicron particle samples and the relative contributions of OH, O2
-, C-25	

centred and O-centred organic radicals were ~11 - 31%, ~2 – 8%, ~41 – 72% and ~0- 25%, 26	

respectively, depending on particle sizes. OH was the dominant species for coarse particles. 27	

Based on comparisons of the EPR spectra of ambient particulate matter with those of 28	

mixtures of organic hydroperoxides, quinones and iron ions followed by chemical analysis 29	

using liquid chromatography mass spectrometry (LC-MS), we suggest that the particle-30	

associated ROS were formed by decomposition of organic hydroperoxides interacting with 31	

transition metal ions and quinones contained in atmospheric humic-like substances (HULIS).  32	

  33	
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1. Introduction 34	

 Epidemiological studies have clearly shown positive correlations between respiratory 35	

diseases and ambient fine particulate matter (Pope and Dockery, 2006; Strak et al., 2012; 36	

West et al., 2016). A recent study has estimated that outdoor air pollution leads to 3.3 million 37	

premature deaths per year worldwide, which is mostly due to particular matter with a particle 38	

diameter less than 2.5 µm (PM2.5) (Lelieveld et al., 2015). Plausible reasons include the 39	

cytotoxicity of ambient PM2.5 and its ability to induce inflammatory responses by oxidative 40	

stress causing functional alterations of pulmonary epithelial cells (Nel, 2005; Gualtieri et al., 41	

2009). Oxidative stress is mediated by reactive oxygen species (ROS) including OH, H2O2, 42	

superoxide (O2
-), as well as organic radicals (Pryor et al., 1995; Winterbourn, 2008; Birben et 43	

al., 2012; Pöschl and Shiraiwa, 2015). Upon PM deposition into the respiratory tract and 44	

interactions with lung antioxidants, H2O2 can be generated by redox-active components 45	

contained in PM2.5 such as transition metals (Charrier et al., 2014; Fang et al., 2015), 46	

semiquinones (Kumagai et al., 1997; Cho et al., 2005; Khachatryan et al., 2011; McWhinney 47	

et al., 2013), and humic-like substances (Kumagai et al., 1997; Cho et al., 2005; Lin and Yu, 48	

2011; Charrier et al., 2014; Dou et al., 2015; Fang et al., 2015; Verma et al., 2015a). H2O2 49	

can be converted into highly-reactive OH radicals via Fenton-like reactions with iron and 50	

copper ions (Charrier et al., 2014; Enami et al., 2014). 51	

Ambient particles have been found to contain large amounts of ROS (mostly H2O2) in 52	

the particle phase (Hung and Wang, 2001; Venkatachari et al., 2005; Venkatachari et al., 53	

2007; Fuller et al., 2014). Substantial amounts of particle-bound ROS are found on biogenic 54	

secondary organic aerosols (SOA) produced from the oxidation of α-pinene, linalool, and 55	

limonene (Chen and Hopke, 2010; Chen et al., 2011; Pavlovic and Hopke, 2011; Wang et al., 56	

2011; Wang et al., 2012). Recently, Tong et al. (2016) have shown that terpene and isoprene 57	

SOA can form OH radicals upon interactions with liquid water and iron ions under dark 58	

conditions. This can be explained by the decomposition of organic hydroperoxides, which 59	

account for the predominant fraction of SOA mass and are generated via multigenerational 60	

oxidation and autoxidation (Docherty et al., 2005; Ziemann and Atkinson, 2012; Crounse et 61	

al., 2013; Ehn et al., 2014; Epstein et al., 2014; Badali et al., 2015). 62	

In addition, PM2.5 contain environmentally persistent free radicals (EPFR) that can be 63	

detected directly by electron paramagnetic resonance (EPR) spectroscopy (Dellinger et al., 64	

2001; Khachatryan et al., 2011; Gehling and Dellinger, 2013). EPFR are stable radicals with 65	

an e-folding lifetime exceeding one day (Gehling and Dellinger, 2013; Jia et al., 2016). The 66	

chemical nature of EPFR is remarkably similar to semiquinone radicals, which can be 67	
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stabilized via electron transfer with transition metals in the particle phase (Truong et al., 2010; 68	

Vejerano et al., 2011; Gehling and Dellinger, 2013). EPFR are formed upon combustion and 69	

pyrolysis of organic matter (Dellinger et al., 2001; Dellinger et al., 2007). The formation of 70	

stable radicals can also be induced by heterogeneous and multiphase chemistry of organic 71	

aerosols. Heterogeneous ozonolysis of aerosol particles such as polycyclic aromatic 72	

hydrocarbons (PAH) and pollen proteins can lead to the formation of long-lived reactive 73	

oxygen intermediates (ROI) (Shiraiwa et al., 2011; Shiraiwa et al., 2012; Reinmuth-Selzle et 74	

al., 2014; Borrowman et al., 2015; Kampf et al., 2015; Berkemeier et al., 2016). 75	

 In this work, ambient particles with a diameter in the range of 56 nm to 3.2 µm were 76	

collected using a cascade impactor during May – July 2015 in Mainz, Germany. Size 77	

dependences of EPFR concentrations contained in ambient particles have been measured 78	

using an EPR spectrometer. Particles were also extracted in water containing a spin-trapping 79	

agent followed by EPR analysis to quantify the formation of various radical forms of ROS 80	

including OH, superoxide (O2
-) and carbon- and oxygen-centred organic radicals.  81	

 82	

2. Methods 83	

 Ambient particles were collected using a micro-orifice uniform deposition impactor 84	

(MOUDI, 110-R mode, MSP Corporation) on the roof of the Max Planck Institute for 85	

Chemistry, Mainz, Germany (49.99 N, 8.23 E). The sampling was conducted every 24 h 86	

starting at 5 PM during 28 May - 9 June 2015. Particles were collected with a sampling time 87	

of 48 h during 26-27 June and 18-19 July 2015 in order to collect sufficiently high mass 88	

loadings for all stages of different particle size ranges. The sampling was conducted with a 89	

flow rate of 30 L min-1 with the following nominal lower cut-off particle diameters: 56, 100, 90	

180, 320, 560 nm, 1 µm, and 1.8 µm. Note that transmission and bouncing effects might have 91	

caused mixing of particles exhibiting relatively different sizes on one stage, particularly for 92	

coarse particles (Gomes et al., 1990; Bateman et al., 2014). Particles were collected on 47 93	

mm diameter Teflon filters (100 nm pore size, Merck Chemicals GmbH). Before sampling, 94	

each filter was cleaned and sonicated for 10 min with pure ethanol and ultra-pure water and 95	

dried with nitrogen gas before weighing. Teflon filters were weighed four times using a 96	

balance (Mettler Toledo XSE105DU) and mounted in the MOUDI. After sampling, each 97	

filter has been conditioned for at least one hour (22-23 ̊C and 40-50 RH) and weighted four 98	

times before being folded and inserted in a 4 mm EPR tube. Particles were extracted by 99	

immersing the filter into a solution containing 350 µL of 20 mM 5-tert-Butoxycarbonyl-5-100	

methyl-1-pyrroline-N-oxide (BMPO, high purity, Enzo Life Sciences GmbH) and stirred with 101	
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a vortex shaker (Heidolph Reax 1) for 7-9 min. BMPO is an efficient spin-trapping agent for 102	

OH, O2
- and organic radicals (Zhao et al., 2001; Tong et al., 2016). Note that the trapping 103	

efficiency of O2
- and organic radicals might be lower compared to OH radicals, as the recent 104	

study has reported that nitrone-based spin traps have the highest reactivity towards OH and 105	

somewhat lower reactivity towards organic radicals and superoxide (Sueishi et al., 2015). 106	

Extracts were dried for approximately 14-17 min under 1-3 bar flow to reduce the volume of 107	

the solution to 50 µL and then 20 µL were used for EPR measurements.  108	

A continuous-wave electron paramagnetic resonance (CW-EPR) X-band spectrometer 109	

(EMXplus-10/12, Bruker, Germany) was used for detection and quantification of stable 110	

radicals and ROS. Filters containing particles were folded and introduced into a 4 mm i.d. 111	

quartz tube and inserted directly into a high sensitivity cavity. EPR spectra were recorded at a 112	

room temperature of 23 °C by setting the following operating parameters: a modulation 113	

frequency of 100 kHz; a microwave frequency of 9.84 GHz; a microwave power of 2.149 114	

mW (20 db); a modulation amplitude of 1.0 G; a sweep width of 110.0 G; a sweep time of 115	

175 s; a receiver gain of 40 db; a time constant of 40.96 ms; a conversion time of 160 ms; and 116	

a scan number of 6. Paramagnetic species are characterized based on their g-factor values. 117	

Free electrons have a g-factor value of 2.0023 and organic radicals have higher g-factor 118	

values (2.0030 – 2.0060), depending on the number of oxygen atom in the molecule 119	

(Dellinger et al., 2007).  120	

The spin-counting method embedded in the Bruker software Xenon was used to 121	

quantify detected radicals. The spin-counting method was calibrated using a standard 122	

compound 4-hydroxy-2,2,6,6-tetramethylpiperidin-1-oxyl (TEMPOL). The detection limit of 123	

EPR was ~1×1010 spins µg-1. Concentrations of EPFR and ROS are reported in the unit of 124	

spins µg-1, which indicates the number of spins (or radicals) per µg of particle mass. For 125	

better quantification and determination of the relative contributions of OH, O2
-, carbon-126	

centred and oxygen-centred organic radicals, EPR spectra were fitted and simulated using 127	

Xenon and the Matlab-based computational package Easyspin (Stoll and Schweiger, 2006). 128	

 129	

3. Results and discussion 130	

3.1. Environmentally persistent free radicals 131	

Figure 1 shows EPR spectra of ambient particles in the lower cut-off diameter range of 132	

56 nm – 1.8 µm. Fine particles, with lower cut-off diameters of 56 - 320 nm, show a single 133	

and unstructured peak with a g-factor of ~2.003 and with a peak to peak distance (ΔHp-p) 134	

ranging from 3 to 8 G. Such spectra are characteristic for EPFR, which have been attributed 135	
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to semiquinone radicals (Dellinger et al., 2001; Dellinger et al., 2007; Vejerano et al., 2011; 136	

Bahrle et al., 2015). Particles with a diameter smaller than 56 nm and larger than 560 nm did 137	

not show significant signals, indicating the reduced amount of EPFR in these size ranges. 138	

EPR spectra for particles with the lower cut-off diameters of 56 – 320 nm for each sampling 139	

day are presented in Fig. A1. 140	

The black line in Fig. 2 shows the size distribution of EPFR concentrations. Particles 141	

with different sizes had different radical contents and particles with the lower cut-off 142	

diameter of 100 nm contained the highest EPFR concentrations of 7.0(±0.7) × 1011 spins µg-1. 143	

High abundances of EPFR in particles in the accumulation mode is consistent with mass size 144	

distributions of combustion-generated particles such as soot or black carbon, which typically 145	

have peak concentrations around 100 – 200 nm (Bond et al., 2013). This observation is in line 146	

with that EPFR may be often associated with soot particles (Dellinger et al., 2007). 147	

Figure 3 shows the temporal evolution of EPFR concentrations contained in particles 148	

with lower cut-off diameters of 100 and 180 nm. During the sampling period of two weeks, 149	

there were two rain events (on 30 May 2015 and 1 June 2015) and three sunny days (4-6 June 150	

2015), and the other days were cloudy. The mass concentrations of particles within the 151	

diameters of 56 - 560 nm were in the range of 3.9 – 12.8 µg m-3. Maximum values of ~7 × 152	

1011 spins µg-1 were reached during sunny days, indicating that photochemistry may be 153	

related to EPFR production. For example, heterogeneous reactions of photo-oxidants 154	

including O3 and OH with soot or PAH may contribute to the formation of long-lived radicals 155	

(Shiraiwa et al., 2011; Borrowman et al., 2015). Radical concentrations were as low as 6.3 × 156	

1010 spins µg-1 during rain events, most likely due to low production of EPFR and scavenging 157	

by precipitation.  158	

EPFR concentrations contained in particles within the diameter of 50 nm – 3.2 µm 159	

collected for 48 h during 26-27 June 2015 was ~2.2 × 1011 spins µg-1. EPFR concentrations 160	

contained in particles within the diameter of 56 – 560 nm averaged over the entire 161	

measurement period was 2.0(±1.3) × 1011 spins µg-1. Squadrito et al. (2001) determined the 162	

EPFR concentrations to be in the range of (1-10) ×1011 spins µg-1 in PM2.5 sampled for 24 h 163	

in five different urban sites in the United States. Gehling et al. (2014) reported that the EPFR 164	

concentration was in the range of (7-55)×1010 spins µg-1 at a site in Louisiana near heavy 165	

interstate traffic along a major industrial corridor of the Mississippi River. Shaltout et al. 166	

(2015) measured radical concentrations in the range of (2-6) ×1010 spins µg-1 in PM2.5 167	

collected in industrial-, residential- and traffic-dominated sites in Taif city, Saudi Arabia. The 168	
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EPFR concentrations measured in this work are comparable with these previous 169	

measurements. 170	

 171	

3.2. Reactive oxygen species 172	

Figure 4a shows EPR spectra of ambient particles with lower cut-off diameters of 56 173	

nm - 1.8 µm extracted in water with the spin-trapping agent BMPO. Each EPR spectrum is 174	

composed of several overlapped lines, originating from different radical forms of ROS. 175	

Dashed lines indicate the positions of each peak for each type of trapped ROS including OH 176	

(green), superoxide (red), carbon-centred (orange) and oxygen-centred organic radicals (blue). 177	

The relative abundance of these radicals was different for each size range, causing the EPR 178	

spectral features to be highly variable. For example, spectra from particles larger than 1.0 µm 179	

consist mainly of four peaks that are typical for OH radicals, whereas those for smaller 180	

particles contain more peaks indicating the presence of multiple radicals. 181	

To estimate the relative amount of each type of ROS, the observed EPR spectra were 182	

fitted and simulated using the software Easyspin 5.0 and Xenon. Four types of radicals have 183	

been used to fit the spectra: BMPO-OH (hyperfine coupling constants of aN = 14.3 G, aH
β = 184	

12.7 G, aH
γ = 0.61 G), BMPO-OOH (aN = 14.3 G, aH = 8.1 G), BMPO-R (aN = 15.2 G, aH = 185	

21.6 G) and BMPO-OR (aN = 14.5 G, aH
β = 16.6 G). As shown in Fig. 4b, the simulated EPR 186	

spectrum reproduced the observed spectrum very well with a small residual. The 187	

deconvolution of spectra allowed us to estimate the relative contribution of four types of ROS 188	

within each particle size range.  189	

Figure 5 shows the relative contributions of OH (green), superoxide (red), carbon-190	

centred (orange) and oxygen-centred (blue) organic radicals to the total radicals trapped by 191	

BMPO in water extracts of particles collected for 48 h during 26-27 June 2015. Carbon-192	

centred radicals are the most abundant type of radicals, contributing ~50 - 72% of total ROS 193	

for PM1. It decreases to 41% and 9% for particles with lower cut-off diameters of 1	µm and 194	

1.8 µm, respectively. The OH radical accounts for ~11 – 31% of total trapped radicals for 195	

PM1, whereas OH was the dominant species for coarse particles with diameters of 1.8 – 3.2 196	

µm. The least abundant radical for all size ranges was O2
-, with contributions of ~2 - 8% and 197	

without any clear size dependence. The amount of oxygen-centred organic radicals ranges 198	

between 12% and 25% in particles with a diameter below 1 µm and its contribution was 199	

negligible for coarse particles. Note that the contribution of oxygen-centred organic radicals 200	

for particles with a diameter of 1 – 1.8 µm might be attributed to the OH radical: the 201	

hyperfine coupling constants for BMPO-OR for better fitting the spectrum for this size range 202	
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needed to be changed slightly (aN = 13.5 G, aH
β = 15.3 G, aH

γ = 0.6 G). These values are 203	

similar to constants of a second conformer of BMPO-OH.  204	

The red line in Fig. 2 shows the size-dependent concentrations of radical forms of ROS 205	

(e.g., sum of OH, O2
-, C- and O- centred organic radicals). Particles with the lower cut-off 206	

diameter of 100 nm have the highest ROS concentrations of 2.7(±0.2) × 1011 spins µg-1. 207	

Concentrations are smaller for particles in the coarse mode with a diameter larger than 1 µm. 208	

This is consistent with previous studies, suggesting that particles in the accumulation mode 209	

are the most active in ROS generation (Hung and Wang, 2001; Venkatachari et al., 2007; 210	

Saffari et al., 2013; Wang et al., 2013; Saffari et al., 2014). The total concentration of radical 211	

forms of ROS was measured to be 1.2 × 1011 spins µg-1. Note that O2
- concentrations might 212	

be underestimated as the lifetime of the BMPO-OOH adduct is relatively short (~20 min) 213	

(Ouari et al., 2011; Abbas et al., 2014).  214	

Previous studies have measured redox activity and oxidative potential of PM by the 215	

dichlorofluorescein (DCFH) and dithiothreitol (DTT) assays. The DCFH assay is mostly 216	

sensitive to H2O2 and other peroxides. For example, Hung and Wang (2001) reported ROS 217	

concentrations as 1×1013 µg-1 in Taipei, Taiwan. This value is very similar to H2O2 218	

concentrations contained in ambient PM2.5, which has been quantified to be up to 1×1013 µg-1 219	

in an urban environment in southern California using HPLC fluorescence (Wang et al., 2012). 220	

The DTT assay is based on the decay of DTT due to redox reactions with PM components, 221	

reporting the oxidative potential of PM in moles of DTT consumed per unit of time and mass 222	

of PM. Verma et al. (2015b) and Fang et al. (2015) reported that PM2.5 sampled in an urban 223	

environment in Atlanta, Georgia, USA has a DTT activity in the range of 10-70 pmol min-1 224	

µg-1. Assuming an integration time of 20 min needed for the extraction of PM in this work, 225	

this value corresponds to (1-8)×1014 µg-1 of DTT molecules consumed. Charrier et al. (2012) 226	

also reported that PM2.5 sampled in an urban environment in Fresno, California USA has a 227	

DTT activity of 27 - 61 pmol min-1µg-1, corresponding to (2 – 7)×1014 µg-1 of DTT molecules 228	

consumed in 20 min. Assuming that the consumption of one DTT molecule would 229	

correspond to the generation of one ROS molecule (e.g., H2O2), these values are about a few 230	

orders of magnitude higher than concentrations of radical forms of ROS measured in this 231	

study. This is reasonable as H2O2 is closed shell and much more stable than open-shell radical 232	

forms of ROS. 233	

 234	

3.3. ROS formation mechanism 235	
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It has been shown that semiquinones and reduced transition metals including Fe(II) and 236	

Cu(I) can react with O2 to form O2
-, which can be further converted to H2O2 (Gehling et al., 237	

2014; Fang et al., 2015). Fenton-like reactions of H2O2 with Fe(II) or Cu(I) can lead to the 238	

formation of OH radicals (Winterbourn, 2008; Pöschl and Shiraiwa, 2015). OH radicals can 239	

also be generated by the decomposition of organic hydroperoxides (ROOH) contained in 240	

SOA, yielding RO radicals (Tong et al., 2016). Several studies have reported a metal-241	

independent decomposition of hydroperoxides and organic hydroperoxides driven by 242	

substituted quinones producing RO radicals (Sanchez-Cruz et al., 2014; Huang et al., 2015). 243	

The presence of Fe(II) or quinones is suggested to enhance ROOH decomposition and the 244	

formation of RO and OH radicals (Zhu et al., 2007a; Zhu et al., 2007b; Zhu et al., 2009; 245	

Sanchez-Cruz et al., 2014). Organic peroxides (ROOR) do not yield OH and RO radicals 246	

even in the presence of iron ions (Tong et al., 2016). 247	

Based on these previous studies and considering that ambient particles may contain 248	

quinones, organic hydroperoxides, and transition metals, the observed ROS formation may be 249	

caused by interactions of these chemical components. To further investigate this aspect, 250	

mixtures of organic hydroperoxides, quinones, and Fe(II) were analysed by EPR and liquid 251	

chromatography mass spectrometry (LC-MS). Two standard organic hydroperoxides, cumene 252	

hydroperoxide and tert-butyl hydroperoxide, were used. For quinones, p-benzoquinone and 253	

humic-like substances are used, as HULIS are known to contain substantial amounts of 254	

quinones (Verma et al., 2015c). 255	

Figure 6 shows the comparison of EPR spectra of ambient particles with a diameter of 256	

180 - 320 nm (black) sampled on 26 June 2015 (same as shown in Fig. 4) and the above 257	

mixtures of organic compounds. Panel (a) includes EPR spectra of mixtures of all three 258	

different components (ROOH, quinone, metal) and panel (b) presents mixtures of two 259	

different components. All three of the organic mixtures in panel (a) resemble the EPR 260	

spectrum of ambient particles by reproducing almost all of the peaks. Particularly, the EPR 261	

spectrum of the mixture containing cumene hydroperoxide, humic acid and Fe(II) closely 262	

overlaps with the ambient particle EPR spectrum. Similarity of spectra between p-263	

benzoquinone and HULIS suggests that the chemical nature of quinones and HULIS is very 264	

similar. Note that peaks related to the BMPO-OOH adduct at 3497 G and at 3530 G are more 265	

prominent in standard organic mixtures compared to ambient particles. This may be due to 266	

the relatively short lifetime of BMPO-OOH of ~23 min (Zhao et al., 2001), which is 267	

comparable to the extraction and mixing time of BMPO with the atmospheric particles (21 – 268	

28 min), during which BMPO-OOH may have decayed. The trapped radicals have been 269	
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further characterized by LC-MS, confirming the presence of OH and semiquinone radicals as 270	

well as carbon- and oxygen centred organic radicals, as detailed in Appendix A and Figs. A1 271	

and A2. 272	

EPR spectra of mixtures containing two compounds in panel (b) reproduce only a part 273	

of the observed peaks. These observations strongly suggest that the combination of these 274	

three chemical components play an important role in generating ROS species by atmospheric 275	

particles. The role of transition metals is crucial to enhance radical formation, most likely via 276	

Fenton-like reactions (Tong et al., 2016) and by participating in redox-cycling of quinones 277	

(Khachatryan and Dellinger, 2011), as intensities of EPR spectra without Fe(II) (CHP + 278	

HULIS, dark blue; CHP + pBq, orange) are small. Carbon-centred radicals may have 279	

multiple sources such as the decomposition of the BMPO-OR adduct by scission of the 280	

carbon in β position, yielding for example CH3 radicals (Zhu et al., 2007b; Huang et al., 2015) 281	

as detected by LC-MS (Fig. A2). They may also be generated by secondary reactions of non-282	

trapped OH radicals with water-soluble organic compounds. 283	

SOA particles, which may contain large amounts of organic hydroperoxides, account 284	

for a major fraction in PM1 (Jimenez et al., 2009). SOA compounds may also coat coarse 285	

particles such as biological particles (Pöhlker et al., 2012). As shown in Fig. 2, semiquinones 286	

are mostly contained in submicron particles but not in coarse particles. Thus, the release of a 287	

variety of ROS species are most likely due to the interactions of organic hydroperoxides, 288	

semiquinones, and transition metal ions, whereas the dominance of OH radicals in coarse 289	

particles may be due to the decomposition of organic hydroperoxides in the absence of 290	

semiquinones.  291	

 292	

 4. Conclusions and implications 293	

  In this study particle-associated environmentally persistent free radicals (EPFR) and 294	

radical forms of ROS have been quantified using electron paramaganetic resonance (EPR) 295	

spectroscopy. Average EPFR concentrations were measured to be ~2×1011 spins µg-1 in 296	

ambient particles collected in Mainz, Germany in May – June 2015. The chemical identity of 297	

EPFR is likely to be semiquinone radicals based on the g-factors observed by EPR 298	

spectroscopy. We found that particles with different sizes had different radical contents and 299	

particles with a diameter of 100 - 180 nm had the highest abundance of EPFR, whereas 300	

coarse particles did not contain EPFR. This is consistent with the size distribution of 301	

combustion particles such as soot and humic-like substances (HULIS), which may contain 302	

substantial amounts of EPFR.  303	
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  Reactive oxygen species (ROS) are formed upon extraction of particles into water. 304	

Particles with the diameter of 100 – 180 nm have released the highest ROS concentrations of 305	

2.7(± 0.2)× 1011 spins µg-1. By deconvoluting the obtained EPR spectra, four types of radicals, 306	

including OH, O2
-, carbon-centred and oxygen-centred organic radicals were quantified. The 307	

relative amounts of OH, O2
-, C-centred and O-centred organic radicals in submicron particles 308	

were found to be ~11 - 31%, ~2 – 8%, ~41 – 72% and ~0- 25%, respectively, depending on 309	

the particle size. OH was the dominant species for coarse particles with a diameter larger than 310	

1 µm. We suggest that the formation of these ROS species is due to the decomposition of 311	

organic hydroperoxides, which are a major component in SOA, interacting with 312	

semiquinones contained in soot or HULIS. ROS formation can be enhanced in the presence 313	

of iron ions by Fenton-like reactions. 314	

These findings have significant implications for the chemical processing of organic 315	

aerosols in deliquesced particles and cloud water. The released OH radicals within particles 316	

or cloud droplets can oxidize other organic compounds, producing low-volatility products 317	

including organic acids, peroxides, and oligomers (Lim et al., 2010; McNeill et al., 2012; 318	

Ervens, 2015; Herrmann et al., 2015). Autoxidation in the condensed phase might be 319	

triggered by OH radicals forming highly oxidized compounds (Shiraiwa et al., 2014; Tong et 320	

al., 2016). High aqueous oxidant levels may cause fragmentation of organic compounds, 321	

resulting in an increased loss of carbon from the condensed phase (Daumit et al., 2016). The 322	

formed carbon- and oxygen-centred organic radicals are also expected to enhance chemical 323	

aging by participating in particle-phase chemistry involving aldehydes, carbonyls, and 324	

organic peroxides (Ziemann and Atkinson, 2012), although the exact role and impact of 325	

formed organic radicals are still unclear and subject to further studies.  326	

Previous studies have shown that redox-active components such as transition metals 327	

and quinones can induce ROS formation in surrogate lung lining fluid upon interactions with 328	

antioxidants (Charrier and Anastasio, 2011; Charrier et al., 2014). This study also implies that 329	

ROS can be formed in lung lining fluid upon inhalation and respiratory deposition of 330	

atmospheric aerosol particles. Even though some fractions of ROS may be scavenged by 331	

antioxidants contained in lung lining fluid, excess concentrations of ROS including OH 332	

radicals, superoxide, and potentially also carbon- and oxygen centred organic radicals may 333	

cause oxidative stress to lung cells and tissues (Winterbourn, 2008; Pöschl and Shiraiwa, 334	

2015; Tong et al., 2016). Recently, Lakey et al. (2016) have shown that fine particulate 335	

matter containing redox-active transition metals, quinones, and secondary organic aerosols 336	

can increase ROS concentrations in the lung lining fluid to levels characteristic for 337	
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respiratory diseases. ROS play a central role in chemical transformation of biomolecules such 338	

as proteins and lipids in lung fluid to form damage associated molecular patterns (DAMPs), 339	

which can trigger immune reactions causing inflammation through the toll-like receptor 340	

radical cycle (Lucas and Maes, 2013). Due to the important implications to adverse aerosol 341	

health effects, further studies are warranted to characterize and quantify EPFR and ROS 342	

contained in atmopsheric aerosol particles in various locations including highly polluted 343	

regions such as in East Asia and India.  344	

 345	

Appendix A. LC-MS analysis of organic mixtures 346	

Two solutions of mixtures of standard organic hydroperoxides and quinones were 347	

analysed by liquid chromatography mass spectrometry (LC-MS). Solution (1) was the 348	

mixture of 200 µL of p-benzoquinone solution at a concentration of 0.2 g L-1 (Reagent grade, 349	

≥98%, Sigma-Aldrich) in water (trace SELECT® Ultra, ACS reagent, for ultratrace analysis, 350	

Sigma-Aldrich), 100 µL of Tert-Butyl hydroperoxide solution at a concentration of 8.9 g L-1 351	

(Luperox® TBH70X, 70 wt. % H2O, Sigma-Aldrich) in water, 2.5 µL of Iron (II) sulfate 352	

heptahydrate solution at 0.3 g L-1 (reagentPlus®, ≥99%, Sigma-Aldrich) in water and 1 mg of 353	

5-tert-Butoxycarbonyl-5-methyl-1-pyrroline-N-oxide (BMPO, high purity, Enzo Life 354	

Sciences GmbH). Solution (2) was the same as solution (1) but without Iron (II) sulfate 355	

heptahydrate. These solutions were stirred with a vortex shaker (Heidolph Reax 1) for 5 356	

minutes. 357	

These solutions were analysed using a 1260 Infinity Bio-inert Quaternary LC system 358	

with a quaternary pump (G5611A), a HiP sampler (G5667A) and an electrospray ionization 359	

(ESI) source interfaced to a Q-TOF mass spectrometer (6540 UHD Accurate-Mass Q-TOF, 360	

Agilent). All modules were controlled by the MassHunter software (B.06.01, Agilent). The 361	

LC column was a Zorbax Extend-C18 Rapid resolution HT (2.1 x 50 mm, 1.8 µm) with a 362	

column temperature of 30 °C. The mobile phases were 3% (v/v) acetonitrile (HPLC Gradient 363	

Grade, Fisher Chemical) in water with formic acid (0.1 % v/v, LC-MS Chromasolv, Sigma-364	

Aldrich) (Eluent A) and 3 % water in acetonitrile (Eluent B). The injection volume was 10 365	

µL. The flow rate was 0.2 mL min-1 with a gradient program that starting with 3 % B for 3 366	

min followed by a 36 minutes step that raised eluent B to 60 %. Further, Eluent B was 367	

increased to 80 % at 40 minutes and returned to initial conditions within 0.1 minutes, 368	

followed by column re-equilibration for 9.9 min before the next run.  369	

The ESI-Q-TOF instrument was operated in the positive ionization mode (ESI+) with a 370	

gas temperature of 325 °C, 20 psig nebulizer, 4000 V capillary voltage and 90 V fragmentor 371	
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voltage. During the full spectrum MS mode, no collision energy was used in order to collect 372	

species as their molecular ions. During MS/MS analysis employed for the structure 373	

determination, the fragmentation of protonated ions was conducted using the target MS/MS 374	

mode with 20 V collision energy. Spectra were recorded over the mass range of m/z 50-1000. 375	

Data analysis was performed using qualitative data analysis software (B.06.00, Agilent). 376	

Blank solutions without BMPO were also prepared and analysed. Background signals were 377	

subtracted from the MS spectrum. 378	

Figure A2 shows LC-MS/MS mass spectra of the products formed from the reaction of 379	

tert-butyl hydroperoxide, p-benzoquinone, BMPO in the presence of iron (solution 1). Very 380	

similar results were obtained for solutions in the absence of iron (solution 2). BMPO adducts 381	

with radicals ·OH, ·CH3 and ·OCH3 were identified by LC-MS/MS. As shown in Figure 382	

A2(a.1), it was observed that ions at m/z 160.0596, 216.1221 and 238.1020 were majors ions 383	

formed in the positive mode. These protonated ions represent the [BMPO+OH-C4H8+H]+, 384	

[BMPO+OH+H]+ and [BMPO+OH+Na+H]+ spin adducts, respectively. Figure A2 (a.2) 385	

displays the mass spectrum in the MS/MS mode for the fragmentation of the ion m/z 386	

216.1221. Results confirmed the loss of the t-butoxycarbonyl function (- C4H8), which is a 387	

characteristic fragment of BMPO, to form the ion m/z 160.0585. The observed ion fragment 388	

m/z 114.0544, can be formed by the loss of CH2O2, as shown in Fig. A2(a.3). In Fig. A2(b.1), 389	

the spectrum showed the mass m/z 158.0804 and 214.1431 that can be attributed to the 390	

[BMPO+CH3-C4H8+H]+ and [BMPO+CH3+H]+, respectively. The most abundant fragment 391	

ion (m/z 158.0803) in the MS/MS mode confirmed the formation of BMPO+CH3 adduct, as 392	

shown in Fig. A2(b.2). The peak m/z 112.0752 can be formed by the loss of CH2O2 (Fig. 393	

A2(b.3)). The spectrum in Fig. A2(c.1) shows major peaks at m/z 174.0752, 230.1378 and 394	

252.1198, corresponding to [BMPO+OCH3-C4H8+H]+, [BMPO+OCH3+H]+ and 395	

[BMPO+OCH3+Na+H]+, respectively. The formation of BMPO-OCH3 was confirmed in 396	

MS/MS by the loss of the t-butoxycarbonyl functional group of BMPO to form the ion at m/z 397	

174.0749 (panels (c.2) and (c.3)). 398	

In addition, the radicals C6H5O2· or ·C6H5O2 and C6H9O2· or ·C6H9O2 were detected, 399	

although it was not possible to determine whether the chemical structure represented carbon- 400	

or oxygen-centred organic radicals using the applied method. Figure A3(a.1) shows the 401	

formation of protonated ions [BMPO+C6H5O2+H]+ and [BMPO+C6H5O2+Na+H]+ with m/z 402	

308.1475 and 330.1298, respectively. The fragmentation in the MS/MS mode confirms the 403	

formation of BMPO+C6H5O2 (m/z 252.0855) that correspond to the loss of the characteristic 404	

t-butoxycarbonyl function as show in Fig. A3(a.2).  The ion fragment observed m/z 128.0702, 405	
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can be formed by the loss of C5O4 (Figure A3(a.3)). Figure A3(b.1) shows the ion m/z 406	

312.1789, which can be attributed to the BMPO+C6H9O2 spin adduct. Figure A3(b.2) 407	

suggests that the fragmentation of m/z 312.1789 to m/z 256.1166 by the loss of - C4H8 (Figure 408	

A3(b.3)). 	409	
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 659	

Figure 1: Electron paramagnetic resonance (EPR) spectra of atmospheric aerosol impactor 660	

samples with lower cut-off diameters in the range of 56 nm to 1.8 micrometer collected in 661	

Mainz, Germany during 26 - 27 June, 2015.  662	

 663	

 664	

Figure 2: Concentrations (spins per microgram of particles) of environmentally persistent 665	

free radicals (EPFR) and radical forms of reactive oxygen species (ROS) in atmospheric 666	

aerosol samples plotted against particle diameter. The error bars represent standard errors 667	

based on uncertainties of the particle mass and signal integration of EPR spectra. 668	
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 670	

Figure 3: Temporal evolution of concentrations of environmentally persistent free radicals 671	

(EPFR) contained in atmospheric aerosol samples with lower cutoff diameters of 100 nm (red) 672	

and 180 nm (blue), measured in Mainz, Germany during May – June 2015. The error bars 673	

represent standard errors based on uncertainties of the particle mass and signal integration of 674	

EPR spectra. 675	
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 678	

 Figure 4: a) Electron paramagnetic resonance (EPR) spectra of ambient aerosol impactor 679	

samples (Mainz, Germany, 26-27 June 2015) with lower cut-off diameters in the range of 56 680	

nm to 1.8 µm extracted in water mixed with the spin-trapping agent BMPO. Dashed lines 681	

indicate the position of each peak for different types of trapped radicals of O2
- (red),  OH 682	

(green), carbon-centred (orange), and oxygen-centred organic radicals (light blue). b) 683	

Simulation of the EPR spectrum of the atmospheric aerosol impactor sample with particle 684	

diameters in the range of 180-320 nm (lower to upper cut-off) by deconvoluting into O2
- , OH, 685	

O-centred and C-centred organic radicals (Blue = synthesis, grey = residual). 686	
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 688	

Figure 5: Relative amount of ROS in atmospheric aerosol impactor samples with lower cut-689	

off diameters in the range of 50 nm -1.8 µm (Mainz, Germany, 26-27 June 2015): O2
- (red),  690	

OH (green), carbon-centred (orange), oxygen-centred organic radicals (blue) and redisual 691	

(unidentified, grey). 692	
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	 	694	

Figure 6: Electron paramagnetic resonance (EPR) spectra of atmospheric aerosol impactor 695	

sample with particle diameters in the range of 180-320 nm (lower to upper cut-off) extracted 696	

with water and BMPO (black) and of aqueous substance mixtures with the following 697	

ingredients: cumene hydroperoxide (CHP), p-benzoquinone (pBq) and Fe(II) (light blue), t-698	

butyl hydroperoxide (TBHP). The dashed vertical lines indicate the main peaks of BMPO 699	

adducts with O2
– (red), OH (green), carbon- (light blown), and oxygen-centred organic 700	

radicals (light blue). 	 	701	
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702	

703	

704	

	705	

	706	

Figure A1: EPR spectra of atmospheric aerosol impactor 707	

samples with lower cut-off diameters of 56 nm (black), 100 nm 708	

(red), 180 nm (light blue) and 320 nm (green) for the 709	

measurement period during 28 May – 9 June 2015. 710	
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 712	

Figure A2: Mass spectra obtained with LC-MS/MS in the positive ionization mode from the 713	

mixture of tert-butyl hydroperoxide, p-benzoquinone and BMPO in the presence of iron 714	

(solution (1)). MS spectra of (a.1) BMPO+OH, (b.1) BMPO+CH3 and (c.1) BMPO+OCH3. 715	

MS/MS spectra of (a.2) BMPO+OH, (b.2) BMPO+CH3, and (c.2) BMPO+OCH3. Proposed 716	

fragmentation pathways of (a.3) BMPO+OH, (b.3) BMPO+CH3 and (c.3) BMPO+OCH3.		717	
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	718	

Figure A3: Mass spectra obtained with LC-MS/MS in the positive ionization mode for 719	

solution (1). MS spectra of (a.1) BMPO+C6H5O2 and (b.1) BMPO+C6H9O2. MS/MS spectra 720	

of  (a.2) BMPO+C6H5O2 and (b.2) BMPO+C6H9O2. Proposed fragmentation pathway of (a.3) 721	

BMPO+C6H5O2 and (b.3) BMPO+C6H9O2.	722	
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