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ARTICLE INFO ABSTRACT

Keywords: Transmission electron microscopy (TEM) is used widely to measure the size and structure of

Gage R&R aerosols, however the repeatability and reproducibility of these measurements has never been

Uﬂcerta_infy analysis ) investigated. In this study, the primary particle size distributions of three soot samples from a

zransnilssm“ electron microscopy propylene/air co-flow diffusion flame are measured from TEM images by four independent op-
€rosols

erators. The overall uncertainty, accounting for repeatability and variation across samples and
operators, is quantified through gage repeatability and reproducibility (Gage R & R) analysis. A
randomized measurement procedure coupled with a semi-automated algorithm called center-
selected edge scoring, is found to limit operator bias while also taking a fifth as long as manual
measurement. Accounting for all sources of uncertainty, the 95% confidence intervals de-
termined from a single measurement of primary particle mean and standard deviation are + 14%
and *+ 33%, which is greater than is commonly reported. Since Gage R & R analysis requires more
replicate measurements than is often practical, a simplified approach for obtaining confidence
intervals is presented which can capture Gage R & R uncertainties while requiring only a few
replicate measurements of a given sample. The Gage R &R results are used to evaluate three
automated methods, two employing a Circular Hough Transform (CHT) algorithm and one uti-
lizing Euclidian distance mapping (EDM). The CHT methods underestimate the mean primary
particle diameter, while the EDM method overestimates it. Both the CHT method with Canny
edge detection and the EDM method assess reasonably well the standard deviation of the size
distribution.

Statistics

1. Introduction

Many aerosols, such as combustion generated soot, exhibit a fractal-like geometry resulting from the aggregation of small, nearly
spherical, primary particles. Accurate knowledge of the size distribution of these primary particles is critical to quantifying a wide
range of aerosol properties. Primary particle size is needed to derive optical properties from Rayleigh-Debye-Gans fractal aggregate
theory (Dobbins & Megaridis, 1991; Sorensen, 2001; Williams, Shaddix, Jensen, & Suo-Anttila, 2007), and charging efficiency in
electrical mobility analysis depends on primary particle size (Bau, Zimmermann, Payet, & Witschger, 2015; Lall & Friedlander, 2006).
Morphological properties, such as fractal dimension, surface area, and volume, also depend on primary particle size distribution (Bau,
Witschger, Gensdarmes, Rastoix, & Thomas, 2010; Koylii, Faeth, Farias, & Carvalho, 1995; Park, Kittelson, Zachariah, & McMurry,
2004).
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Nomenclature Greek letters
a, a limits of bias correction distribution a significance level
B expected value of bias correction B, Q calibration constants (Eq. (8))
d scale diameter (Eq. (8)) AO, difference in pixel intensity gradient orientation
d, primary particle diameter from that of a perfect circle
dp min specified minimum primary particle diameter n true mean
dp, max specified maximum primary particle diameter a point estimator of mean
d, mean primary particle diameter o? true variance
dpg geometric mean primary particle diameter &2 point estimator of variance
Ejji measured difference from mean due to random Opg geometric standard deviation of primary particle
error diameter
k coverage factor
n number of measured primary particles Subscripts
N number of circumference pixels
[ number of operators A a given sample
0; measured difference from mean due to operator B bias correction
effect C combined result
P; measured difference from mean due to sample ef- dp primary particle diameter
fect dp mean primary particle diameter
r number of replicate measurements E random effect
s standard deviation i sample index
Sdp standard deviation of primary particle diameter i operator index
u standard uncertainty k replicate measurement index
w statistical weight equaling the inverse variance M overall measurement system effect
S| magnitude of pixel intensity gradient n circumference pixel index
Y the true value of a measurand 0 operator effect
Yiix a single measured value of a measurand p sample effect
Yieses the mean measured value of a measurand s standard deviation
Y a measurand

Manual analysis of transmission electron microscopy (TEM) images is the most common method for measuring primary particle size,
and the results are often used to calibrate or validate other measurements. De Iuliis, Maffi, Cignoli, and Zizak (2010) employed
manual TEM measurements to validate the results of three-angle scattering and extinction. Laser induced incandescence (LII)
measurements of primary particle size have often relied on manual TEM measurements to calibrate (Vander Wal, Ticich, & Stephens,
1999) or validate results (Cenker et al., 2015; Kock, Tribalet, Schulz, & Roth, 2006). However, a recent comparison of TEM and LII
primary particle measurements by Kholghy et al. (2017) showed that additional factors such as shielding and bridging of particles due
to high aerosol concentration can complicate validation. Attempts at automating the TEM measurement process have also relied on
manual measurements to calibrate (Bescond et al., 2014) or validate results (Grishin, Thomson, Migliorini, & Sloan, 2012; Kook et al.,
2016).

Given the large number of measurements needed to quantify morphological properties with statistical significance, and the
laborious nature of manually obtaining them, there is a strong incentive to automate the TEM measurement process. Most attempts at
automating measurement of primary particles have followed one of two approaches. The first is built around the Hough Transform
(Hough, 1962), a well-known algorithm that identifies pre-defined geometries, such as a line or circle, by the strength of features in a
parameter space. Grishin et al. (2012) were the first to apply the Circular Hough Transform (CHT) to fractal aggregates. Because the
algorithm relies on accurate edge detection, primary particle detection was restricted to the perimeter of a binarized aggregate image.
Other studies (Kook et al., 2016; Wang et al., 2016), extended the technique to interrogate the interior of an aggregate using a
combination of image self-subtraction and Canny edge detection (Canny, 1986). Canny edge detection is known for its ability to
detect weak edges and is therefore thought to be well-suited to discerning primary particles in the interior of a soot aggregate. A
drawback of the CHT approach is that it requires accurate pre-knowledge of several input parameters, including the range of primary
particle diameters and the CHT sensitivity level.

The second automation method is based upon Euclidian distance mapping (EDM) of a binarized aggregate image (Bescond et al.,
2014; De Temmerman, Verleysen, Lammertyn, & Mast, 2014). EDM is a technique whereby pixels within a binarized image object are
assigned grayscale intensities corresponding to their distance from the object's nearest edge. The procedure outlined by Bescond et al.
(2014) involves thresholding the EDM image of an aggregate at a specific pixel intensity, then inverting and repeating the EDM-
threshold sequence. Repeating this process across all possible threshold levels, a sigmoidal function emerges relating the number of
white pixels remaining after processing, to threshold value. Following calibration, this can be translated into a primary particle size
distribution function.

The EDM approach has the advantage of not requiring an assumed geometry or size range for detection. However, its results must
be calibrated against manual TEM measurements, and the shape of the size distribution must be assumed. Additionally, one must
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assume that the calibration holds across samples with potentially dissimilar morphologies.

Despite its importance and use as a calibration/validation source, uncertainties associated with manual TEM soot measurements
have received little attention. If reported at all, the standard uncertainty of the mean primary particle diameter is typically < 3% and
represents the standard deviation of the mean of a single measurement replicate by a single operator on a single sample (e.g.,
Koylii & Faeth, 1992; Hu, Yang, & Koylii, 2003; Bescond et al., 2014). A study by Kondo, Aizawa, Kook, and Pickett (2013) observed
that different operators, especially those with less experience, were the greatest source of fluctuation among primary particle
measurements. However, to date there has been no formal attempt to quantify the uncertainty of TEM soot measurements resulting
from different operators, samples, and measurement replicates. In addition, opportunities for bias are introduced at nearly every
stage of the measurement process. These include bias in choosing which regions of the TEM grid to investigate, which aggregates to
image from those regions, which images to select for measurement, which image areas and primary particles to consider, and how to
best interpret the size of a given primary particle. With a few exceptions (e.g., Wozniak, Onofri, Barbosa, Yon, & Mroczka, 2012;
Lapuerta, Martos, & Exposito, 2013; Toth, Farrer, Palotas, Lighty, & Eddings, 2013), studies rarely employ safeguards against operator
bias.

The objective of this investigation is to provide guidance for minimizing TEM measurement uncertainties, present a statistically
robust estimate of the true uncertainty associated with primary particle TEM measurements, and then provide guidance for how
others may efficiently account for these uncertainties in their own measurements. Assessment of the true TEM measurement un-
certainty is accomplished by applying analysis of variance (ANOVA) gage repeatability and reproducibility (Gage R & R) analysis to
the semi-automated measurement of mean primary particle diameter and standard deviation. The confidence intervals obtained from
Gage R &R analysis are used to evaluate the performance of several different automated primary particle measurement methods.

2. Methods
2.1. Experimental apparatus

Soot was generated in an atmospheric pressure, laminar propylene/air diffusion flame supported by a co-flow burner (Santoro
et al., 1983), consisting of concentric brass tubes with inside diameters of 14 and 101.6 mm. A flow of 2.1 g/s of propylene through
the inner tube was surrounded by 1.18 g/s of co-flowing air. The propylene flame had a luminous length of about 50 mm and emitted
soot in a vertical column. Additional details may be found in Guo, Anderson, and Sunderland (2015). Soot was thermophoretically
sampled by rapidly inserting a probe carrying a 200 mesh copper TEM grid with a carbon support film into the flame
(Dobbins & Megaridis, 1987). TEM imaging was performed on a JEOL JEM 2100 LaBg at a magnification of 10,000, which was high
enough to capture aggregate details without excluding larger aggregates from the viewing window. The TEM length scale was
calibrated against a gold diffraction grating replica (Ted Pella, part no. 607), and the standard uncertainty of the calibration is
estimated to be 0.8% at this magnification.

2.2. Preliminary measurements without bias controls

To assess the effect of different operators in the absence of bias limiting procedures, three operators measured primary particle
diameters on the image sets of two samples collected at a height of 13.4 cm above the co-flow fuel port, or 1.3 cm above the second
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Fig. 1. Preliminary measurements of mean primary particle diameter without bias controls. Error bars reflect the precision of the mean at the 95% confidence level.
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stage ring burner of the ternary flame system detailed in Guo et al. (2015). The operators were not told which images or regions
therein to measure. The results (Fig. 1) demonstrate considerable variability, which cannot be attributed to statistical precision alone.
Moreover, the consistent relative trend among the three operators indicates a significant between-operator effect. The overall
fluctuation, calculated as the measurement range over its average, was 18.9% and 17.6% for samples 1 and 2, respectively. This is in
line with the fluctuation across all operators reported by Kondo et al. (2013).

2.3. Semi-automated measurements

2.3.1. Bias controls

Three soot samples were drawn on separate occasions at a height of 10 cm above the co-flow fuel port. Coordinates for imaging on
the TEM grid plane were randomly generated. If soot was present at a coordinate, an image was recorded with no attempt to center
the viewing window on any particular image element. Individual aggregates were identified in the images and then randomly chosen
for analysis. Four independent operators, three of whom made the preliminary measurements, performed image analysis using a
custom program developed in MATLAB. The program randomly selected 100 x 100 pixel regions of interest (ROIs) on each soot
aggregate image. To ensure that more weight was not given to primary particles of smaller aggregates, the number of ROIs was
proportional to an automated estimate of the aggregate's projected area. Operators were directed to measure every element within
these ROIs they considered to reasonably constitute a primary particle using a semi-automated algorithm called center-selected edge
scoring (CSES) which is detailed in Section 2.3.2. If not satisfied with the algorithm's output, the operator could reject it and
remeasure by selecting a different pixel or restricting the diameter range. The semi-automated measurement therefore reflects an
operator's best judgement, but is also expected to reduce bias since it quantifies image features uniformly. Fig. 2 shows a typical soot
aggregate, whose primary particles have been measured using the CSES algorithm within random ROIs. Each operator performed 2
replicate measurements on each sample's image set, yielding a total of 24 measurement sets with an average of 290 measured primary
particles per set. The randomly chosen images and ROIs used for a given replicate were the same for all operators.

2.3.2. CSES algorithm

The existing methods of CHT and EDM rely on detectible edges in an image to infer circular features. By contrast, center-selected
edge scoring (CSES) begins from an estimate of a primary particle's center point, and then, like a manual operator, considers image
features over the entire circumference of a primary particle, not just those parts detectable as “edges.” Fig. 3 outlines this process. The
operator manually selects a point on the image that is judged to be the center of a primary particle. A square neighborhood of pixels
around the selected point is calculated (Fig. 3a). Candidates for a best-fit circle are those within an operator-specified diameter range,
dp,,min t0 dj, max, centered at any pixel within this neighborhood. A neighborhood measuring 1 + 2[round(0.025d,, max + 1)] on a side
was found to match operators’ intuitive expectations for candidate center point tolerance. Using a 3 X 3 Sobel filter, the algorithm
computes a gradient map of the grayscale intensity at each image pixel (Fig. 3b). For each candidate circle, all pixels in the gradient
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Fig. 2. Screenshot of the MATLAB-based image analysis program. Primary particles have been measured using the CSES algorithm within randomly generated ROIs.
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Fig. 3. Steps in the CSES algorithm. A low magnification image is shown to clearly illustrate individual pixels. (a) Pixels of candidate center points around an operator-
selected pixel. (b) Grayscale intensity gradient map with vectors denoting gradients. (¢) The magnitude and orientation (shown by vectors) of the gradient of a
candidate circle's edge pixels.

map are eliminated except those that comprise the candidate circle's circumference (Fig. 3c). The fit of each circle is scored using each
pixel's gradient magnitude |x,|, and the difference in its gradient orientation from that of a perfectly circular primary particle, A6,
according to:

N
1

Score = — |xn | cos(AB,),
N zl ! ! &)

where N is the number of circumference pixels. The best-fit circle is chosen as that with the greatest score, according to Eq. (1). The
CSES code and supporting files are provided as Online Supplemental information, and the custom image analysis program is available
from the authors upon request. Though developed using soot TEM images, the CSES algorithm has application to any aerosol that is
spheroidal or comprised of spheroidal primary particles.

2.3.3. Gage R &R analysis

The true uncertainty of the measurement method described above and the extent to which it eliminates operator bias, was
assessed through gage repeatability and reproducibility analysis. The Gage R & R model appropriate for this study is a balanced two-
factor crossed random model (Burdick, Borror, & Montgomery, 2005):

Y =ty + B + 0j + Eije @

Here, Yjj is the measured value of sample i, by operator j, the k™ time, and My is the true mean of the measurand Y from the
population of all samples producible by the given process (i.e., the specified co-flow flame). The terms P;, O;, and Ejy, are jointly
independent normal random variables with means of zero and variances of, o3, and o, corresponding to the variation away from
due to effects of sample, operator, and random error, respectively. The variances o2 and o are the reproducibility and repeatability,
and their sum is the variance of the measurement system, oy.

The model given in Eq. (2) assumes that operator-sample interaction is insignificant and that overall repeatability uncertainty is
greater than measurement resolution. The measurands here are the mean, @, and standard deviation, sqp, of the distribution, not
individual primary particle measurements. The resolution of d;, and sq, estimated from n measured primary particle diameters are
given by their respective standard deviations: sg; = sqp/~/1 and Ssqp = Sap/+/2(n — 1). The latter expression assumes a normal dis-
tribution of primary particles, however uncertainty due to any divergence from normality is expected to be negligible compared to
other sources of uncertainty.

The values of these variances and u, found with Gage R &R analysis are point estimators (so denoted 6?2) of the true values, and
are themselves subject to uncertainty. Uncertainty distributions for these terms were simulated following the generalized inference
approach of Hamada and Weerahandi (2000). Sampling from these distributions, Monte Carlo methods (Solaguren-Beascoa
Fernandez, Alegre Calderén, & Bravo Diez, 2009) were employed to compute confidence intervals for the means and standard de-
viations of the measured size distributions.

To combine operator measurements and obtain confidence intervals for each sample, a balanced one factor random ANOVA
model is used:

Yajx = iy, + Oaj + Eajx- 3)

For a given sample A, Yy is the k™ replicate measurement by operator j, and Uy, is the true mean of the measurand Yj. Since the
sample is fixed, and Oa; and E,j, are assumed to be normally distributed about a mean of zero, uy, also represents the true value of
Ya, for which the best estimate, Ay, is the mean of all measurements, Y., for the sample. The confidence interval for Y, is then
found from

YA = ﬂYA * s(z)E—azl,o—l/ro ) (4)

where s = (r/(0—1)) Z‘;’:l (Yaj« — Yaxs)? is the mean squares for o operators each performing r replicates, Yyj, is the mean of
measurements by operator j, and F,_..1,-1 is the F-statistic at significance level a, having 1 and 0 —1 degrees of freedom (Burdick
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et al., 2005).

2.3.4. A simplified approach to obtaining sample confidence intervals

As a practical matter, it would be desirable to estimate the uncertainty of a sample's primary particle distribution without the
relatively large number of replicates required by ANOVA. One approach treats the combination of operator results as an inter-
laboratory evaluation in which operators are equally competent and subject to independent random and systematic effects (Kacker,
Datla, & Parr, 2002). The measurements of each operator j for a given sample are pooled, and the resulting distribution will have a
mean and standard deviation with standard random uncertainties, equal to sg;j and ss,,j, as given in Section 2.3.3. For a given sample
A, the results Y,; from each operator j may then be combined using a weighted mean, where the weight is defined as wy; = 1 /sf,Aj. The
combined result, Y, ¢, is then:

0
Yac= ijl Whj YAj/Zj Wajs )

for which the standard uncertainty is:

1/2

If the interval 2uy, . of this combined mean fails to encompass a non-negligible fraction of operator results, an expanded con-
fidence interval that includes an additive bias correction with its own expectation value and uncertainty distribution is appropriate.
Since each operator's results are believed to be equally probable, this correction is assumed to follow a rectangular distribution on the
interval (—a;, a,), where —a; = minj(Yy;) — Yac and a, = maxj(Yyj) — Yac. The expected value for this correction is B = (a, — a1)/2
with a standard uncertainty ug = (a, + a,)/~/12. Finally, the confidence interval for the measurand Y, is:

Yo = (Yac + B)xk (M%A,c + ”é)l/z, @

where a value of 2 for the coverage factor k corresponds to a 95% confidence level.
2.4. Automated measurements

2.4.1. Circular Hough Transform

Three different automated measurement methods were applied to the TEM image sets obtained in Section 2.3.1. The first, pro-
posed by Grishin et al. (2012), applies CHT to binarized images of soot aggregates, and will be referred to as the binary-CHT method.
Techniques for automating the image binarization step have been proposed (Grishin et al., 2012; Park, Huang, Ji, & Ding, 2013),
however, we found no automated procedure that reliably separated aggregate from background. We had greatest success with a
general procedure that employed edge-preserved smoothing (e.g., median filtering) and contrast enhancement followed by back-
ground removal via a rolling-ball Transform and manual thresholding. Grishin et al. (2012) used a modified CHT algorithm to reduce
processor load and eliminate falsely identified primary particles produced by convex fragments on the aggregate border. As these
were not issues in our implementation, we used the unmodified CHT found in MATLAB's imfindcircles function.

The second method, suggested by Kook et al. (2016), also uses the CHT algorithm, however with different pre-processing. First,
the image undergoes inversion and self-subtraction to enhance contrast between aggregate and background. Primary particle edges
are then enhanced by negative Laplacian filtering, after which Canny edge detection is applied. We used the MATLAB script provided
by Kook et al. (2016), which also utilizes the imfindcircles function. This method is referred to here as the Canny-CHT method.

Both CHT methods require the user to specify a diameter range and a sensitivity level. The sensitivity level is a value between 0 to
1, where higher sensitivities interpret more image features as circular. The Canny-CHT method also requires specified values for self-
subtraction level and negative Laplacian filter shape parameter. Kook et al. (2016) observed that parameter values, especially the
lower-bound diameter, and CHT sensitivity, substantially affected results. Without knowledge of the primary particle size distribution
a priori, the choice of parameter values represents a source of uncertainty for all CHT methods. In practice, one would likely estimate
the diameter range manually before performing automated analysis. Therefore, we used the diameter ranges found from the Gage
R & R measurements as inputs to both CHT algorithms. For the binary-CHT method, we varied the sensitivity value between 0.8 and
0.92, based on our own experience. For the Canny-CHT method, we used parameter ranges found by Kook et al. (2016) to optimally
detect soot primary particles produced by five different diesel combustion facilities. Sensitivity ranged from 0.75-0.79, self-sub-
traction level ranged from 0.8-1.2, and alpha was 0.1. Each of the input parameters to both CHT algorithms were then varied
individually to assess sensitivity of the response variables.

2.4.2. Euclidian distance mapping

The EDM method of Bescond et al. (2014) was evaluated. This approach has the advantage of requiring no input parameters,
however results must be calibrated and a distribution shape assumed. Bescond et al. (2014) assumed a log-normal distribution and
computed calibration parameters that adequately fit EDM results from soot produced by both an aircraft engine and an ethylene
laminar diffusion flame. Given the very different types of soot produced by these systems, the calibration is expected to be robust and
was applied to the present study. Measurement was performed in the NIH software ImageJ using the plug-in provided by Bescond
et al. (2014). The resulting measurements were expected to follow a sigmoidal curve:
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S _ {1 + exp [(lnd — Indp,)/Ingp — 5]}_1
S(0) Q

(8)

The left-hand side of this equation is the normalized average aggregate surface area after the EDM Transformation at scale
diameter, d, itself a function of the EDM threshold value. The calibration constants are f§ = 1.90 + 0.03 and 2 = 0.80 = 0.03

(Bescond et al., 2014). The geometric mean, d,,, and geometric standard deviation, oy, were determined from a fit of the sigmoidal
curve to the data, and were then converted to their arithmetic values for comparison to results from other methods.

3. Results and discussion
3.1. Gage R &R results

The mean primary particle diameter, @, and standard deviation, sq,, for each measurement replicate is given in Fig. 4, with the
corresponding Gage R &R results in Table 1. An F-test (a = 5%), confirmed the assumption that operator-sample interaction was
negligible for both dj,, and s4p, (p = 0.156 and 0.102, respectively). Repeatability variances exceeded individual measurement
precision, (sdz—p ~ 0.6 nm and sszdp~ 0.3 nm), justifying the assumption that measurement resolution is subsumed within overall
repeatability. It is also clear from the differences in replicate measurements in Fig. 4 that inhomogeneities in the sample account for
some of the repeatability uncertainty. A follow-up test, in which 2 operators performed 5 replicate measurements on the same group
of ROIs on successive days, found that inhomogeneities accounted for about two-thirds of the overall repeatability variance. Contrary
to Kondo et al. (2013), there was no discernable trend in results based on the experience level of the operator.

Sampling from the variance distributions produced by the generalized inference method, Monte Carlo simulations were used to
construct 95% confidence intervals for key metrics. The true mean of the primary particle diameter means producible by this process,
Maps is 32.5 = 5.9 nm ( = 18%), and the true mean of the standard deviation, o is 12.3 = 4.3 nm ( = 35%). The values of Hap and
agp of a sample for which a single measurement has been performed may be known within *+ 14%, and + 33%, respectively. The
confidence intervals for ug, and o4, for any unmeasured sample produced by this process are 32.5 + 8.9nm ( + 27%) and
12.3 = 6.7 nm ( = 54%), respectively, however a larger number of samples beyond the three used here would likely narrow these
intervals.

For both d,,, and sqp, the total variance is almost evenly split between sample and measurement system effects. Nearly all the
measurement system variation for d,, is due to repeatability, while for sqp, it is mostly due to operator effects. A comparison of
operator measurements of identical image regions indicates that operators had consistent preferences for the overall range of valid
primary particles. Still, the muted influence of operator on d,, variance suggests that randomization and CSES semi-automation were
effective in reducing operator bias.

Additionally, the time per primary particle needed to perform measurements using CSES was compared to a manual measurement
on the same images in ImageJ. Twice measuring ~100 primary particles on two randomly selected image sets, CSES was found to
require only about 20% as much operator time as the manual measurement. This improvement comes from the fact that a pixel can be
selected at a perceived center point much more quickly than a circle can be drawn to fit a perceived circumference.

The two methods for combining operator measurements for each sample produced comparable results as shown in Table 2. The
approach outlined in Egs. (5)—(7) therefore offers a way to estimate the values and uncertainties of Map and oy, in the absence of a
large number of measurement replicates. Additionally, if measurements by multiple operators cannot be obtained, replicate

50 20
XReplicate 1 O Replicate 2 X Replicate 1 O Replicate 2
40 t | o L% i
1 1 15 - D 1 D :
— \ Qog* | | — ~ | |
£ x, X XX % E P X gl
£ 30 ¢ O é ®O | Q Q 5 S Eﬁ O !
< | | =5 = | | &
1 1 - 10 1 ! Q
® | | o i |
[} 20 1 1 > 1 :
= : : 3 | :
| | © | !
1 1 b 5t 1 |
10 ¢ ! ! @ ! !
Operator: 1234 1 1234 1 1234 Operator: 1234 1 1234 ' 1234
Sample: 1 | 2 | 3 Sample: 1 | 2 i 3

Fig. 4. Primary particle diameter mean and standard deviation for each Gage R &R replicate.
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Table 1
Components of variance in the measurement of primary particle diameter mean and standard deviation as quantified by Gage R & R analysis.

Variance Component % Gage R &R Results sap Gage R &R Results
Variance % Variance Variance % Variance

62 4.82 57.4% 2.03 48.1%

83 0.53 6.3% 1.82 43.1%

6% 3.05 36.3% 0.37 8.8%

6% 3.58 42.6% 2.19 51.9%

C}%m 8.40 100% 4.22 100%

Table 2

Primary particle diameter mean and standard deviation of each sample using two methods for combining operator measurements. Intervals are at the 95% confidence
level.

Sample Mean d,, (nm) Standard Deviation of d;, (nm)
Eq. (4) Egs. (5-7) Eq. (4) Egs. (5-7)
1 31.1 = 4.3% 31.3 = 4.4% 12.5 £17.1% 12.6 = 15.0%
35.1 + 8.1% 35.7 + 6.5% 13.6 + 13.8% 13.7 + 14.4%
3 31.3 £ 9.8% 31.5 + 8.4% 10.8 + 25.7% 11.2 + 20.7%

measurements by a single operator utilizing bias limiting methods may serve as an adequate surrogate. The overall uncertainty of the
combined result of r replicates on given sample A, could then be estimated from Egs. (5)~(7) by incorporating 63 from Table 1 into Eq.

(6):
1/2
uYA,C = (l/(zl=l WAk] + 65) .

9

3.2. Automated results

The three automated methods were applied to each of the 37, 41, and 73 aggregate images of samples 1, 2, and 3, respectively.
The Gage R & R measurements found diameters ranging 6-79 nm, 8-86 nm, and 8-82 nm for these three samples. These ranges were
supplied as inputs to the two CHT-based algorithms. The remaining parameters for each algorithm were varied as discussed in Section
2.4.1. The results of all three automated measurements are shown in Fig. 5 alongside the Gage R &R results combined across
operators using Eq. (4). Both CHT-based algorithms drastically underpredicted £, for all three samples. The binary-CHT method also

50 20
OGageR&R mCHT1 BCHT2 OEDM OGageR&R ECHT1 BCHT2 OEDM
40 | {;
15
= < 10
c ©
c 20 | >
= 8
©
—-— 5 I~
10 »
0 0
Sample 1 Sample 2 Sample 3 Sample 1 Sample 2 Sample 3

Fig. 5. Primary particle diameter mean and standard deviation for each sample as found by CSES (Gage R & R), binary-CHT (CHT1), Canny-CHT (CHT2) and Euclidian
distance mapping (EDM) methods.
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substantially underestimated &4,, while the Canny-CHT method generally matched the Gage R & R &y, results. While performing better
than CHT, the EDM method consistently overpredicted fi,. For &y, the results are statistically equivalent to the Canny-CHT results.
Inaccuracy of the EDM results can be credited to the model's assumed calibration values and lognormal distribution. The latter is
questionable given that the distributions found from the semi-automated measurements almost uniformly failed standard tests for
both normality and lognormality.

The error bars in Fig. 5 are at the 95% confidence level. For the CHT results, the error bars reflect the statistical precision of the
mean combined with uncertainty caused by varying input parameters other than diameter range. Error bars for the EDM method
include the published uncertainty of the calibration constants (Bescond et al., 2014), and uncertainty in the sigmoidal fits, but do not
consider repeatability and reproducibility uncertainty of the calibration.

The two CHT methods showed sensitivity to several of the input parameters, most prominently, the lower-bound diameter. For the
binary-CHT method, the value of ﬁdp rose 1 nm for each 1 nm increase in dp i, and for Canny-CHT, /ftdp increased at twice that rate.
This large dependence on dp,min is problematic. To force either CHT method to yield a value for 44, that matches the Gage R&R
results for all three samples, a value for d,, i, between 17 and 19 nm must be specified. There is no practical reason to choose an
input value within this range without having foreknowledge of the distribution. Choice of such a value would also truncate the
bottom 16% of the distribution. One possibility for overcoming this difficulty is through a weighted scoring scheme for the Hough
Transform that is a function of diameter.

4. Conclusions

A Gage R &R study of soot primary particle measurements on TEM images was performed utilizing a semi-automated method
called center-selected edge scoring (CSES), which required only 20% as much operator time as manual measurement. Coupled with
randomization of image measurement regions, the study showed only a weak operator influence on f44,. In contrast, different op-
erators were the principle source of variation for &,. Monte Carlo sampling of Gage R &R variance distributions found 95% con-
fidence intervals for a single estimate of uy, and gy, were = 14% and = 33%, respectively. These are substantially greater than
commonly reported uncertainties, which do not consider variation due to the measurement method. Uncertainties can be reduced by
combining measurements across operators (Eqs. 5-7) or across replicates of a single operator (Eq. (9)). Doing so incorporates an
estimate of repeatability and reproducibility uncertainties without demanding a large number of replicates.

All three automated methods considered were unable to produce results consistent with the Gage R & R measurements. The EDM
method came closest, but consistently overestimated Agpe A calibration tailored to the soot produced by a specific process might
improve this method's performance, although the need to assume a distribution shape will remain a source of uncertainty. On the
other hand, both CHT methods greatly underestimated /14, and the binary-CHT method also underestimated &y,. Inaccuracies in the
CHT methods are mostly attributable to a high sensitivity to the algorithms’ lower-bound diameter input. Less sensitivity to this and
other input parameters is needed to make this approach robust enough to use broadly.

Given the difficulties presented by existing automated techniques, manual measurement (or a semi-automated approach like
CSES), with randomization to reduce bias, remains the best method for evaluating soot primary particle size distributions from TEM
images.
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