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Abstract
Aim: The reason why non-calibrated hair variables poorly estimate scalp hair coverage during hair growth studies
was studied.

Methods: Hair productivity integrates density, diameter and daily hair growth rate. Cross-sectional studies have
established hair productivity in female and male patients (480 vs. 90 controls) with self-evaluation of hair loss,
phototrichogram (CE-PTG-EC) and scalp coverage scoring, (SCS). Tracking productivity of individual hair
follicular units from longitudinal studies challenged the application of our methods during drug trials.

Results: Hair loss means decreased productivity and increased “time to complete coverage”. The hair mass index
(HMI) linearly connects productivity with clinical perception of coverage, i.e., SCS. The ensuing HMI abacus
translates independently of gender, age, pattern or severity and unravelled unequal intervals between categories
of the Ludwig and Hamilton classifications. With one severity grade shift, time to complete coverage varied from
21-51 days, i.e., no equality. During longitudinal studies, SCS detected improved productivity, reflecting clinically
relevant responses, but remained stable in the absence of significant productivity variations. Follicular unit
labelling and individual hair growth tracing showed that reversal of miniaturised hair follicles does not play a major
role during drug-induced hair regrowth. The latter reflects re-activation of resting-dormant terminal hair follicles.
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The recovered productivity would not be possible once hair follicles enter the phase of structural-functional
irreversible miniaturisation.

Conclusion: Besides pattern identification, density of nanohair and HMI appear as innovative diagnostic
approaches. Abrupt transformation (within one cycle) of terminal hair follicles into miniaturised ones and its
reversal as the effect of active FDA-approved drugs remain highly improbable.

Keywords: Hair loss, scalp photographs, measurement, expert scoring, scalp coverage scoring, hair thinning,
reversal hypothesis, hair growth, finasteride, minoxidil, scalp imaging method

INTRODUCTION

Hair loss may be a distressing phenomenon and the psycho-social burden in terms of self-perception,
body image, loss of attractiveness, efc. remains often misunderstood by practitioners. The phenomenon
may be overlooked, its potential prevention or improvement with drug treatment ignored and, in the
worst case-scenario, the condition is simply denied by professionals”™. During a face-to-face consultation,
dermatologists rely on schematic classifications, and even for trained hair specialists an accurate estimation
of “pattern and severity” may remain difficult; test-retest experiments of severity scores on images
concluded that clinical classification was unreliable™,

From a more fundamental perspective, cartoons representing patterns raise a number of questions: How do
categories reflect the distribution of a continuum? How many patients do not fit the existing classifications?
Is rating of severity consistent? Are intervals between grades equal or not in terms of scalp hair regression?
In other words, is the difference between severity Grades I and II the same as between Grades II and III,
between Grades IV and V, etc.?

Therefore, clinicians have intuitively proposed a wider variety of schemes and extended scales but without
supportive evidence that this clinical approach was actually an improvement. In short, the meaning of
severity during a clinical diagnostic process in terms of hair productivity is still lacking.

Productivity has to be understood as follows: What amount of hair can be optimally produced by a single
organ or a community of organs with the existing resources (nutritional status, genetic-regional variations,
hormonal status, efc.)?

From a clinical perspective, we classify patients according to the simplest and most popular schematic
representations appearing in textbooks'”. Firstly, the discrete patterning and severity grades were described
by Hamilton'”, who pointed out the essential role of androgens in balding males. Findings that were
highlighted by social-historical perspectives” soon followed with Ludwig’s classification of patterned
loss in females™. Secondly, non-invasive methods were employed to record various objective aspects
of the scalp hair loss, i.e., global images that correlated with deficient hair replacement and hair follicle
miniaturisation"". Thirdly, recently published therapeutic assays showed that the perception of clinical
status could be subject to rapid changes of hair productivity[”“], albeit without involving a significant

fluctuation of miniaturised hair follicles™. The latter may also reflect fine tips during the initial steps of a

new hair cycle (less than 15 days)"”.

During drug trials, patients have usually not shifted from a more severe to a less severe category or pattern.
However, this does not necessarily mean that patients were subjectively satisfied with the therapeutic
response’”. With these discrepancies, the categorical system keeps diagnostic value with little interest for

measurement of the therapeutic response.
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This paper reports the results of a cross-sectional study with systematic clinical observation, self-
evaluation and exhaustive analytical measurements of the scalp hair dynamics on a large number of
patients complaining of hair loss. This complex computation resulted in an abacus that helps the observer
to translate his clinical quantitative observations into hair productivity, i.e., hair mass index (HMI). While
words such as “hair mass” usually refer to a substantial amount of hair without precise measurements,
the evidence and rationale for choosing HMI are exposed in Supplement File 1. A short historical note is
given as Supplement File 2 explaining the authors’ progression on his way towards accurate and precise
hair measurement. With the data from the cross-sectional study at hand, we tested HMI in situations
with synchronised short-term changes of hair cycling. Documents from longitudinal placebo-controlled
trials (published and unpublished) were re-analysed in terms of global changes and detailed scalp hair
productivity.

The present paper proposes innovative non-invasive bio-engineering approaches to document individual
hair follicle productivity. Along with follicular unit monitoring, hair productivity matches much better
than hair counts the perspective of clinical relevance. The new findings are in line with earlier publications,
providing further scientific support against the prevailing dogma that miniaturised scalp follicles would
be responsible for drug-induced hair regrowth. Accordingly, this unproven theory on “reversal” should
be abandoned, unless duly documented and proven. Finally, we realise that surgeons and dermatologists
involved in scalp hair follicle transplantation and drug trials still face an unanswered question: Where
does the regrowing hair come from? We provide tentative answers and propose a speculative hypothesis
in Supplement File 3 with baseline characteristics of follicular units that may point to a potential for drug-
induced regrowth.

MATERIAL AND METHODS

Subjects

Patients and healthy controls in cross-sectional studies

Non-invasive observational methods for scalp hair were applied in 497 patients who complained of stable
or slowly progressive and chronic hair loss for more than 6 months and less than 15 years. All were seen
with clean dry scalp hair by a single observer between 2006 and 2019. Their data have never been published
before.

The clinician applied his original “listen, look and touch” approachlg]. Gentle hair pulling was systematically
performed. Patient’s data were compared with functional data collected from 90 observations from healthy
controls (52 male and 38 female). Because gender substantially affects clinical presentation, we detail
female groups first and male groups next. From a total of 370 female patients with hair loss data, those with
specific diagnoses such as trichotillomania, active inflammatory diseases such as alopecia areata or scarring
disorders were excluded (66 females). Whenever required, scalp biopsies were taken for differential
diagnosis.

Females maintaining a dense frontal fringe in contrast with the scalp located behind, i.e., on the top of
the head, were classified as having PHL. Otherwise, they were rated as “no pattern” (NoP) or “Other”. The
latter meant less clearly marked or even mixed distribution of hair densities. As an example, “Other” would
be used in the case of combined male and female patterns and diffuse loss at the same time. In the case
of patterning, the severity grades were based on cartoons derived from Ludwig’s classification'” [Ludwig
I-1IT; Figure 1]. These five categories help to split up all subsequent continuous data [scalp coverage scoring
(SCS) and hair productivity].
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Figure 1. Evaluation of hair loss by patients and clinician with our phototrichogram method and scalp coverage scoring. Figure 1
illustrates all the techniques used throughout this study. Figure 1A and B displays cartoons employed by investigator and patients. From
normal coverage or no visible hair loss [Figure 1A; top left], the patients independently choose either no visible loss or FPHL split-up
according to Ludwig stages [LI-LIII; bottom of Figure TA] or MPHL [Hamilton stages HI-HV in Figure 1B]. Similarly, and without direct
interaction with the patient’s record, the clinician classified subjects as having diffuse or patterned hair loss (PHL). The SCS [Figure 1C]
was usually performed on the computer screen. This implies the subdivision of the image of the top of the head into 18 square fields
surrounded by a circle, a symbolic outline of the head. With the hair combed as spokes of a wheel, SCS was evaluated in 2 different
ways: first scoring the nine numbered fields that include top and vertex [Figure 1C, top; 1-9 bold] followed by the nine other fields
with more lateral and anterior locations [Figure 1C, top; italic light]. Finally, on the image taken after parting hair along the midline,
coverage was estimated in each of the four squares labelled p1-p4 [Figure 1C, bottom]. At the end of the clinical visit, the investigator
selected a region of interest (ROI). This site served for detailed hair growth measurements employing the CE-PTG-EC [Figure 1D]. Our
phototrichogram method is illustrated (modification of the original Figure 1in the author's publication to which we refer the interested
reader™®). Classical and novel processing methods are illustrated in greater detail in Figures 11 and 12. Exogen collection is part of our
phototrichogram method, as shown in the lower half of Figure 1D where three loosely attached telogen bulbs were entrapped in the blue
matrix examined under a stereomicroscope. The schematic view [bottom of Figure 1D; arrowheads] illustrates the same 3 exogen hairs:
Exogen 1 was deeply set in the follicle at completion of telogen; Exogen 2 was moving upwards in the hair follicle; and Exogen 3 almost
reached the scalp surface for release in the nearby future. Figure 1E shows clinical examples of male subjects with MPHL according to
Hamilton's scale with hair combed as spokes of a wheel (left to right; severity Grades I-V). For the correct interpretation of data from
the clinical perspective, readers are invited to keep three things in mind: (1) The frontal hairline does not appear in the global view and,
as a consequence, should not interfere with SCS; (2) The variable shape/size of the head does not interfere with SCS as the scalp areas
explored in a given subject are stable over time; and (3) ROl is remote from the epicentre of the balding process (white dot usually on
the right side of patient’s top of the head). FPHL: Female pattern hair loss; MPHL: male pattern hair loss; SCS: scalp coverage scoring,
CE-PTG-EC: contrast-enhanced phototrichogram with exogen collection.

The pool of 304 females was compared with unaffected young healthy controls (15-20 years old) and split
according to clinical pattern, severity and age. Besides 255 females with FPHL, i.e., LI (n = 135, 44-year-
old), LII (n = 107, 45-year-old), and LIII (n = 13, 51-year-old), there were 39 showing no pattern (NoP; n =
39, 41-year-old) and a few remaining patients with a mixed condition grouped as “Other” (n = 10, 52-year-
old). After excluding a small number of male subjects with specific disorders (n = 17), the remaining 110
males were split according to Hamilton’s classification with severity Grades I-V [HI-HV; Figure 1]. Male
demographics with average age were as follows: HI (n = 6, 19-year-old), HII (n = 28, 21-year-old), HIII (n =
50, 34-year-old), HIV (n = 16, 38-year-old) and HV (n = 10, 39-year-old).
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With a few exceptions, all participants completed a pre-printed questionnaire including self-estimation
of hair loss. This was given on the first day of the consultation and should ideally be filled out before the
second visit. Besides personal and family history and quality of life issues (not published herein), patients
proceeded with self-estimation of their hair loss using the same cartoons as the clinical observer [Figure 1].

All patients underwent all clinical measurements and imaging methods reported in the next sections, the
most important from the clinical-functional point of view being standardised global imaging combined
with Contrast-Enhanced-Phototrichogram with Exogen-Collection (CE-PTG-EC), as illustrated in Figure
1 and published in detail previously™**".

Volunteers engaged in longitudinal drug trials
Images and unmodified source data were retrieved from three controlled assays.

One unpublished drug trial in MPHL evaluated daily application of a topical anti-androgen (multi-centre
study, six months duration with evaluations at baseline, Month 3 and Month 6). The same analytical
protocol as the one employed in the present study showed no statistically significant changes of hair
productivity over time in any treatment group. We retrieved the global clinical scoring generated on 27
MPHL subjects followed in our evaluation centre. In total, 81 SCS records were used to test reproducibility
through test-retest analysis.

From our oral study on finasteride (Propecia™, 1 mg/day) with topical application of either minoxidil 5%
(Alostil™, 1 mL/day) or a placebo lotion during the initial 3 months”, we selected the best responder with
acute changes of hair cycling (switch-on of growth during topical treatment and switch-off after arrest of
topical applications). Source global images were re-evaluated, and detailed hair growth parameters were
translated into hair productivity, as explained below.

Finally, we re-examined high resolution processed images of one volunteer with stabilised MPHL [third
year daily intake of oral finasteride (1 mg/day)]. While test scalp site remained unresponsive to a six-
month assay with the LASER-comb'”, this subject mounted a rapid response to the topical application of
minoxidil (5%, 1 mL, 1 x /day). We tracked all calibrated hair on a follicular basis from baseline until the
end of the third month of combined treatment.

Ethics

All study protocols and measurement methods (experiments including healthy volunteers, patients and
drug trials) were approved by the local board of Ethical Commission for Clinical Investigation, implying
that identification of participants would not be possible by any means. Facial recognition would be
impossible and parental permission was obtained for the youngest subjects (16 years).

Imaging technology

Global images

All patients presented with clean dry hair after their latest shampoo on the morning of the clinical visit.
The clinician estimated hair loss, actual presence of a pattern and severity grades. The aspect of the top of
the head was recorded employing an original imaging system. After correct positioning of the customised
stereotactic headgear and after switching on the “build-in-light-box”, standard images were taken at fixed
angle and distance"*"”’. The procedure included dry scalp hair combing in two different ways: spokes of a
wheel [Figure 1] and midline parting [Figures 2 and 3].

When required according to the study protocol, the clinician measured scalp coverage in vivo (SCS in vivo;
described in the next section) while Charge Coupled Device-images (CCD; source document) were used at
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Figure 2. Images from top of the head in females. The top of the head is illustrated in seven females complaining of hair loss. The upper
panels show clinical perception as: “No Pattern” (left; 1 case); FPHL graded as LI (1 case), LIl (2 cases) or LIll (2 cases) and one subject
with no clear evidence for patterning (Other; 1 case). From top to bottom, the panels show hair combed in spokes of a wheel, with
a parted midline and with the clipped hair site. The latter is highlighted as a white empty circle. The region of interest (ROI) outline,
located at a distance from the epicentre, was then transposed on the other views (top 2 rows). Note again that top of the head views
did not include the frontal margin, which does not influence the scalp coverage scoring (SCS). When required according to the study
protocol, the clinician measured scalp coverage in vivo (SCS in vivo; described in the next section), while charge coupled device images
(source document) were used at a later stage to evaluate scalp coverage scoring on the computer screen (see next section). A third
view was recorded to document precisely the topography of the ROl that was selected by the clinician not only at the preferred location,
i.e., leading edge of the balding process, but also in agreement with the acceptance by the patient. This ROl might be either clinically
unaffected or clinically invaded by the extension of a clearly visible balding process, as illustrated typically in HIII-HV [Figure 1] and
LIl and LIl [Figure 2]. The ROl was subject to detailed scalp hair functional evaluation with our phototrichogram method (as detailed
below). FPHL: Female pattern hair loss.

a later stage to evaluate scalp coverage scoring on the computer screen (see next section). A third view was
recorded to document precisely the topography of the “Region Of Interest” (ROI) that was selected by the
clinician not only at the preferred location, i.e., leading edge of the balding process, but also in agreement
with the acceptance by the patient. This ROI might be either clinically unaffected or clinically invaded by
the extension of a clearly visible balding process as illustrated typically in HIII-HV [Figure 1] and LII and
LIIT [Figure 2]. The ROI was subject to detailed scalp hair functional evaluation with our phototrichogram
method (as detailed below).

Scalp coverage scoring

The SCS was validated in 2006

, 1.e., before launching this study.

Briefly, a standardised transparent grid was superimposed on the global view of the top of the head
appearing on the computer screen. The dimensions were secured with stereotactic headgear worn while
images were captured; this objective ruler served during all subsequent imaging procedures. The templates
outlined a total of 18 squares [Figures 1 and 2]. Each square in its bi-dimensional projection on a curved
surface represents a scalp area approximately 16 cm” (4 cm x 4 cm). Every single square field was scored
(from 0 to 5) against a built-in scale (from 5 to 0). The scale helps the clinician during the scoring. SCS of
a given field represents the difficulty to observe scalp skin in between the hair: a score of 5 means “very
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Figure 3. Performing scalp coverage scoring (SCS) in vivo and on computer screen. For illustration purposes, a female patient seen
recently agreed to be part of this project showing how SCS can be performed in vivo. Figure 3A shows the investigator's hand (a1)
while adjusting the handheld transparency [(a2) carved out 18 squares] to the frontal headgear worn by the patient (a3). The facial
mask indicates that the image was taken during the 2020 SARS-CoV-2 pandemic. The observer starts scoring by analogy with the
scale of “difficulty” [shown in (a4)]. Schematically, Figure 3B symbolises the eye of the clinician (b1) who looks through a carved-out
transparency (b2). This particular SCS grid illustrates how the clinician should focus on the midline fields in same patient (b3) while
referring to a scale of “difficulty”. The latter (b4) displays a series of shaded areas where “5" means "“it is very difficult to observe the
scalp skin through the hair” while “0" means "no difficulty at all observing the skin through the hair”. We further illustrate the influence
of hairstyling on performing SCS on the top of the head of a male patient. This male patient with Hamilton Il appeared already with
hair combed as spokes of a wheel [Figure 1E, first case on the left graded as Il]. Figure 3C shows the same but enlarged image along
with 18 numbered fields of the grid (bold and paler italic numbers; left). After combing with midline parting, a new SCS was performed
[Figure 3D; p1-p4]. While scalp skin can be barely perceived in Figure 3C (SCS range 4-5), the scalp skin was much more easily visible
in between the hair in Figure 3D (SCS range 3-4).

difficult” while 0 means “not difficult at all”. As SCS is obviously an observer-dependent parameter, trained
expert observers refer to an abstract mental representation of “difficulty”

In the present study, firstly, SCS was performed on the top of the head with hair combed in spokes of a
wheel: Score the nine fields remote from the frontal hair line and closer to the vertex [Figure 1C, top; 1-9;
bold]. Proceed with scoring on the nine remaining squares located at the periphery [Figure 1C, top; 1-9;
light italic].

The sum of scores on the vertex and the sum of scores on periphery were recorded separately.

Secondly, SCS was performed on the scalp view with hair parted along the midline, a routine standardised
procedure introduced during clinical trials". The four squares located on the midline [Figure 1C, bottom;
p1-p4 bold] were analysed and the sum of scores in these four fields was recorded.

More work on validation of new experts for correct application of SCS method is planned (see
Acknowledgements Section), but, once trained, observers clearly did not require an infinite variety of
scales.

SCS in vivo followed the same guidelines with real time observation of the top of the head through a
handheld device, as shown in Figure 3.

SCS on midline-parted hair is an innovative clinical procedure that reduced the influence of hairstyle
on SCS, as shown in Figures 2 and 3, while alterations in the frontal hair line (not part of SCS) would be
considered as “earliest” steps into patterning. A pattern with normal SCS might help find the most specific
analytical hair diagnostic criterion, if any, in the analytical approach.
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In fact, hairstyle means cumulative growth and depends on the length reached after the last haircut;
thus, a very short hair cut by hairdresser is a limitation to correct performance with SCS, and this will be
illustrated during longitudinal studies.

Contrast enhanced phototrichogram with exogen collection

The CE-PTG-EC procedure including exogen collection, henceforth referred to as our phototrichogram,
has been described and validated previously[zo’”] against serial sectioning of scalp biopsies from balding
males. Our phototrichogram exhaustively explores structural and functional hair variables in the region of
interest (ROI).

The scalp spot was usually 12-17 cm above the middle of the right eyebrow, most often between 2 and 4 cm
to the right-hand side of the scalp midline, as illustrated in Figures 1-3.

Before selecting this spot ideally at the leading edge of the balding process, we took into account the
patients’ willingness as it relates to personal hairstyling.

Images were captured employing a LED equipped lens mounted on a CCD camera (Dermlight™). A
typical sequence consisted of a first visit (t0) with clipping of the scalp hair, dyeing of the clipped spot and
image capturing, followed by a second visit (t2; two days after to) during which a new image was captured
immediately after a second hair dye session and after exogen collection as described below.

Exogen hair counts

As stated above, phototrichogram implies that the ROI was subject to non-invasive extraction of the
shedding hair employing a specific validated exogen removal process””. The non-invasively entrapped
exogen hairs were examined under a stereomicroscope at 40x magnification and reported as units/cm’. No
attempt was made to calibrate precisely the diameter of the collected exogen hair.

Hair variables involved in the measurement of scalp hair follicle productivity

Unless specifically mentioned, absolute numbers per unit area (1 cm’) are given preferably throughout
this paper. Patient data were compared with reference values obtained with identical technology in healthy
controls under known conditions of accuracy (technological variability < 39",

Customised software was developed to perform computer-assisted image analysis (CAIA) on manually
processed images. This included the perfect overlay of each calibrated individual fibre at to and t2. Then
CAIA generated many hair parameters based on counts per unit area, diameter and growth rates.

The increase in length of individual hair fibres was established on stubbles seen at to and t2. By dividing the
increase in length of individual hair fibres by the exact time elapsed between to and t2, we measured linear
hair growth rate (LHGR) as pm/24 h. Each hair fibre was also calibrated using rulers within the range from
< 20 to = 100 pm (steps of 10 um). Scalp hairs were categorised from the thickest to thinnest miniature
hair. The latter comprised: (a) nanohair with a diameter < 20 pm (no growth staging was attempted on
nanohair); and (b) miniature, which also included vellus and/or vellus-like hair, as any hair thicker than a
nanohair with a diameter < 40 um.

It is generally accepted that thicker and deeply set follicular roots would produce terminal hair during their
growth phase, i.e., anagen. Herein, we report growth for all categories (except nanohair) taken separately
from 20 pm to the terminal fibres with diameters > 60 um. Subgroups such as 20-30 pm are quoted as
miniaturising while 40-50 um are quoted as intermediate hair.
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Linear hair growth rate discriminates between resting (telogen) and anagen growth staging

As with diameters, there was also a threshold for growth staging. Anagen stages were statistically distinct
from non-growing stages (catagen-telogen) based on the bimodal distribution of elongation per time unit.
The threshold between growth and rest phases was established on data collected in healthy controls, i.e.,
linear hair growth rate (LHGR, pm/24 h).

Compound Index of Hair Growth and Time To Complete Coverage

Productivity of individual hair follicles integrating growth rate and diameter generated the compound
index of hair growth (CIHG). The implementation of density generates a cumulative index of growth
that includes all growing follicles. The relative value of the latter reflects the fraction of scalp area under
investigation that would be covered by daily hair growth on that very site. Calculation encompassed all
growing hair in all diameter classes (classes taken one by one from thinnest > 20 pm and < 30 um to the
largest > 100 um diameters) along with their respective average LHGR:

CIHG = [number anagen per unit area (n/ cm’) x average linear growth rate (um/24 h) x diameter (pm)].

The average value of CIHG in patients can be expressed relative to the surface of the ROI. We report this in
our cross-sectional study as well as during longitudinal studies or as it relates to a control group.
Nevertheless, while CIHG remains an excellent techno-scientific parameterm’”], we devised a more
practical way of expression. The purpose was to offer practising dermatologists and patients a dimension
intuitively known in our daily life, i.e., “Time To Complete Coverage” (TTCC). The latter value was
conceived as follows: If every single growing hair appearing on the scalp surface were placed flat on
the scalp surface, perfectly adjacent to its neighbours, how much time would it take to cover the ROI
completely?

During preliminary assays, we noted that the volumetric calculations were not mandatory. Hair diameter
- in the present experimental setting - is related to the width appearing in the bidimensional image against
the scalp surface.

The precise surface of the field under investigation was based on the points of origin of the hair fibre as
they relate to the individual follicular units (FU). Each stubble exits from an acro-infundibulum and the
scalp area outlined by all and any measured follicular unit was established by the CAIA as being 100%, i.e.,
an exhaustive measure of FU density (FUD).

The reverse of the relative area covered per day [(%/day)_l] reflects the time (days) required to hit 100%
coverage (TTCC). As an example, our calculated TTCC in healthy controls with an approximate 5% CIHG
means that it would take 20 days to hit the “100% healthy control TTCC”. Comparatively, the TTCC in a
balding subject with 2% daily coverage would be 50 days.

Innovative approaches during longitudinal studies

Global SCS (variation over time and reproducibility)

SCS was performed three times on 27 subjects during a six-month period. Hence, triplicate observations
with 81 SCS data could be tested for possible variation over time. As the SCS rating was made one image
at a time, images were randomised and the observer was considered as blinded to the time. The SCS was
performed before unsealing the envelopes containing the treatment codes and, as a consequence, before the
eventual efficacy of the test compounds would be known.

Today, from our analytical procedures, we acknowledge the absence of statistically significant changes of
hair productivity with these test compounds (unpublished data). We draw the attention of clinicians to the
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following: if SCS were performed during longitudinal studies, it would consistently match identical fields as
those already outlined at baseline.

Correlation of SCS with acute fluctuations of hair follicle productivity

As a technological challenge for the SCS, we selected the best responder from a previously published trial
and calculated his time to complete coverage (TTCC) from the published hair follicle productivity (CIHG)[“].
We correlated the ensuing time to complete coverage with global clinical images recorded during the
year preceding the entry into the drug trial protocol until its end. Compliance was rated as excellent until
completion at the 24th month on the drug. Baseline SCS and analytical procedures followed the protocol
of combined drugs (oral finasteride and topical lotion containing 5% minoxidil) during the initial three
months, followed by monotherapy (finasteride 1 mg/day) until completion. We refer the interested readers
to previous papers regarding the SCS values fitting expert ratings for drug filing at the FDA"* and for
measuring subjective satisfaction with scalp hair responses"*'.

Tracking of individual hair follicle productivity during drug trials

We evaluated a single subject with MPHL known to be on chronic oral finasteride™ who completed
a six-month LASER-comb study protocol"”. The subject volunteered for an extended three months of
monitoring of the same scalp sites. After two phototrichograms performed at one-week interval (baseline),
the volunteer entered the three-month study aiming at measuring biological potential for hair regrowth.
Along with maintenance of oral drug intake, the subject applied daily a single spray of minoxidil 5% lotion
on the monitored test site (< 1 cm®). The compliance of daily oral drug intake and topical application of a
drop of minoxidil lotion (5%) was rated higher than 99% on the basis of a hand-ticked diary.

The technician involved in image processing was unaware of the ongoing treatments.

The purpose of this study was to investigate whether minoxidil 5%, once a day, would improve the hair loss
under stabilising effects of long-term oral treatment (over three years of daily intake of finasteride, 1 mg/
day; Propecia™) while, in the same site and same subject, a six months controlled use of LASER-comb had
no significant effect on hair growth"”.

To visualise the individual hair productivity, an innovative dot mapping technique was developed.

Accordingly, the original hand-processed phototrichogram images were subject to the novel dot-mapping
technique. The latter first exhaustively established the FUD in the monitored scalp field. The FUD map
was exhaustively completed through back-and-forth travelling along the three-month time-scale in images
probing the ROL.

The FUD map was then transposed as a background on each phototrichogram and allowed tracking of the
follicular unit responses after one and three months of combined treatment.

The next step was to overlay on each FUD the productivity of individual hair follicle on a hair-to-hair basis.

The point of exit from the follicular opening of each growing segment was marked by a calibrated dot
employing a predefined colour code: magenta, 20-30 um; blue, 40-50 um; green, 60-70 pm; and yellow,
> 80 um. The productivity was symbolised by the diameter of the dots: yellow > green > blue > magenta.
This correlates but does not reflect exactly the product of diameter x linear growth rate. For an improved
readability, we organised and highlighted productivity with hair dots that would be large enough to be seen
in the published paper and, at the same time, not overlapping between them but remaining clustered to the
productive FUD.
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Finally, each FUD was numbered to organise the individual hair data and keep a record of changes
occurring over time providing data and statistics reflecting changes of hair growth on a follicular basis.

Descriptive statistics and statistical analyses

Cross-sectional studies

The subjective perception of hair loss that brought the patient to the clinic, the cartoons selected by
the patients and the ensuing clinical diagnosis made by the observer were considered as categorical or
discontinuous data, i.e., undisputable. The investigator did not communicate his selection of severity to
the patient. Consistency of self-evaluation of severity and its deviations from the grades established by
the clinical observer are commented as relative frequencies of subjects attributing “identical” or “different
scores” but not reported as averages.

The clinical diagnosis served to split up all subsequent continuous data (SCS and all hair measurements).

Descriptive statistics of absolute values (average and standard deviation of samples) were preferred and
always displayed versus healthy controls. For clinical use, relative frequencies and proportions are reported
in two ways: as percentiles of patients lower than Po5 or exceeding the P95 value found in controls or as
the actual values in patient groups expressed as a percentage of reference values [for example, averages in
patients as a per cent of control values or per cent of the measured value relative to the highest possible
value (maximum)]. Relative values are identified clearly and always given comparatively to absolute values.

After checking normality of the data distribution, a global analysis of variance (ANOVA; Statview®) was
used for comparing all source data, i.e., continuous parameters in healthy controls vs. patients or between
patient subgroups.

Tables 1-8 report clearly on the global statistically significant differences vs. controls when P values were
P < 0.05, P < 0.01 and P < 0.001, symbolised, respectively, with *, ** and ***. Once global significance
of differences was established, the Bonferroni/Dunn test was used to evaluate statistically significant
differences between each clinical category vs. gender-matched healthy controls, as symbolised by “S”

Tables 1, 3, 5 and the 3 first columns in Table 7 with absolute values are systematically followed by
the display of the same parameters with percentiles [Tables 2, 4, 6, and 3 last columns in Table 7] i.e.,
percentages of patients below the P05 or exceeding the P95 value of gender-matched controls.

Accordingly, the most synthetic parameter “Time To Complete Coverage” (TTCC; day) was tested by
simple correlation-regression with midline SCS, i.e., the most powerful SCS.

Finally, Table 8 is a global display of statistics appearing in Tables 1, 3, 5 and 7 in regard with ageing and
highlights the best discriminating hair parameters. The effect of ageing was tested with the two-way
ANOVA on patients only. As some categories did not contain a sufficient number of subjects within the
allocated age ranges, patients with nearest severity constituted one subgroup (e.g., HI-HII). The summary
table reports clearly on the global statistically significant differences vs. controls when P values were P
< 0.05, P < 0.01 and P < 0.001, symbolised, respectively, with *, ** and ***. When P = 0.05, we added (*).
Once global significance of differences was established, the Bonferroni/Dunn test was used to evaluate
statistically significant differences between each clinical category vs. gender-matched healthy controls, as
symbolised by “S”.

Longitudinal studies
Triplicate evaluations of SCS were tested for changes over the six-month period of observation with
Student’s ¢ test.
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Table 1. Descriptive statistics of absolute hair densities along with categories of hair fibre diameter

Density according to Diameter

Group age Parameter Nanos (<20um) 20 pum 30 um 40 um 50 um >60 um Total
P value P P P P P P P
FCONS  15-20 average 6 18 * 48 45 *»* 78 *** M8 *** 315 **
st dev 5 8 5 22 30 53 31
NoP 40 average 23 S 13 24 S 18 S 29 S 163 S 250 S
8 st dev 26 1 17 16 25 59 60
LI a4 average 28 S 18 33 S 30 S a4 S 12 239 S
13 st dev 21 16 27 22 31 61 52
LIl 45 average 36 S 21 34 S 31 S 29 S 58 S 176 S
15 st dev 25 15 29 22 19 37 52
L 48 average 53 S 23 24 S 20 S 16 S 36 S 120 S
13 st dev 63 21 14 2 5 22 33
Other 52 average 23 20 33 28 35 S 102 220 S
15 st dev 1 15 27 17 16 71 51
M CONS  15-20 average 5 16 > 27 24 NS 42 173 > 290 ***
st dev 5 1 14 16 26 45 60
HI 26 average 27 12 21 37 57 127 254
5 st dev 19 7 13 29 35 45 71
HIl 27 average 30 S 14 18 23 37 131 S 225 S
5 st dev 18 9 13 18 27 47 47
HIlI 34 average 35 S 20 32 32 38 92 S 217 S
9 st dev 21 13 24 20 17 46 51
HIV 39 average 37 S 21 22 29 32 59 S 164 S
10 st dev 34 16 10 16 17 29 41
HV 39 average 45 S 31 S 48 S 34 32 39 S 185 S
9 st dev 27 17 27 22 1 24 60

From left to right the columns display a list of parameters of hair density (absolute number/cm?) split-up by diameter (Density according
to Diameter) from the finest nanohair (nanos < 20 um), miniaturized (20 um and 30 um), intermediate (40 um and 50 um) up to
the largest terminal hair (= 60 um) and finally the total hair density i.e., all but nanohair (Total). From top to bottom females come
first followed by males. Female controls (F CONS) are followed by patients and the clinician’s opinion disclosing no pattern (NoP), or
patterned according to Ludwig with its severity (LI, LIl and LIII) or unclear patterning (Other). Male controls (M CONS) are followed
by the Hamilton classification (HI to HV). Age range in controls is followed by patient subgroups along with average age (bold) and its
standard deviation (italic; st dev). The descriptive statistics appear in each column and report from left to right various parameters of
hair density. For each parameter next to the average value in control subjects appears the P value for differences between controls and
patients (global ANOVA vs. patients). When statistically significant differences were found in the global ANOVA, each group of patients
was compared individually vs. control groups employing the Bonferroni/Dunn approach and significance is indicated as “S" next to the
average. Density of thinnest hair in female patients was increased (nanohair), while other thinning hair like 20 um appeared almost
unaffected and the 30 um and 40 um and total hair densities were lower in patients. The no pattern group had significantly higher
terminal hair density as compared with controls as opposed to the other groups of females with hair loss. As compared with gender-
matched controls, the increase in nanohair in male patients mirrored the decrease of terminal hair (> 60 um) and total hair densities. The
thin hair diameters in the younger controls may reflect an ongoing maturation process. The distribution of data is important for clinicians
to consider as will appear in the Table 2 for the same parameters. *P values < 0.05; **P values < 0.01; ***P values < 0.001; F CONS: female
controls; M CONS: male controls; NoP: no pattern.

Observations on acute changes of hair productivity and with SCS initiated by drug treatment"*' are limited
to description. Findings are commented in terms of consistency or lack of correlation between methods
and are presented along with clinical relevance and interpretation of the findings.

The preliminary validation of training for SCS and regression-correlation between the original investigator
and independent external observers is not discussed in the present report.

RESULTS

The present study involved 414 subjects complaining of hair loss. Once questionnaires for self-evaluation
were delivered, all were examined by the same investigator between 2006 and 2019 before completion of
technological procedures described herein.
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Table 2. Percentiles of hair densities along with categories of fibre diameter

Density according to Diameter (Percentile on absolute values)

Grolp Number of Parameter Nanos Miniaturised Intermediate Terminal Total
CE-PTG-EC Percentile <20um 20um 30um 40um 50um =2 60um
F CONS 38 P 05 0 3 30 18 28 36 261
P 95 17 33 80 106 120 228 374
NoP 39 <P05 0 23 69 59 69 3 56
>P95 49 3 0 0 0 13 3
LI 133 <P05 0 15 52 32 36 12 65
>P95 61 13 5 1 2 2 0
[]] 106 <P05 0 10 56 28 51 33 94
>P95 72 21 4 1 0 0 1
LIl 14 <P05 0 14 71 36 79 57 100
>P95 79 21 0 0 0 0 0
Other 10 <P05 0 0 70 20 30 30 60
>P95 60 10 10 0 0 0 0
M CONS 51 P 05 0 5 9 5 14 97 198
P 95 19 42 55 58 97 241 402
HI 6 <P05 0 17 0 0 17 17 17
>P95 67 0 0 17 17 0 0
HIl 28 <P05 0 11 29 4 18 32 21
>P95 71 0 0 4 7 0 0
HIl 50 <P05 0 12 6 2 18 62 36
>P95 74 8 10 10 0 0 0
HIV 16 <P05 0 6 13 0 19 94 82
>P95 63 19 0 6 0 0 0
HV 10 <P05 0 0 0 0 0 100 60
>P95 80 20 30 10 0 0 0

From top to bottom and from left to right the rows and columns display groups of subjects - females first followed by males - with the
number of phototrichograms (CE-PTG-EC) analysed and the list of parameters i.e., hair densities (n/cm?) has been split-up by diameter
like in Table 1 from the finest nanohair (< 20 um) up to the largest (= 60 um) and finally the total hair density excluding the nanohair
(Total). For female and male controls (F CONS and M CONS; highlighted areas) the PO5 and P95 values are shown for each parameter
while for patients groups [categories as detailed in Table 1] we show the relative frequency of patients (%) with values outside the normal
range (either < PO5 or > P95). There was not a single patient in any group showing lower than PO5 values of nanohair found in its gender-
matched control group. Conversely 50% or more patients showed nanohair counts exceeding the P95 density of nanohair in controls.
Amazingly, a kind of mirror image is found in total hair density (last column) where lower densities were found in a majority of patients
vs. controls. F CONS: Female controls; M CONS: male controls; CE-PTG-EC: contrast-enhanced phototrichogram with exogen collection.

Analytical and global data can be found in the tables. After subdividing data for consistent type of
parameters, in the two genders separately, clusters were evaluated separately and are presented accordingly
in a series of tables reporting descriptive statistics of static and dynamic values.

Hair parameters in gender-matched healthy controls are shown in comparison with the various groups of
patients complaining of hair loss.

Absolute data appear in a series of tables with odd roman numbers [Tables 1, 3 and 5]. Tables with even
numbers [Tables 2, 4 and 6] display the same parameters with the range of normal values (Pos and P95
percentiles in healthy controls) along with the proportion of patients’ data outside these normal limits.

Selected graphic displays of static or dynamic functional data are shown and commented in this paper.
Whenever necessary or crucial, correlation or lack of correlation between the global and analytical data is
presented.

The general trend pointed towards decreased follicular performance with disease severity; we found that
healthy controls - especially females - had high numbers of rather thin hair (diameter groups 20-30 um and
40-50 pm). These healthy fine hairs maintained good productivity.
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Table 3. Descriptive statistics of anagen and telogen hair and diameter

Growth according to diameter
Anagen> Telogen Anagen> Telogen Anagen Telogen Anagen Telogen Exogen

Group Age Parameter 20pm >20um 30pym >30pum >40pum >40puym >50pum >50pum Tot
P value P P P P P P P P P
FCONS 15-20 average 271 *** 37 NS 260 *** 29 NS 223 *** 23 * 185 *** 16 ** 3
st dev 26 26 25 24 27 19 35 15 4
NoP 40 average 215 S 35 208 S 28 189 S 25 174 21 3
8 st dev 58 20 56 19 47 19 45 19 3
LI 44 average 197 S 4 189 S 32 164 S 26 140 S 19 4
13 st dev 49 23 47 19 48 5 52 13 5
LIl 45 average 133 S 42 126 S 28 103 S 20 79 S 13 8 S
15 st dev 47 23 43 17 36 2 34 10 7
L 48 average 80 S 40 72 S 24 58 S 18 44 S n 9 S
13 st dev 29 21 26 15 23 1 22 9 7
Other 52 average 166 S 53 156 S 43 138 S 34 M8 S 24 4
15 st dev 47 35 47 28 52 20 59 14 2
M CONS 15-20 average 230 *** 54 *** 223 *** 44 ** 207 *** 37 ** 189 *** 30 * 2
st dev 44 36 44 29 38 24 32 20 2
HI 26 average 214 39 209 33 194 23 167 13 6
5 st dev 66 2 67 14 59 9 44 13 5
Hil 27 average 169 S 55 163 S 47 151 S 40 135 S 32 5
5 st dev 45 30 42 26 37 23 35 22 5
HIIl 34 average 138 S 78 S 130 S 65 S 16 S 50 929 S 34 6 S
9 st dev 38 37 38 31 37 24 38 20 5
HIV 39 average 96 S 68 92 S 51 83 S 36 68 S 22 8 S
10 st dev 24 34 25 26 26 18 25 5 9
HV 39 average 77 S 107 S 68 S 85 S 56 S 61 45 S 38 10 S
9 st dev 30 52 29 45 26 29 24 20 9

From left to right the columns display a list of absolute hair growth staging (Growth according to diameter). More precisely, density (n/
cm?) of growing or resting i.e., anagen or telogen hair as from the thinnest diameter threshold (any hair > 20 um) up to the larger terminal
hair only (= 50 um) and finally the exogen hair density (Exogen tot). By definition growth staging did not include the nanohair and exogen
were not calibrated. Like in Table 1, data refer to specific groups of subjects. They were split by gender i.e., controls (F CONS or M CONS)
or patients along with their ages (range in CONS or average and standard deviation (st dev) in patients). As described in Table 1, the P
value refers to differences between controls and patients (global ANOVA vs. patients). In case of statistically significant differences with
the global ANOVA, each group of patients was compared individually vs. gender-matched control groups employing the Bonferroni/Dunn
approach. Accordingly, significance is indicated as “S" next to the average. All female patient groups showed significantly lowered anagen
density values whatever the threshold of diameter as compared with controls with the notable exception of the “No-pattern” group.
The latter showed normal anagen hair in the thickest intermediate hair category (= 50 um). Even when telogen density showed globally
significant differences, the spread of values was such that no subgroup would differ statistically significantly from controls. Similarly,
exogen hair density was found to be increased vs. controls only in most severely affected patients. In males the variations appeared
similar to those observed in females with PHL except for the least affected ones (HI). *P values < 0.05; **P values < 0.01; ***P values <
0.001; F CONS: female controls; M CONS: male controls; NoP: no pattern.

While anagen parameters were usually decreased in patients, the absolute values of density of telogen and
exogen hair were not remarkable except in the most severe conditions.

We present the results of cross-sectional studies on analytic static and dynamic parameters first, followed
by age-related aspects and more global perception by clinical observers. We end with longitudinal studies
and correlate global perception with scalp hair follicle productivity and suggest novel approaches capable of
tracing performance of hair follicular units.

Cross-sectional studies

Static parameters: hair counts
The usual static data such as density appear in Figure 4.
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Table 4. Percentiles of anagen and telogen hair and diameter

Growth according to diameter (Percentile on absolute values)
Number of Parameter Anagen Telogen Anagen Telogen Anagen Telogen Anagen Telogen Exogen

GroUP (¢ pTG-EC Percentile  >20um >20um  >30um 230um  >40um >40um  250pm  >50um Tot
FCONS 38 P05 228 11 218 8 157 5 96 2 0
P95 315 92 311 88 263 76 228 o 14

NoP 39 < P05 64 5 67 10 13 3 5 5 0
>P95 3 3 5 0 5 3 10 5 3

L 133 <P05 70 3 71 5 39 4 20 8 0
P95 1 5 1 2 i 1 3 0 5

L 106 < P05 95 1 9% 4 92 3 75 9 0
>P95 1 6 0 1 0 0 0 0 22

il 14 < P05 100 0 100 7 100 7 100 14 0
>P95 0 7 0 0 0 0 0 0 21

Other 10 < P05 90 0 100 10 50 10 40 0 0
P95 0 10 0 10 0 10 0 0

M CONS 51 P OS5 146 12 141 10 137 8 127 4 0
P95 301 117 295 99 o7 81 246 75 7

HI 6 <P05 17 0 17 0 17 0 17 17 0
>P95 17 0 17 0 17 0 0 0 50

HIl 28 < P05 32 4 32 4 39 0 43 0 0
P95 0 7 0 7 0 4 0 4 35

HIll 50 < P05 64 2 60 0 68 0 74 2 0
>P95 0 10 0 12 0 14 0 4 40

HIV 16 < P05 100 0 100 0 100 0 100 13 0
>P95 0 13 0 6 0 0 0 0 31

HV 10 <P05 100 0 100 0 100 0 100 0 0
>P95 0 40 0 30 0 20 0 10 50

From top to bottom and from left to right the rows and columns display groups of subjects with the number of phototrichograms (CE-
PTG-EC) analysed. The top row lists parameters as in Table 3, i.e., hair densities (n/cm?) split-up by diameter of growing (anagen) or
resting (telogen) stages. This describes any hair with a diameter exceeding a certain threshold (from including the thinnest (= 20 um)
up to the larger hair only (= 50 um)). Finally the last column displays exogen hair density (Exogen tot). Rows from top to bottom display
the same sequence and for each group rows from left to right read as described in Table 3. For controls (F CONS or M CONS; highlighted
areas) the PO5 and P95 values are shown for each parameter while the relative frequency (%) with values outside the normal range
(either < PO5 or >P95) is detailed for the gender related patient groups. In general, densities of growing or anagen seriously impact
distribution of patients groups outside the normal range as compared to resting or telogen hair densities. The distribution worsens as
thinner hair were added in the anagen samples along with clinical severity (from right to left and top to bottom; increased frequencies of
patients below PO5 for anagen hair including the 20 um and/or 30 um hair). Independently from gender, the terminal anagen density (>
50 um) regresses substantially in a majority (around 75% of subjects) of females as from LIl or HIIl in males. This objectively documents
shortening of the duration of growth phases of terminal and thinning hair as patients complain of hair loss. It also contributes to the
perceived reduction of the mass of scalp hair. The comments in FPHL apply generally to MPHL although % of subjects with anagen
terminal hair below PO5 appear already in the milder HI-HIl cases. CE-PTG-EC: Contrast-enhanced phototrichogram with exogen
collection; F CONS: female controls; M CONS: male controls; NoP: no pattern.

The detailed statistically significant differences between patients and controls appear in Table 1 for hair
counts and Table 2 for data distribution in patients vs. controls (5th and 95th percentiles).

With the notable exception of the “No-pattern” subgroup where increased terminal hair densities were
found as compared with controls, female patients collectively show decreased intermediate-terminal hair
with an almost systematic and statistically significantly rise in nanohair density. While average density
of thinnest hair in female patients was increased (nanohair), other thinning hair such as 20 um appeared
almost unaffected and the 30 um and 40 pm and total hair densities were equal or even lower in patients.
As compared with gender-matched controls, the increase in nanohair in male patients with moderately
severe patterning mirrored the decrease of terminal hair (> 60 um) and total hair densities.

The distribution of data is important for clinicians to consider, and it is of note that no patient had less
nanohair as compared with their gender-matched control group while 50% or more showed higher counts
of nanohair than controls.
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Figure 4. Hair densities in female and male patients with pattern hair loss (PHL). Hair density (n/cm?) allows a rather static description
of a dynamic process in PHL. Hair counts were established with our phototrichogram in PHL, respectively, Ludwig (females, LI-LIIl) and
Hamilton (males, HI-HV). Patients were ranked by decreasing THD (large open circles), and all differences of THD within gender were
statistically significantly different. Accordingly, the rank was HI, LI, HII, HIII, LII, HIV/HV and LIIl. where the gradual reduction in THD
reflects the severest chronic regression. We draw attention to the fact that LIl and HIV/HV show equal total hair density. The gradual
decrease in hair density after splitting into a range of diameter categories illustrates that the main contributor to decreased total hair
density is terminal hair (open squares). While intermediate (open green triangles) appears quite dense in HI males, hair thinning (open
red small circles) does not compensate hair density with increasing severity of PHL. This most likely reflects extended empty follicles
between cycles. Finally, in the most severely affected patients (LII, HIV-HV or LIII), the hair fibre densities spread almost equally into
the three thickness categories: terminal, intermediate and vellus-like hairs. The average density of nanohair (< 20 um; small plain blue
diamonds) in PHL always exceeded the 95th percentile value of healthy controls independently of gender or severity, as shown by
the dotted blue line at the bottom. The density of nanohair appears as a new sensitive and specific diagnostic parameter in patients
complaining of hair loss. As far as PHL is concerned (with the notable exception of HI), it is statistically significantly increased in all
patient groups either female or male [Tables 1and 2]. THD: total hair density.

Amazingly, a kind of mirror image is found in total hair density (last column) where lower densities were
found in the majority of patients vs. controls. The percentages of patients also give a hint to clinicians in
terms of parameters that might be useful discriminants. Although static in essence, calibrated hair counts
already reflects dynamic that reflect shortened anagen duration and prolonged emptiness after exogen
release, as shown in Table 3.

Dynamic parameters

Growing and resting hair counts

Tables 3 and 4 show dynamic parameters such as absolute densities of anagen and telogen. Anagen but
not telogen densities were statistically significantly reduced in patients as compared with gender-matched
controls.

In females, we found a notable exception to this in the “No-pattern” group with normal anagen hair in the
thickest intermediate hair category (= 50 um).

Even when telogen density showed globally significant differences, the spread of values was such that no
subgroup differed statistically significantly from controls.

Similarly, exogen hair density was found to be increased vs. controls only in the most severely affected
patients.

In males, the variations appeared similar to those observed in females with densities of growing or anagen
much more impacted than telogen hair densities.

Table 4 confirms that, independently from gender, terminal anagen density (> 50 um) regresses substantially



Page 17 of 34

Dominique. Plast Aesthet Res 2021;8:16 | http://dx.doi.org/10.20517/2347-9264.2020.220

‘uisyied ou :do ‘98esan0d 8)a|dwod
0} aWi3 :DD1 1 ‘Ymodd Jiey Jo xapul punodwod :HH|D ‘93l YIMou3 Jiey Jesul| iyHHT !S|043u0d sjew :SNOD W S[043U0d ajewsd :SNOD 4 [8-/ S9|qe] ul pajie}ap se] a3eJaA0d Jo Swa) Ul pue AjiAlzonpoud
[BGO|S 4O SWUDY Ul JUBIDIHNSUL SuleLas a3esuadwod o3 jdwsyie siy] (W 0g-0g) SS9| UaAd Jo (W 0G-Of) Jejewelp ajelpawaiul ue Suike|dsip Jiey Jauuiyy 0} Jiey [euiwa) wodj AHAINpoid Jo Hiys
e moys os|e Aew THJIN ‘A|Buizewyy ‘ssa20.4d uolssaudal sy} Ag |OY 9Y3 JO JUSWSA|OAUI [enpel3 sy} s309|4ad Ajgeqoud Jaie| sy '98esaA02 919|dwod 0} sl 8y} Jo uoljednp pagduo|osd AjSwaiixs ue yim
Jay3a303 (301 HH|D) Ananonpoud [eqo|3 pue (A10391ed Jsjawelp Aue) o, us3euy JO UOIJINPII 249A3S 940W B 91| SSOUSISHIP 9[3GNS aWos UM THJN 03 Ajdde os|e sjuswiwod ay] DD | Jo uoljeduojosd
Apeajs e yym ,J4ayiQ, dnoi8 snosusdoialay ay) ul pue |[|-|7 SSO| pauJajied ypm sajews) ul paonpal Ajaisnas alam (%, eale) sanjea AJiAlonpold |eqolo 'sdnod3qns |||7-]7 @Y} Ul Jiey |euliwa) ul punoy
2Jam s|aAs| A}IAI3ONpoId paAjey UsYm San|eA |043U0D papasdxs (JON) u4eiied e Jnoyym siusijed sjewsy ul AjAdNpoud Jiey [eullIS] “AlBY S}eIpaLuIaiul pue Jauulyy jo AjiAlonpold a1njosqe sy} sem oS
'S|043U0D "SA padnpa AjjuedijiuSIs Sem Jley ajeipawaiul Jo Yy9HT 2y} sdnous juaijed sjewsy [je u| ,49y1Q,, Se paljijenb dnoid ul paseasdap os|e s (W OG-0 %9Y) 21eIPaWLISIUI 83U} %9V '[|[1-117 SSO| J1ey
pauiajjed Ul padnpal S| sajeway Ul dley (W OG-0t %9Y) 1elpawaiul pue (WM 0E-0Z %9Y) JBUuIiy} JO 9 usSeuy "(9Y) [9A3] UBjs d|eds BA0ge Uaas Se UY3moaS Jo Uoljelnp YIM paje|allod S| o, uaseuy
se paljljuapl uageue Jo UoIOeI) Y| "(SABP) (]OY) 1S9493UI Jo UoISas d|eds By} Jo DD | | Ul PalaAU0D A|[eul) SI 9, BaJe BY] (% eaJe ‘'DH|D) wr oz X Jejowelp e yym Jdiey |je “a'1 Jiey Suimols jo uonjeindod
[e10} 8y} Aqg Ajlep paJanod Sulaq si ey d|eds Jo eale dAlje[aJ OJUl S91B|SUBL) AHAIDNPOId "payiodal ale HH|D o'l A}IAIdNpold pue YHHT JO SenjeA ainjosge ‘saguel JajaWelp aWwes ay} UlyiAA “(wrl 09
<) siayawelp 3sa8.e| sy} 0} dn (wr 0G-0) Jiey djelpaweiul ‘(W Qg-0z Ja3awelp) Jiey Suiuuiyy ul usSeue 9, aY1| siojawesed Jley dlWeUAP dAI3E[J JO Jaquinu e Ae|dSIp suwin|od 8y} Jysi 0} 13| Wol4

0709 750 795575 TPl vl 51699 57 33 7z ol Z g s 6
S 066l S 90 S  9L0E99 gZLL6z S sezzal S 16z S 8T S 81z S S S zv S 6z eBeene 6 AH
o8z 200 826 10, 781 908 St/ e vy i€ z z 0z s s o
S s89 S €L S 106Z9LL S S06.8Y 68068 S 96€ S ¥8Z S 08z 28 5 s S 1§ oBene  6E  AIM
2902 st St 661 L 290 £5¢ 12108 65 se 8z £l / =
S orvy S oOrz S SLZLeL S  OL8YSS S L08ZWL S WEE S 16 S 682 S 18 S IS &b oBene  bE  IIH
zroL oz £19.85% 1 159 705 225 96 op zv ze oL 81 2 mps s
W8z S OV'E S B68ELE S L8OVE9 S LEvizl L £2g g0z v8 99 Is eBeere gz M
[0 £01 g9zl 90z 906 9z v6 67 /8 67 9 81 o api S
iz ey Isvezve S LLgelzl S sLvls sov vre 182 v6 8L o  eBere oz IH
85 2z /52 1PE L 861 051 /81 €€ v 6¢ 67 / 8 a eprs
e ZO6L oo L8V wee OBLISYY  wr.  L6LE9L oo OWLSE wen  6LE  wei VZE .. 8SZ see 16 w €L ... €5  9821NC 0Z-SL SNOD W
6192 1 245606 1 261 v25 ze6 €l zv e 0z s / s s gl
s gz S 8 vs6Svbz S Z18009 S  €2L8LL vwe S 6z S Lz %6 s u o6  oSelne  z§ WO
sy w0 ££9 495 0¥ 992 290 161 2 09 05 oL 5z a el gl
S 688 S 980 S (86516 S 6E60SE S  LEGESL ose S L6z ovz 68 S €9 S zv oSeere gy ||
ze7z 201 591720 L 0Lz 881 69€ L6 2 05 /6 6 71 6. spI Sl
S 9z0S S 8L S 6VEZVWL S  L6EE69 S 09THIZ 20t S L0E S vz 26 s 6. S g5 eSere sy N
051 6v1 660 9€/ | /56 919 508822 o/ zs 8¢ 9 £l 0z spI gl
s68Z S OSE 656687 S  ZZ60£6 S ZSLSEZ e s 1ze 9z 26 18 66 ofene by n
sl s £8/ 2881 261 v25 181 051 8v ge e / £l iz rpr 8
£e°ze vSv S L89vZvy S 18009 S LL6SSL ot s ue 0sz 16 08 zo  9Sene Oy doN
oz’ s £ 2vS 1 £06 259 £65 /22 op or £ s z 4 sepis
e OTIZ e LEV ... OV6L66Z ... SLOVZVL ... L89Z¥Y SN 88€ ... ISE .. ELZ . 96 .. 88 .. 69 9BeoAe 0Z-6L SNOD 4
d d d d d d d d d d d anjen g
sfeq %eary  wiQ9zoHD wr0S-0v DHID ! wri il wrl 0 wit wrl 05 Wl jowereg 20V 41019
0£-0ZOHID 09 UOH1 0S-OVUDH1 -OZUOHT 093 %9V -OF %OV OE-0Z %9V
2011  (30L) DHD ([Aep x wd] /,wi) DHID (Kep/wn) Yo H1 % uaseuy

Jiey djess jo AyiAnonpodd jo sansie)s aandidsaq 'S 9jqeL



Dominique. Plast Aesthet Res2021;8:16 | http://dx.doi.org/10.20517/2347-9264.2020.220

Page 18 of 34

‘uisy3ed ou :do ‘a8esan0d 8)a|dwod
03 aWIi} :DD1 1 ‘Ymods Jiey Jo xapul punodwod :HH|D ‘@1ed Yymol3 Jiey Jeaul| :yoHHT ‘Uo1309]|0d usdoxa yim weidoydujojoyd pasueyua-}sejuod :)3-9] 4-3D S|043u0d djew :SNOD W (S|043u0d Sjewa
'SNOD 4 "(4ay10) 3uluisyied Jes|d sSa| YIM sajewa) uaaa ‘(]1|7-|7 pue AH 03 |||H) SSo| Jiey pautalied yiim sjuaijed pajosyje Ajaianss oy Ajejelspow Ul [(sAep) D1 | | pue (% ealy) 10l HH|D] Alallonpoud
JO siojedIpul |qO|3 240w ay} 03 pasoddo se ¥YoHT 40 9, uaSeuyy 1| San|eA DIWRUAp 10} Ajaies paydeals sem pjoysaly} 90/ Y} 4apuad wolj Ajjuspuadapu| ‘(G6d < 10 G0d > 49yio) a8ued jewou ay}
apIsINo sanjeA 3uimoys (sjuaijed Jo 9,) Aduanbauy anlleal ay} [1e3ep sdnous sjusiied aiym Jajaweled Yyoes Joj UMOYS a1 SaN|eA G6d PUB G0d @Y} (seale paydiysiy 'SNOD W PUe SNOD 4) S|0Jju0d Jo4 'g
9|qe| ul pajiodal se siajaweled Jiey diweuAp yim 3uoje poyisw wes3oydlijojoyd Uno Ag suoljen|eas Jo Jaquinu yym s3oalgns jo sdnoud Aejdsip 3y3ii 03 39| WO} SUWN|0D pue wo}3oq 0} doj WOl SMOoY

00T 0 0 0 0s 0 0 0 or 0 0 G6d<
(] 00T 00T 0 (] oL 0s oL o€ 09 09 S0d> ot MAH
00T 0 0 8¢ (74 0 0 0 9 0 0 S6d<
(] 00T 6 0 9 6T €1 61 14 6T 8¢ 504> 9T AH
0/ 0 0 or 9 0 0 0 9 z z S6d<
0 oL vL 0 0 01 9T ot 9z 9T o1 S0d> 0s INH
Iz 0 0 62 6¢ 14 Z 14 4 4 IT G6d<
0 1z 43 0 v L L L 8T v 144 S0d> 8z IH
0 0 0 49 0s 0 LT €€ €€ 0 0 S6d<
0 0 LT 0 (] 0 0 0 0 0 0 S0d> 9 IH
ve / LL9/V59 /9 08S 69Z TTT Ibb 06& SIE 00T 96 58 S6d
v € 196 €SE€ T SLY TT 20T S €0€ 85T €12 LL 6€ 8T sod IS SUODIN
00T 0 0 0 0 0 0 0 0 ot 0 S6d<
(] 0s 0€ (1]4 09 0 0€ 0s 0 (114 0 S0d> 0T 43410
00T 0 0 0 0 0 / / 0 0 0 G6d<
0 00T LS 3% 1L 21 1z 0s 9g 3% 34 S0d> v n
I8 0 0 I I £ I3 z 0 9 € S6d<
0 8 vE v 6V 6 (174 6C 1T z 6T S0d> 90T n
(73 I T z z 8 Z € 0 v [ G6d<
1 SE v (114 vy S 1T 14 L 3 1T S0d> £€T n
(o] 8 €T £ 0 8 0 £ 0 ot 0 S6d<
g8 ot € 1z 18 0 ST :14 ST S o1 S0d> 6€ doN
Ie / [VT6859 860€95Z 89 b6 09t 66& 8z€ 00T 66 6 S6d
v € 6€9 L18 108 85¢ 508 99T [4:14 89¢ 87C €8 4 43 s0d 8€ Suod4
wrlpgz wrlps-oy  wrlog-0z wrlg9z wl 05-07 wrlpg-02 wrlpgz wrlps-or  wrog-0z 3|luadiad RECTEER I 5
shep % edJy 9HID DHID DHID YOH1 YOH1 UOH1 %9V %9V %9V JRWeIRd J0 J2quinN
2011 (01)9HID  ([Aep x wd] / wr) DHID (Aep/wrl) ¥yoHT % udsdeuy

Arey djeas jo A}1andNpoad Jo s313uadI3d "9 3|qeL



Page 19 of 34

Dominique. Plast Aesthet Res 2021;8:16 | http://dx.doi.org/10.20517/2347-9264.2020.220

"uJa)jed ou :doN Is|043u0d djeW SNOD A 'S|043U0d 3jewa4 :[SNOD 4 Uley paped
SUI|pIW Uo anjeA $OS Mo| Ajjewiouge ue pey (dON Sojewsy 1dadxa sdnous |je) sjusied Jo 9,08 1Ses| 3y 'SSO| Jiey jo jule|dwod aA13d8[gns e AjaAl3dalqo Ajiauenb 03 JaAJSSqQO |BDIUID B MO||B DS PRISMO|
y1m sjusiied jo uolpodosd y3iy e jeyy snoingo st 3| ‘Ged Ueyl Jaysiy pue g0d Mojaq DS 91njosge yim siusljed jo a3ejusdiad sy pue (seade pajydiysiy) S|0J3uod Ul punoj G6d pue g0d a2yi Aejdsip am
SUWN|OD {7 1SB| Y} U] “(BUI|pIW Ul OZ "XB|A] ‘UMOID pUB X8MaA Ul Gi7 "XB|\ “9'1) MoJaq isnl sieadde uoi3ai |ediwoleue yoes ul 4911e| ay] "(XB|N JO % dAIB|al $DS) senjeA 9|qissod 1saysiy ayj 03 aAlje|al
passaidxa §OS 2y} Aq pamo||o} (SHun Adeijiqie 23njosge $HS) Sulquuod Jiey d1j12ads yjim seale djeas snoliea ul (§)S) SuLiods a8eiano0d d|eas a3njosqe sy} Ae|dsip elep Jo Sal8s 1sil} Z @Y} Y31l 03 13| wol

0 0 0 S6d< z zr 8 6

00T 08 00T S0d> 174 69 o€ S v S 1€ S 91 6€ AH
0 0 0 S6d< S V4 8 or

00t 9s v6 sod> 9s 68 08 S IT S o S 9€ 6€ AIH
0 0 0 S6d< I3 4 9 6

4] e 8L S0d> 174 96 (8 S vT & S 6€ e IHH
0 0 0 S6d< z 3 4 s

4] L 0s s0d> S8 86 €6 S VA 4% 47 Lz IH
0 0 0 S6d< I 0 z s

€8 0 €€ S0d> L8 00T 86 JA S Sp b 9z IH
0z St St S6d 0 0 0

6T 147 4% Sod L6 86 86 . 6T wxx 14 JP 24 0Z-ST SNOO N
0 0 0 S6d< € 4 [ ST

08 (114 oL s0d> 6L 86 68 S 9T w oS ot s Byo
0 0 0 S6d< 4 L 8 €T

001 L 00T S0d> St L8 89 S 6 S 6 S (1] 8P 1
0 0 0 S6d< € z [ ST

00t 8T €6 Sod> v9 86 v8 S €T vw S 8¢ (37 I
I 0 0 S6d< z 0 z €T

16 1 89 Sod> 8 001 £6 S 9T st S [47 v "
0 0 0 S6d< I 0 I 8

69 (] 1€ Sod> 6 00t 86 8T St 2 o doN
0z St St S6d 0 r 0

6T 2% 2% s0d L6 66 66 . 6T s ST sxs st 0Z-ST  SNODHA

8|nuadad 0Z XN  Sb XeN Sb "XeN d d d anjpa d
a8y dnoip
Sunued-pin umou) X149\ SunJed-pin umous) XOMIA Sunued-piIn umoJ.) CITET [NE
(syun AseayigJe uo 31UIAd) SIS (xelAl Jo 9% aAneRJ) $OS (syun Aueayngae ajnjosqe) §3S

sjuanjed uj SUOIBIASP pue S|043U0d Ul §)S JO S3|IIUaIAd pue sa403s 33elan0d djeds jo sansieys aandiidsaq ' a|qeL



Page 20 of 34 Dominique. Plast Aesthet Res2021;8:16 | http://dx.doi.org/10.20517/2347-9264.2020.220

in the majority of patients with PHL (around 75% of females from severity LII or of males from HIII).

The normal distribution of terminal hair (anagen and telogen) in the female NoP and LI groups contrasts
with lowered anagen per cent when thinner hairs were included (anagen > 20 um; more subjects below Pos
of controls).

This combination reflects regression in terms of growth along with the reduction in hair diameter and
contributes to the perceived reduction of the mass of scalp hair.

The comments in FPHL apply generally to MPHL where the regression of follicular dynamics explains the
static data and documents shortened anagen and prolonged emptiness after exogen release, all contributing
to decreased follicular performances.

The linear growth rate during progression of hair loss warrants a closer view as in any chronic regressive
disorders ageing might contribute by itself.

Hair productivity

The details on statistically significant differences between patients and controls are presented in Table 5
(absolute data) and Table 6 (Percentiles) with the more sophisticated and complex computations in the five
last columns. The percentage of anagen hair (A6%) was reduced in more severely affected females LII and
LIII for the finest hair (20-30 um and 40-50 pm). In all female patients, the LHGR of intermediate hair with
diameters 40-50 pm was significantly reduced vs. controls.

The absolute productivity of thinner and intermediate hair (20-30 um and 40-50 pm) was lower in all
female patient groups as compared with controls. Productivity (CIHG area %/day) of terminal hair in
female patients without a clear pattern (Other) and in the less severely affected LI group was almost equal
to controls, while it exceeded control values in the No-pattern group. The global productivity (CIHG Tot)
was in the normal range for the NoP group while significantly reduced in patients classified as “Other” as
well as in the LII and LIII subgroups in correlation with increased time to complete coverage.

In MPHL, there was a shift from decreased productivity of terminal hair towards increased productivity
of thinner hair as compared to controls. This compensation was inefficient in terms of global productivity
(CIHG Tot) that significantly reduced along with increased severity, i.e., from HII to HV. This matches
with an extremely prolonged duration of the time to complete coverage and most likely reflects the gradual
involvement of the ROI by the regression process. Independently from gender, over 70% of patients stayed
beyond Pos threshold for positive parameters of growth (CIHG Tot) and went beyond P95 for time to
complete coverage (female LII, LIII and “Other” and male HIII-HV) all in relation with regression of
follicular performances. In addition, when the per cent anagen drops below 60%, which means that the
maximum length of the hair produced would probably remain shorter than 3 cm, the contribution to
coverage and mass of scalp hair becomes negligible with decreased coverage as displayed in [Table 7]. This
hypothesis implies that growth rates would remain constant during hair loss and throughout lifespan.
Therefore, we investigated the role of ageing on follicular performance.

The global ANOVA on age found MPHL with higher severity to be significantly older than less affected
ones (P = 0.0004). There were no significant age differences in female groups (independently of the
presence PHL). While age was generally not a major factor of variation in most parameters, some degree
of regression was unravelled, as shown in Figure 5. The detailed results of statistical analysis are displayed
in [Table 8]. The follicular productivity or CIHG results from the following operation: number of growing
hair per unit area x LHGR x Diameter [area in pm’/(cm” x 24 h)]. Provided that one exhaustively probes all
productive follicular units in the outlined scalp surface, CIHG can easily be converted into scalp covered



Dominique. Plast Aesthet Res 2021;8:16 | http://dx.doi.org/10.20517/2347-9264.2020.220 Page 21 of 34

LHGR (um / day)

400

350
Oxn -
300 L e
u O " e o
o

250 -
o oD oo o o
150 II T T T T T T 1
0 10 20 30 40 50 60 70

age (years)

Figure 5. Linear growth rates according to hair diameter and gender along with ageing in patients complaining of hair loss. Age is shown
on the x-axis (years) and growth rates on the y-axis (LHGR, um/day; scale from 150-400 um/day). Female data appear as circles while
male data are symbolised by squares. The symbols for genders apply in this figure whatever the diameter of hair fibres category and the
same gender-symbols are also used in Figures 8 and 9. The largest plain symbols represent terminal hair (diameter > 60 um), smaller
plain symbols represent thinning intermediate hair (diameter 40 um) and smaller empty symbols are for the thinnest hair (paler print
30 um and more contrasted 20 um). The average LHGR of 50 um diameter are not shown in this figure as data caused substantial
amount of overlap. Detailed statistical values on age interacting with clinical classification on hair dynamics are given in Table 8. The
diameter of the hair fibre exerts a major statistically significant influence on the daily growth rate. Whatever the age, the terminal hair
clearly grew more quickly than the thinner intermediate hair (larger and smaller plain symbols, respectively) and all miniaturising hair
(open symbols). However, with increasing age, the relative difference became gradually less marked. The statistically significant linear
regression for the terminal hair vs. age appears, after combination of data for both genders, as shown by the line across the larger plain
symbols. The pure effect of ageing cannot be separated from longstanding exposure to the noxious mechanisms responsible for the
regression process. LHGR: Linear hair growth rate.

by hair, i.e., area %/day, before its final translation into TTCC, as shown in the last two columns of Tables 5
and 6. It is clear from the latter that the arithmetic interval between two adjacent clinical categories (i.e., 1)
varies widely according to gender and severity. TTCC documents unequal intervals with a few examples:
TTCC between LII and LIII (88.79 - 50.26 = 38.53 days) is almost double the difference between LI and
LII (50.26 - 28.95 = 21.31 days), and similarly HIV and HV (119.9 - 68.75 = 51.15 days) differs greatly from
HIIT and HII (44.7 - 28.11 = 16.59 days). In short, based on classes and independently of gender, an equal
difference of one grade in clinical classification would arithmetically mean that 16.59 = 21.31 = 38.53 =
51.15; i.e., if 1 # 1, we practice fancy arithmetic.

Finally, let us focus again on the SCS data gathered by the clinical observer. SCS appeared, during this
cross-sectional study (absolute SCS and its relative per cent to the maximum) together with the percentiles
outside the normal limits [Table 7] to perfectly fit with diagnostics in dermatology clinics. On top, it is
obvious (last column midline parted hair; < Po5) that a high proportion of patients with lowered SCS
allowed a clinical observer to quantify objectively a subjective complaint of hair loss.

At least 80% of patients (all groups except females NoP) had an abnormally low SCS value on midline
parted hair. When the same was tested exclusively in groups of patients, there were 8/10 possible
comparisons in females and 3/3 possible comparisons in males [last columns in Table 8: highlighted fields
TOP = 7 in females and TOP = 2 in males]. This means that a global score would not differentiate between
female patients between LI and Other or NoP and Other.

This also leads to the observation that SCS on the top of the head with hair parted along the midline is
perfectly complementary to the simplest clinical classification. However, quantitative information comes in
addition to pattern selection (as some patients have no pattern), a clinical benefit by objective estimation of
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Figure 6. Computer simulation of patterns based on scalp coverage scoring (SCS) in patients complaining of hair loss. Figure 6 (left of
vertical double bar) shows fields known as top and vertex, frontal and lateral or midline-parted (groups of numbered squares as detailed
in earlier section). The sum of SCS in each field mathematically documents coverage and is tested statistically by comparing the SCS
in a clinical group vs. a theoretical maximum score. If a field contains nine squares, then 9 x 5, i.e., 45, is the maximum attainable score
(100%) while the parted-midline maximum is 4 x 5 = 20 (100%). Intermediate sum of scores would translate relatively speaking into
grey shades in this artistic representation. As detailed in Tables 7 and 8 (SCS relative per cent of maximum), there were statistically
significant differences in SCS values between patients in these fields. For a clinical correlation, we typically refer the reader to Figure 1
where sum SCS 100% would easily be reached in the top-vertex or lateral-crown fields by the two subjects appearing on the left [Figure
1E; HIJ. On the contrary, the 2 probands appearing on the right would be closer to 10%-20% (HIV and HV) with “no difficulty observing
scalp skin through the hair”. For females, we refer to clinical images shown in Figure 2. The images in the two top rows clearly illustrate
that scalp skin is less easily visible in NoP, LI or Other [analogous to Figure 6A] than in LIl [analogous to Figure 6B] or LIl [analogous to
Figure 6C]. Of note is that the crown becomes involved in Figure 6C, i.e., in the most severely affected subjects. Comparing density in
each paired left and right diagrams in these three panels [Figure 6A-C], it is clear that midline parting displays lighter grey levels. Lower
SCS scores mean that combing the hair apart unravels a decreased coverage on the top-vertex on the crown, especially in the most
severe cases [Figure 6B and C].

the patient.

The most global analytical parameter, TTCC (the shorter the better), and the consistent scalp coverage
scoring after mid-parting of hair (SCS; the higher the better) nicely fitted clinical classifications. By
correlation-regression between the two most representative analytical parameters, we generated an abacus
that translates clinical scores into productivity and vice versa.

Before beginning the detailed analysis of observer vs. self-estimation and correlation study between SCS
and hair productivity, we present the results obtained with computer graphics. We simulated the degree of
difficulty to observe scalp skin through the hair, with the highest difficulty score represented by black (5) to
the lightest shown as white (0). The averages and statistically significant differences translated from data in
Tables 7 and 8 are shown as a visual chart for top of the head fields before and after midline parting [Figure
6].

Global approaches: self-estimates of hair loss, clinician’s classifications and SCS.

Before discussing the field of perception, it is worth mentioning that, in our hands, gentle pulling on clean
scalp rarely exceeded five hairs (one patient with LIIT and one subject with HIV).

This probably reflects a small number of patients facing an unnoticed sudden acceleration phase amidst the
more chronic rather slowly regressing disorder or less compliant patients, i.e., no shampoo on the day of
clinical visit.

Self-estimates of hair loss

The self-estimated scalp hair status was written down in the questionnaire by the patient during the clinical
visits. The scores diverged frequently from the clinical observer, as shown in Figure 7.

Contrary to the often-held opinion on patients exaggerating the phenomenon of hair loss, we observed the
great majority of subjects underestimated the severity.

SCS cross-sectional study correlates with scalp hair productivity

The scalp target for non-invasive functional investigations or ROI was chosen after obtaining agreement
of the patient, at a distance from the most severely affected sites, e.g., remote from the epicentre or at the
progression edge of the balding process.
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Figure 7. Self-estimated severity scores by patients complaining of hair loss versus clinician’s estimates of pattern and severity. Female
and male patients appear, respectively, in the left and right panels. All patients received the questionnaires and cartoons on their first
visit to the clinic. They were not given any assistance during the reporting to be returned at the second visit. This prevents undue
interferences between observer and patient evaluations. From the initial 304 females, we retrieved 294 duly completed files. From
the initial 110 males, self-scoring documents were lacking for four subjects, thus 106 were retained. The other questionnaires were
considered as lost to follow-up. The dermatologist's classification appears as “DermPattern” in the shaded areas (blue) while the “self
minus derm” (red bars) reflect the differences between patient’s self-estimated classification and the clinical severity attributed by the
dermatologist. Positive bars indicate overestimation while negative bars indicate underestimation by patients as compared with the
dermatologist's evaluation. In the pool of 294 females who completed the self-administered questionnaire, there is no apparent surface
when dermatologist found no pattern (cases on the left side of the vertical bar; no pattern (NoP) scored as 0). The cases on the right
side of the vertical bar appear as positive shaded areas (light blue) reaching up to 1, 2 or 3 (scale from -3 to +3; y-axis) for females with
a Ludwig pattern rated as LI, LIl or LI, respectively. Only 5% of the pool of 294 females (14 occurrences in total; eight in NoP and six
in LI) overestimated their condition and attributed a more severe score. Complete agreement between subjective estimates by females
and clinician was recorded in 38% of females while underestimation occurred in 57% of the female patients (167 cases; one grade for
140 subjects and two grades for 27 subjects). Similarly, in males (all pattern hair loss; scale from -5 to +5), only 2.5% overestimated the
severity (one HIl by two grades and one HIll by one grade), while 85% and 72% of HIV and HV, respectively, underestimated the clinical
class attributed by the investigator.

With SCS, in the least severe cases, typically in females NoP and LI or males HI and HII, we know that the
clinician was unable to quantify hair loss, as illustrated in Figure 7, albeit most patients already showed
increased counts of nanohair [as shown in Figure 4 and detailed in Tables 1-8.

The abacus in Figure 8 displays all data from 414 individual patients and 90 controls. For completeness, the
dispersion of data around the average is shown separately for females and males in Figure 9. HMI abacus
derives follicular performance from clinical rating of the “difficulty to detect scalp skin in between hair”

As illustrated by the computer simulation of SCS [Figure 6], SCS with the hairstyling procedures refines
Ludwig’s or Hamilton’s classification, especially as the more peripheral anterior-crown fields become
involved. When SCS on the parted midline is displayed against a very precise measure of hair productivity,
a statistically significant linear correlation was found with intertwined female and male patients with or
without pattern; all averages were found along the same line. This strongly supports the practical value of
the innovative abacus [Figures 8 and 9], implying that, when properly applied, the HMI method might
substantially improve communication between professionals (practitioners or nurses and technicians
working in hair clinics) and their patients.

The clinical classification, e.g., Ludwig or Hamilton, makes sense and in our practice the cartoons [Figure 1]
are kept as the first level of information. SCS comes second together with our phototrichogram-generated
data. In the case clinical scoring is the only accessible method, the abacus helps the duly trained clinician to
translate his own estimate of scalp coverage into productivity, i.e., time to complete coverage. In short, all
components support the proposed HMI approach.
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Figure 8. Hair mass index (HMI) abacus translates clinical pattern and severity (SCS on parted midline) into dynamics of hair regression
(TTCC). The scalp coverage scoring performed on the hair parted on the midline is shown relative to the maximum attainable score
(y-axis; SCS per cent of maximum) as it correlates with our most synthetic parameter: TTCC (x-axis; days). The latter was obtained
after conversion of daily scalp hair productivity (compound index of hair growth area percentage) in the dimension “time". Circles and
squares symbolise females and males, respectively. Plain blue circle and square reflect the maximum values found in healthy controls
(y =97% and x = 21.6 and 19.6 days in female and male controls, respectively) followed by empty symbols for averages found in patient
groups split into classes according to pattern and severity by the observer. Neither TTCC nor SCS on parted midline in the least affected
patients (NoP, LI, Hl and HII) can discriminate patients from healthy gender-matched controls. The x-y intercept and linear correlation
coefficient (y = 106.41 - 0.72x; R*> = 0.973) confirm mathematically that the clinician did an acceptable job in terms of classification as
well as in estimating SCS. The HMI abacus reflects a compound measure based on TTCC and SCS, albeit potentially not exempt from
“classification errors”. Statistical approaches help clinicians to deal with the error associated with most - if not all - measurements.
Instead of “jumping by chance” from one class to another because of the binary nature of the scales proposed by Ludwig and Hamilton,
HMI is a continuum, and the dispersion of data around the average is detailed for each gender separately in Figure 9. NoP: no pattern.

SCS longitudinal studies detect improved hair productivity

In the absence of statistically significant changes of hair productivity, as documented through our
phototrichogram study (unpublished data), 81 SCS were performed with global images viewed on the
computer screen. SCS values remained stable (three times on 27 subjects during a six-month study; data
not shown). Relative SCS variation between baseline, Month 3 and Month 6 was 1.21% (SD: 9%), i.e., not
statistically significant. The consistency of our phototrichogram and SCS findings was an important step
in considering the clinical value not only before engaging in larger-scale cross-sectional transversal studies
but also before challenging the HMI abacus concept with longitudinal studies.

We now proceed with challenges of SCS method in longitudinal follow-up studies where fast changes of
hair dynamics occur. By analogy with seasonal fluctuations of daylight, there may be a three-month delay
between precisely measured units of time and perceivable events. We all learned by aesthesis that duration
of daylight increases after Winter solstice in the northern hemisphere while temperatures lag behind and
can still get lower until raising again in the spring.

With scalp hair, the initial upsurge of minoxidil-induced hair growth was followed by measurable growth
arrest during the weaning of minoxidil. Global perception of loss stays behind for about three months, as
illustrated in Figure 10.

Tracking of improvement of hair follicle productivity
To approach the fundamental question “where did the hair come from?”, we performed the painstaking task
of individual hair growth monitoring. We secured a population of hair follicles where all and any individual

hairs appearing at the surface of a well-defined scalp field are identified.
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Figure 9. Dispersion of data around the hair mass index abacus in patterned hair loss (PHL). The dispersion of healthy data is such that
females with no pattern (NoP), LI and HI and males with HI-HII cannot be distinguished statistically significantly from control averages
in terms of either coverage or hair productivity (TTCC). In female pattern hair loss (FPHL), dispersion of data around the averages, i.e.,
standard deviation (along both axes), shows very little overlap between SCS and TTCC (LIl and LIII). When the clinician was uncertain
and classified patients as “Other”, the abacus confirms an intermediate position (dispersion not shown). Clinical classification makes
sense and SCS regressed linearly from LI to LIII with “Other” hair loss in between due to less marked patterning. The regression line
equation in females y = 107.58 - 0.7336 (R? = 0.94) implies that analytical and global methods work well together. Similarly, in males, y
=105.31- 0.71 (R* = 0.99), time to complete coverage also worsened as severity increased, but there is a substantial overlap between
HIIl and HIV. The asymmetrical spread of data around the averages along the two axes deserves a clinically relevant comment. Graphs
clearly show that, instead of circles (equal dispersion of SD on x and y axes), we found ellipses (shown as paler fields around the
averages). Wider dispersion along the x-axis generates asymmetry, suggesting that the region of interest (ROI) was sometimes more
and sometimes less affected by hair regression with the ROl more remote from or closer to the epicentre. As SCS focussed on maximum
severity with parted hair along the midline, the relative dispersion is less as compared with time to complete coverage. These findings
suggest that the abacus makes sense and might be considered for clinical use.

Our phototrichogram method allows a precise follow-up of hair replacement, but, for correct interpretation,
a probabilistic plan was required and we deliver herein the details of this innovative approach [Figures 11
and 12]. From previous studies, we knew that fully active follicular units in that particular individual may

[12,17,23

produce 3-7 hairs " separated occasionally by long quiescent phases with no visible hair at the scalp
surface. In addition, regrowth may be heralded by accelerated hair shedding followed in soon time by the
appearance of fine tips of new hair at the scalp surface. This is through substantial shortening of the empty
or lag phase as compared with the natural progression of PHL in the absence of drug treatment. From the
dynamics perspective we estimated that being for 3 years on finasteride the growth would be maintained in
a steady-state situation. These data and Figures 11 and 12 are subject to a speculative proposal, i.e., one that
tackles the question of predictive value of baseline characteristics of well-defined follicular unts in terms of

therapeutic responses [Supplement File 3].

DISCUSSION

Our research data must be understood in the global context of aesthetics as it relates to aesthesis. This
means perception by any sensitive system. Therefore, we put our methods and data in line with independent
reviews on this topic . Accordingly, global imaging was advised in conjunction with our phototrichogram,
an approach quoted as “the most sensitive methodology” for PHL, a condition characterised by hair follicle
miniaturisation with finer and less pigmented hair in specific fields of the scalp™. Our clinical approach
with a more global method was conceived at the end of the 20th century: the theoretical background was to
imagine a method that would encompass any dimension related to “hair quality”. The patented SCS concept
(EP1392166A1) appeared equally effective in detecting clinically meaningful regrowth as compared with
FDA approved expert scoring system' with paired before-after pictures. During SCS, images are viewed
one at a time, which allowed randomisation wiping away a frequently underestimated risk of bias, i.e.,
dimension “time”
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Figure 10. Challenging hair mass index (HMI) abacus in male pattern hair loss (MPHL) during fluctuating hair productivity associated
with drug treatment. All graphs display the time points on the x-axis (time in months). Baseline [from month -12 (m-12) to month
-1 and month O (m-1 and m0)] was followed by the monitoring of drug-induced effects according to study protocol at selected time
points [1, 2, 3, 6, 12 and 24 months (m)]. The scales (y-axis) on the main graph represent fluctuations of hair productivity measured in
one male subject with MPHL [compound Index for hair growth per cent of controls (CIHG%)]. Inserts (a-c) show the top of the head
viewed one year and one month before and at mO, i.e., at entry into the drug trial (a, green outline; m-12, m-1 and m0). Global views
were documented at monthly intervals along with the combined oral and topical drug treatment (b, blue outline; m1, m2 and m3). This
was followed by the last three visits starting three months after arrest of topical lotion, i.e., during the oral drug only (c, red outline;
m6, m12 and m24). All measured hair variables recorded during these three successive timeslots are shown using the same colour
codes, i.e., baseline in green, combined drugs in blue and oral finasteride only in red. On the y-axis, besides productivity (CIHG% of
controls), the two smaller inserts (d, e) show the TTCC (days) and SCS (per cent of maximum). In the latter, each dot is the average
of triplicate scoring viewed one at a time from three series of randomised source images. The baseline (green dot) shows average SCS
on images recorded during the one year before inclusion, while blue dots are SCS on combined drugs and red dots on oral drug only.
It is understood that a decreased TTCC means improved hair follicle performance. The values dropped below 30 days on their way to
normalisation of time to complete coverage, i.e., 19.62 days. Maximum improvement was observed at m3, the time-point where topical
minoxidil applications were about to be interrupted according to protocol. All data points perfectly match with one another except for
time-points m2 and mé6: (1) SCS significantly drops at m2 [blue dot at m2 in (e)] while analytical measures document improved hair
growth. Shifted SCS highlights the transient effects of intervention of the hairdresser {one month later impact on SCS almost vanished
[m3in (e)]1}. (2) SCS slightly improves at mé6 as compared with m3 when the actual indicators of growth worsened. This reflects a
delay of perception of hair cycling by the clinician and most probably a delayed hair cut with more efficient coverage due to cumulative
effect. During the first three months, the combined drug regimen almost normalised hair growth but subsequent transition of anagen
into catagen-telogen occurred, albeit an apparently stable mass of hair. After completion of telogen and shedding of exogen, i.e., after
m6, there was a decrease of SCS at m12 and partial recovery at m24, which reflects maintenance of hair regrowth with long-term oral
drug intake. Hence, SCS and hair productivity fluctuate with an immediate correlation when cycling improves and with a trimester
delay when cycling arrests; this is consistent and is in line with follicle pharmacodynamics. SCS: scalp coverage scoring; TTCC: Time To
Complete Coverage; CIHG: compound index of hair growth.

From our cross-sectional study, SCS quantifies a continuum and linearly correlates the perceived hair loss
phenotype with increased TTCC and with reduced hair follicle productivity independently from gender
and/or presence or absence of a pattern. The method refines clinical perception as it always measures the
same scalp sites in a given subject by mastering variations in scalp geometry. The topographical coordinates
and precise geometry are usually not taken into account by other classification systems. The attempts made
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Figure 11. Demonstration of improved hair follicle productivity in male pattern hair loss during combined oral and topical drug
treatment. Figure 11A1-A3 provides detailed views generated by our phototrichogram method. The image appearing in Figure 11A1 was
captured immediately after clipping and Figure 1TA2 shows the same site 48 h later. The perfect overlay of Figure 11A2 on Figure 11ATin
Figure 11A3 is ready for Computer-Assisted Image Analysis after technicians used a panel of colours that have no specific meaning in
terms of growth rate or diameter at this stage. The novel method introduced specific colour codes for identifying growing hair to be dot-
mapped. Accordingly, “growth” is shown for the thinnest diameters [Figure 11B; magenta; 20-30 um], intermediate [Figure 11C; blue;
40-50 um] and terminal hair fibres [Figure 11D; green; 60-70 um]. We planned yellow as colour code for growing hair with a diameter
exceeding 80 um, but no such hair was present at baseline. The second innovation appears as grey dots as the background. This
procedure exhaustively identified follicular openings to allow a precise description of hair productivity per follicular unit (FU). By back
and forth examination through all images from d-8 to d90, we found 93 FU mapped in Figure 11D [follicular unit dots (FUD)]. All FUD
were numbered for creating a repertoire during the longitudinal study [larger and paler dots in Figure 11D]. Typically, at this baseline
session, we detected five growing terminal hair pertaining to FUDs 5, 28, 50, 62 and 66.

to corroborate the Sinclair’s scale with qualitative trichoscopy™ did not investigate healthy controls, and
we acknowledge that the scale in six grades took advantage of midline parting, a robust way to control
hairstyle®. It offers clinicians the advantage of focussing the attention of the epicentre of alopecia, as
confirmed herein by SCS.

In our investigation, we found low variation in SCS as the clinician concentrates on the worst affected sites
contrary to the detailed analytical procedure. This is not a major drawback, as it helps to highlight the
earliest possible events taking place in the hair follicle, eventually before the scalp site becomes involved in
the balding process.

At the other extreme of analytical variation, one should be aware that time to complete coverage may
extend beyond reasonable therapeutic expectations: How could we revert growth in a site where time to
complete coverage would be longer than 180 days? Such extremely remote targets might become future
objectives with local modulators of gene expression, as available drugs will probably not improve these
most severe situations. While exploring innovative therapeutic avenues, one might consider the hypothesis
that microenvironmental changes in the hypo-dermal layers of the scalp of some inhibitory factors lead to
a refractory stage””. Accordingly, anagen follicles may be prematurely precipitated into telogen but do not
re-cycle immediately”*”. After exogen release, they are refrained to re-enter into growth, a lag phase also
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Figure 12. Demonstration of improved hair follicle productivity in male pattern hair loss (MPHL) during combined oral and topical
drug treatment. Each growing hair on a scalp site of the test subject was dot-mapped on repeat-phototrichogram images according to
a sophisticated procedure detailed in the legend of Figure 11B-D. While fluctuating short-lived intermediate and terminal hair growth
was present at baseline (compare w-1 and w0), rapid induction of cycling with rapid wash-out of short-lived follicles and new growth
occurred within one month of topical minoxidil (On drugs m1). Many disappeared at m3 (On drugs m3), indicating that total length
reached by such short-lived fibres would not exceed 1 cm. If one focuses on terminal hair only (green dots), it is probable that, from the
five terminal hairs present at w-1, only two [follicular unit dots (FUDs) 5 and 28] remain until m3. The three others (FUDs 50, 62 and
66) exit either spontaneously or as the result of a spontaneous entry into telogen at w0 or premature cycle termination, i.e., a wash-out
effect of minoxidil in terminal but short-lived follicles at m1. The “on drugs” period showed rapid hair replacement at m1 with improved
growth (disappearing and appearing dots illustrate changes associated with combined “diameter” and “growth rate"). The sustained
regrowth of terminal hair with maintenance of growth at m3 in 45 of the 49 hairs present at m1 suggests a more relevant effect of
minoxidil. Statistically, the average baseline 178 growing hairs were dispatched based on diameter into 123, 39 and 16 growing thinner,
intermediate and terminal hairs, respectively. These total growing hair counts changed to 201 at m1 (+ 14%) and 171 at m3 (- 3%) as
an effect of minoxidil applications. The different categories of hair (as percentages of baseline) also shifted + 7%, + 27% and + 35% at
m1 and - 63%, + 87% and + 235% at m3 for thinner, intermediate and terminal hair, respectively. The 2 thickest terminal hairs at m3
(diameter > 80 um) raised from very low density FU hosting most probably some empty follicles at baseline. Multiple fibres sprouting
from a single hair follicle characterised this individual's drug response. The blue and green dots total four or five hairs in FUs 45, 59, 63
and 93. Looking in detail at the same FUs in the 2 baseline images, rapidly on-going hair cycle fluctuations are obvious in the absence
of topical treatment. This may range from growth to rest and exogen release in thinner follicles while, at the same time, other follicles
from the same FU progress from Anagen 5 (hair in the follicle but still underneath the scalp surface) into initial steps of Anagen 6 with
more than one intermediate/terminal hair visible at the surface. Interestingly, a significant proportion of those “baseline” intermediate
and terminal hairs vanished already at m1. This documents very short cycling units that come along with an upsurge of thinner tips. The
latter arose from intermediate or terminal follicles as they grew already at high speed (precise LHGR not shown), which reflects the
earliest steps of re-initiation of productivity from pre-existing but resting/dormant follicles still capable of producing intermediate or
terminal hairs. For a very detailed study showing combined LHGR and diameters during initiation of anagen, please read the previous
report in™. A preliminary predictive value was suggested as hair/FU that contained 2-3 fibres at baseline were able to contain 4-5 hairs
at m3 while FUs bearing fewer than two fibres remained stable or grew less hair (more details on that topic are presented in Supplement
File 3; confirmed by ANOVA). Figure 12 demonstrates 3 neglected facts about scalp hair cycling: (1) A biological potential from resting
and/or empty terminal hair follicles was present in the scalp at baseline. (2) Those roots and the associated growth potential were
not unravelled during a six-month LASER-comb application. And (3) There is no hard evidence for miniaturised follicles to massively
transform into intermediate or terminal hair productive units as the result of an efficient drug treatment. The statistical record and
speculations on predictive value of combined parameters at baseline are detailed in Supplement File 3.

referred to as kenogen™. A major question remains to be answered: What is the point of no-return on the
path of follicular regression?

From a methodological perspective, future research campaigns aiming at prediction of severity in
MPHL"" might benefit from using objective rulers such as SCS, as we know from our self-estimation
study that patients frequently underestimate severity of their condition. The projection into a drawing
does not decrease the psycho-social suffering and patients usually notice that they modify their behaviour
to cope with the condition in published studies”™ and in our personal unpublished files. As illustrated
previously"™”, we acknowledge that objective SCS and analytical methods provide a totally different type
of information than the complex subjective evaluation by patients’ satisfaction with hair changes with
treatment: in medical offices, we have to deal with optimists and pessimists"*'" and objectivity may temper
the negative feelings on both sides (patient and doctor).



Page 30 of 34 Dominique. Plast Aesthet Res2021;8:16 | http://dx.doi.org/10.20517/2347-9264.2020.220

Whenever detailed information on hair follicle function would be required, we repeatedly advised to
use the most refined imaging procedures because fast and easy tools”" may not reliably document hair
productivity. In line with this proposal, we discuss in greater detail one clinical study - a combination of
drug intake and surgery - as it is perfectly in line with the purpose of aesthesis and challenges of combined
global and analytical approach. Similar to others"”, we were puzzled by results of hair counts established
before and after scalp hair follicle transplantation where transplanted subjects on oral placebo during
12 months showed decreased hair counts as compared to baseline. In contrast, transplantation with 12
months on oral finasteride generated statistically significant hair regrowth”®”’. The authors of the Evidence
based S3 (further EBS3) review commented the situation as follows: “mean change from baseline total hair
count at 12 months was 18.5 hairs/cm” (12.6%) and - 13.5 hairs/cm’ (- 8.9%) respectively (P = 0.019)”. The
same review pursued with “On frontal-superior global photography, 67% of patients improved and 30%
did not improve after hair transplantation alone, vs. 94% and 6% after combination therapy, respectively”,
in finasteride treated group vs. controls. The EBS3 expert reviewers commented that there appeared to be
a considerably higher efficacy than previously reported in other studies with finasteride alone. The EBS3
report concluded that “The differing results of hair counts and frontal-superior global photography in hair
transplantation alone may partly be due to replacement and compensation of miniaturising hairs by thicker
permanent hair from the occipital area. Magnification should be used when making recipient sites in-
between pre-existing hairs”

The elliptical spread of our data around the averages in our HMI abacus is a mathematic illustration of this
EBS3-experts questioning. Therefore, our approach with phototrichograms and SCS on parted hair and the
exact relocation of the ROI seems critically important, as the former may explore from yet unaffected sites
to seriously affected scalp fields, while the latter focuses on the epicentre. SCS applies whatever gender and
pattern, can be performed in the clinic and does not require special optics or complicated mathematical
calculations: the HMI abacus allows a rapid translation of the clinical estimates of coverage (SCS) into
productivity and time to complete coverage. In the case of a drastic haircut or shaving that may prevent
appropriate SCS evaluation", staying away from the hair-dresser’s booth for one month was sufficient to
cover scalp again and perform a valid clinical estimation of coverage. This importantly underscores that
time to complete coverage matches SCS.

Scalp hair maturation and ageing in itself pertains to fundamental questions. Scientists acquainted with hair
measurements might estimate that our healthy controls had many finer hairs. The fact is that the Belgian
population is extremely heterogeneous. Migrations with centuries of invasions and warriors from southern,
northern, eastern and western countries must have left some genetic markers. In controls, finer hair grew
in higher proportions and at a faster rate than most of the affected patients. Productivity of the finest hair
remains a small fraction of global hair productivity, and it was found to vary in patients. We suggest that
the hair follicles of our young control subjects may still be on the way towards scalp hair maturation. We
speculate that a high density of small silos with a low load on the general metabolic balance might have
some biological advantage in terms of stem cell reservoirs. Future research on gender-related maturation
might help discover whether these small units are potential for future terminal hair or not.

Ageing in females remains an interesting question as previous studies” involving 564 “normal” participants
reported frontal and fronto-parietal recessions in 13% of premenopausal and 37% of postmenopausal
females. The SCS in our study showed a significant decrease in lateral-crown areas under the influence of
age [for details, see Table 7], although age by itself was not a major causative factor of regression except for
linear hair growth, which is probably more difficult to appraise during a clinical consultation.

The theory of “reversibility of hair follicle miniaturisation” put forward to explain the effects of drugs
warrants some clarification. Biopsy studies during placebo-controlled finasteride trials reported 1203



Dominique. Plast Aesthet Res 2021;8:16 | http://dx.doi.org/10.20517/2347-9264.2020.220 Page 31 of 34

miniaturised hair follicles in males and 1966 in females"". The absolute decrease of miniaturised follicles
ranged from - 3.1 to - 1 per biopsy in males and - 2.3 to - 1.6 per biopsy in females after 12 months intake
of finasteride or placebo, respectively. Within the same timeframe and treatment groups, counts of terminal
follicles showed + 5.4 vs. + 1 in males in the finasteride and placebo groups. These statistically significantly
increased numbers in finasteride-treated males contrast with females showing no statistically significant
changes from baseline with + 0.1 and + 1 terminal hair follicles, respectively, in the finasteride and placebo
groups. Obviously, increases in terminal follicle counts exceeded by far the reduction of vellus-like hair
follicles. Our interpretation is that several follicles remain difficult to identify precisely with current
technologies on scalp biopsies. Nevertheless, the hypothesis derived from this approach became quite
popular®*¥ while most contemporary studies casted some doubts on the diagnostic value of hair counts

. . . [36]
derived from such an invasive procedure .

It should be acknowledged that sample size analysed by biopsies remained substantially smaller than
miniaturised hair samples studied by less invasive approaches. Accordingly, invasive sample size reached
16%-50% of the microscopic study of 7585 plucked miniaturised scalp hairs from males and 3931 from
females during drug efficacy trials. The data gained with the latter approach do not support the reversal
theory"". Employing our phototrichogram, we firstly probed well-defined follicular units bearing only
a single hair over long periods of time"*. It may be important to recall that the late Dr. D. Whiting was
present at this meeting, and, after invitation to comments by the chairman, he did not argue when our
negative findings were first presented (EHRS meeting, Zurich, 2005).

In 2019 and 2020, we published the monitoring of 300 miniaturised hair follicles during a 2-year study
on finasteride. At the end of the trial, the majority still produced a thin hair or remained empty[“’”]. We
concluded that miniaturised hair follicles did not contribute significantly to the therapeutic response in
line with the present study documenting 97 follicular units during a 3-month follow-up study. Collectively,
the documentation now exceeds 10,000 miniaturised hair fibres without substantial proof of improvement
of diameter or productivity with known drug treatments. The nature of the divergent views became clear
when a threshold was put on the number of hairs counted per follicular unit of 3. The prevailing dogma
was that there could be no more than three follicles in a follicular unit and that any extra hair would be
the result of trichostasis. As detailed in Supplement File 3, we avoided retaining the sticky hair and present
some evidence that active drugs recruit a significant number of rarely cycling hair follicles, also known as
dormant follicles. Minimal requirements and prediction of therapeutic potential as well as the rebound
phenomenon'? are also discussed in Supplement File 3.

As functionally inactivated follicles remain difficult or impossible to identify on scalp biopsies, as suspected
by others in FPHL and/or chronic diffuse telogen hair loss***”, and these targets also escaped imaging
methods used during efficacy studies of FDA-approved drug treatments””, the search for potentially
predicting therapeutic responses must continue. This may also open new avenues for therapeutic
intervention on the microenvironment of the hair follicle. As commented by A. Messenger [Supplement
File 3], this will require a substantial amount of creativity in terms of methodological approaches and drug
discovery.

In Conclusion, key findings and hard evidence with clinical relevance are presented: A. Nanohair (diameter
< 20 pm) appears as a diagnostic criterion in most patients complaining of hair loss. B. Scalp coverage
scoring reflects a continuum and avoids drawbacks of previous categorical systems. C. The HMI abacus
translates scalp coverage into time to complete coverage under the provision of: a. Prior specific training
and validation of observers. b. Perfect geometrical relocation of scalp sites over time for consistent SCS
evaluations. c. Maintenance of a standardised hairstyle/cut during longitudinal studies. D. Evidence
from monitoring of miniaturized follicles is against the prevailing theory and hypotheses based on scalp
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biopsy studies. Our studies supports negative conclusions: a. Rare abrupt transformation (within one
cycle) of terminal hair follicles into miniaturised ones. b. Very rare abrupt - if any - reversal of hair follicle
miniaturisation.

Being unable to find miniaturised hair follicles that would be rapidly turned “on” to produce terminal hair
as an explanation for drug-induced regrowth, new evidence documents that miniaturised scalp hair follicles
are not prone to regrow thicker hair in the long term. Regrowth can be rapidly initiated from rarely cycling
or dormant terminal units.
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