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ARTICLE INFO ABSTRACT
Keywords: Hemoglobin (Hb) disorders affect nearly 7% of the world’s population. Globally, around 400,000 babies are born
Newborn screening annually with sickle cell disease (SCD), primarily in sub-Saharan Africa where morbidity and mortality rates are
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high. Screening, early diagnosis, and monitoring are not widely accessible due to technical challenges and cost.
We hypothesized that multispectral imaging will allow sensitive hemoglobin variant identification in existing
affordable paper-based Hb electrophoresis. To test this hypothesis, we developed the first integrated point-of-care
multispectral Hb variant test: Gazelle-Multispectral. Here, we evaluated the accuracy of Gazelle-Multispectral for
Hb variant newborn screening in 265 newborns with known hemoglobin variants including hemoglobin A (Hb A),
hemoglobin F (Hb F), hemoglobin S (Hb S) and hemoglobin C (Hb C). Gazelle-Multispectral detected levels of Hb
A, Hb F, Hb S, and Hb C/E/A,, demonstrated high correlations with the results reported by laboratory gold
standard high performance liquid chromatography (HPLC) at Pearson Correlation Coefficient = 0.97, 0.97, 0.93,
and 0.95. Gazelle-Multispectral demonstrated accuracy of 96.8% in subjects of 0-3 days, and 96.9% in newborns.
The ability to obtain accurate results on newborn samples suggest that Gazelle-Multispectral can be suitable for
large-scale newborn screening and for diagnosis of SCD in low resource settings.

1. Introduction estimated 400,000 babies are born annually with SCD and 70%-75% are
in sub-Saharan Africa (SSA) [2, 3, 4]. It is estimated that 50-90% of

Hemoglobin (Hb) disorders including sickle cell disease (SCD) are patients with SCD in SSA die by their 5th birthday [5, 6, 7]. However the
among the world’s most common monogenic diseases [1]. Globally, an World Health Organization (WHO) estimates that early diagnosis of SCD
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coupled with intervention programs would prevent 70% of existing SCD
mortality [8].

Newborn infant, or neonate, is a child under 28 days of age defined by
the WHO [9]. Effective management of SCD involves genetic counseling,
early diagnosis through newborn screening and comprehensive care [10,
11, 12, 13]. SCD newborn screening performed in centralized labora-
tories has dramatically reduced SCD mortality in resource-rich countries
[5, 14]. However, in sub-Saharan Africa and central India, where >90%
of annual SCD births occur, newborn screening programs have not been
implemented universally, if at all, due in large part to the cost and
logistical burden of laboratory diagnostic tests [15].

SCD newborn screening requires sensitive detection of low levels of
certain Hb variants in the context of high levels of expression of other Hb
variants. For example, among newborns, normal hemoglobin A (Hb A)
and sickle hemoglobin S (Hb S) are expressed at lower levels while fetal
hemoglobin (Hb F) is highly expressed making up to 90% of total Hb
[16]. The current centralized tests used for newborn screening of SCD are
high performance liquid chromatography (HPLC) and isoelectric
focusing (IEF). These tests rely on unaffordable (15k-35k US Dollar, or
90k-210k Ghanaian Cedi) specialized instruments, laboratory facilities,
and highly trained personnel, which are lacking in low resource settings
where SCD is most prevalent [17]. While the most up-to-date models of
HPLCs allow automated sample processing, such advanced instruments
are normally lacking in low resource settings. Additionally, conducting
daily control tests, maintaining and troubleshooting for HPLCs [18] and
HPLC autosamplers [19] still require trained personnel, which are also
lacking in these settings. IEF is a less expensive central test option which
can be, but is not usually used for quantification of Hb variants, misses
certain Hb variants and requires skilled interpretation. Major hospitals in
low-resource settings may have access to manual electrophoresis devices
but processing samples with these devices are time consuming, need a
laboratory setting, require expertise to read, therefore suffers from
relatively slow turnaround of test results and start of treatment. Overall,
these relatively advanced laboratory techniques require state-of-the-art
facilities, which are lacking or in short supply in countries where the
prevalence of hemoglobin disorders is the highest [20, 21]. As a result,
there is a need for affordable, portable, easy-to-use, accurate,
point-of-care (POC) tests to facilitate decentralized hemoglobin testing in
low-resource settings to enable nationwide newborn screening.

Several POC diagnostic systems for SCD have been described [22, 23,
24] based on testing methods such as sickle cell solubility test and
antibody-based lateral flow assays such as Sickle SCAN"" and HemoType
SC™ [25, 26, 27]. However, the sickle cell solubility test is not reliable for
samples with Hb S levels below 20% [25]. As a result, this method is not
suited for screening for Hb S in newborns, where Hb S levels are normally
below 20% [28, 29, 30]. Antibody-based lateral flow assays only report
qualitative instead of quantitative test results [26]. Additionally, most of
these tests only detect three hemoglobin variants (Hb A, Hb S, and Hb C)
while missing Hb F and others, which may result in compromised
detection sensitivity and specificity. Moreover, these tests lack readers
embedded with data analysis software for result interpretation or elec-
tronic record keeping, and rely on subjective visual interpretation and
manual recording of the test results, which are prone to errors in the field
[31]. In fact, user misinterpretation and data entry errors have been re-
ported to range between 2.3% to 26.9%, which can significantly
compromise the accuracy of these tests [27].

In a 2019 report, the World Health Organization (WHO) listed he-
moglobin testing as one of the most essential in vitro diagnostic (IVD)
tests for primary care use in low and middle income countries [32].
Furthermore, hemoglobin electrophoresis has recently been added to the
WHO essential list of IVDs for diagnosing SCD and sickle cell trait [33].
Leveraging the WHO recognized Hb electrophoresis test, we developed a
paper-based, miniaturized Hb electrophoresis platform, Gazelle™
(Figure 1) [20,34,35]. Gazelle™ instrument is currently being sold from
1200 to 1500 USD (7212-9015 Ghanaian Cedi) to clinics and labora-
tories with the cost per test is in the range of 2-2.5 USD (12-15 Ghanaian
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Cedi) including all consumables. Gazelle has been tested in clinical
studies in 4 different countries with more than 700 subjects, and
demonstrated capability of identifying Hb variants with a limit of
detection of 12.5% for Hb S [21, 35, 36]. As stated in our previous
publication, however, Gazelle™ could not generate accurate results in
subjects with high Hb F therefore was only for use on subjects of 6 weeks
or older.

Here, we implemented multispectral imaging under both white illu-
mination and 410 nm wavelength and developed the Gazelle-
Multispectral platform as the first POC test able to identify and quan-
tify Hb variants in newborns and people of any age. The high absorbance
of hemoglobin at 410 nm wavelength [37] enhances the limit of detec-
tion thus allows detection and identification of hemoglobin variants at
low concentrations, which is crucial for SCD screening in newborns. In
this manuscript, we firstly determined the limit of detection of the
Gazelle-Multispectral platform in laboratory environment using
controlled samples in Portland, OR, USA. Additionally, we describe a
study for evaluating the diagnostic performance of this platform for
screening HbSS, HbSC disease, and the related carrier states (Hb S trait
and Hb C trait) using whole blood at the POC in 441 subjects in Korle Bu,
Ghana, a location selected for its high prevalence of both the Hb S and Hb
C variants. Gazelle-Multispectral demonstrated overall accuracies of
96.8% in subjects of 0-3 days, 96.9% in newborns and 98.1% in all
subjects, compared to HPLC. These results suggest that
Gazelle-Multispectral is potentially suitable for large-scale newborn
screening and diagnosis.

2. Methods
2.1. Laboratory determination of limit of detection

Gazelle Multispectral’s lower limit of detection for Hb S was deter-
mined using artificially created samples by mixing a cord blood sample
with known Hb F level (12.9% Hb A, 82.8% Hb F, 0% Hb A,, determined
by HPLC) and a blood sample from a patient with SCD undergoing hy-
droxyurea therapy with known levels of Hb A and Hb S (1.7% Hb A,
82.9% Hb S, CC% Hb F, 12.2% Hb F, 2.8% Hb A,, determined by HPLC).
Hb S levels in the artificially created samples were obtained by HPLC as
11.0%, 7.9%, 7.1%, 4.2%, 3.3%, 2.2%, and 0.9%. Each artificially
created sample was tested 3 times using Gazelle-Multispectral and the
reported results were compared with Hb S levels determined by HPLC
(Table S3). Further tests have been performed using additional 2 artifi-
cially created samples with Hb S levels at 3.3% and 3.7%. Each of these
two additional samples was tested 10 times using Gazelle-Multispectral
and the reported results were compared with Hb S levels determined
by HPLC (Table S4).

2.2. Study design and oversight

We conducted a prospective diagnostic accuracy study on Gazelle-
Multispectral for detecting Hb variants including Hb A, Hb F, Hb S,
and Hb C at Korle Bu Teaching Hospital (KBTH), Accra, Ghana using an
Institutional Review Board (IRB) approved protocol. The results obtained
using the investigational assay, Gazelle-Multispectral, were compared to
the results reported by the reference (“Gold-standard”) tests using HPLC.
The Gazelle platform was designed and provided by Hemex Health,
headquartered in Portland, Oregon, USA. The laboratory standard test
used in the study was HPLC at KBTH. All authors have reviewed and
analyzed the data and attest to their accuracy and completeness as well
the fidelity of adherence to the study protocol.

2.3. Study populations and procedures
This test was conducted at KBTH, the largest public hospital in Ghana.

Newborns were enrolled from the postnatal wards, and children were
enrolled from the Child Welfare Clinic, during routine immunization
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visits. All newborns from the postnatal wards and the immunization
clinic with parents' consent were tested. Subjects were excluded only if
there had been a blood transfusion in the preceding 3 months. To our best
knowledge, none of the children had an existing diagnosis of SCD. The
study was approved by the KBTH IRB and informed consent obtained
from each participant’s parent or guardian. A blood sample was obtained
from each participant using finger prick at the vaccination clinic or heel
prick for newborns. Any blood samples not tested immediately on
Gazelle-Multispectral were refrigerated until use. Multiple local labora-
tory technicians performed the tests. The users had basic laboratory skills
such as pipetting and vortexing and were able to independently perform
the tests with less than 2 h training. After a Gazelle test was conducted,
the remaining blood from the blood collection tube was saved and frozen
at —80 °C. HPLC tests were performed at KBTH on the frozen samples
using the D-10 HPLC system (Bio-Rad Laboratories, Hercules, CA, USA).

Gazelle-Multispectral

— Hb Absomtion Spectrum

410 nm illumination

400 500 600 700
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300 800

C

Heliyon 8 (2022) e11778

2.4. Gagelle multispectral test procedure

The technicians performed the tests according to the Gazelle-
Multispectral instructions for use as published previously [35]. Briefly,
20 pl of blood and 40 pl of Gazelle Marker Fluid was pipetted into an
Eppendorf tube which was then vortexed for 20 s to lyse the blood. 50 pl of
Gazelle Buffer was used to wet the Gazelle Hb Variant Cartridge paper and
the cartridge was soaked for 1 min. 20 pl of the blood mixture was pipetted
onto a glass slide and a customized stamper was touched to the mixture.
The blood sample was wicked and filled the stamper completely. The
stamper stand was placed directly over the cartridge and the stamper with
blood and marker was placed into the stamper stand. The operator held
down the stamper stand for 5 s to apply the blood and marker mixture to
the cartridge. The cartridge was flipped over and 200 pl Gazelle Buffer
were pipetted into each of the wells on each end of the cartridge. Finally,

White Light lllumination

410 nm Illlumination

Space-Time Plot

Automated Result Interpretation

F PATIENT ID: JSL
A2,C.E S F A
PHENOTYPE
U |
0% 16% 57% 27%

Likely sickle cell trait (AS) (<6 months)
Note: Transfusion can impact results

Figure 1. Gazelle-Multispectral for screening hemoglobin variants in newborns. (A) Gazelle-Multispectral platform for paper-based microchip electrophoresis using
disposable cartridge (red box) at the point of need. (B) Hemoglobin absorption spectrum. Purple shaded area covers more than 90% of the power output according to
the LED manufacturing specification and our internal testing. The Gazelle-Multispectral perform real time imaging and data analysis tracking the Hb electrophoresis
process under both white light illumination (C) and 410 nm illumination (D). The images captured under white light illumination provides visual validation of test
progression. (E) The space-time plots generated based on the images captures under 410 nm illumination are used for identifying and quantifying Hb variants in real
time using an internally integrated data analysis algorithm. (F) At the end of each test, Gazelle-Multispectral algorithm automatically reports the identification and
quantification of Hb variant results, and determines the patient phenotype accordingly.
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the cartridge was placed into the Gazelle Reader and the test was started.
After 8 min, the results screen showed the percentages of each hemoglobin
type present in the blood sample as well as an interpretative statement.
Each Gazelle-Multispectral test was completed within a total of 10 min
including sample preparation and testing.

2.5. Confirmatory laboratory procedures

Blood samples that were stored at —80 °C were retrieved and thawed.
5 pl of sample was pipetted and diluted with 1500 pl of distilled water.
Diluted hemolysates were arranged on racks and loaded into the Bio-Rad
D-10 HPLC system. Each sample was tested for approximately 6 min. The
results reported for each blood sample included the relative percentages
of each hemoglobin type present.

2.6. Gazelle-Multispectral data analysis

Customized data analysis algorithm was integrated in Gazelle-
Multispectral system. This data analysis algorithm automatically iden-
tifies sickle cell disease (FS, FSC, FSA), sickle cell trait (FAS), Hemoglobin C
Trait (FAC), and normal phenotype (FA) based on Hb band migration
pattern as described previously [35]. The data analysis algorithm also
automatically quantifies the relative percentages of Hb A, Hb F, Hb S, and
combined Hb C/E/A. In this particular study, and all Hb variant recog-
nized as Hb C/E/A, were identified as Hb C due to the test location. The
Gazelle-Multispectral reported Hb variant identification and quantification
results were compared with the ones reported by HPLC using Pearson
correlation and Bland-Altman analysis. Gazelle-Multispectral sensitivity,
specificity, positive predictive value (PPV), and negative predictive value
(NPV) in identification of SCD (FS/FSC/FSA) vs. Normal (FA), SCD
(FS/FSC/FSA) vs. Sickle Cell Trait (FAS) and Hemoglobin C Trait (FAC),
and Sickle Cell Trait (FAS) and Hemoglobin C Trait (FAC) vs. Normal (FA)
were calculated for the study population compare to HPLC reported results.

The primary objective was to determine the limit of detection for
detecting individual Hb variants, as well as the sensitivity, specificity,
PPV, and NPV, of Gazelle Multispectral, compared to reference tests, in
detecting normal Hb (Hb A), fetal Hb (Hb F), and common pathologic Hb
variants (Hb S and Hb C), in whole blood specimens from newborns and
older children. The main goal was to test the ability of Gazelle Multi-
spectral to accurately detect HbSS, HbSC disease, and the related carrier
states (Hb S trait and Hb C trait) in newborns and older children.

3. Results
3.1. Test population

A total of 441 subjects were tested using both Gazelle-Multispectral
and HPLC acquired at KBTH, Ghana were included in this study. In this
study, 265 out of 441 subjects were newborns within 28 days old. 250 out
of the 265 newborns were 0-3 days old from the maternity ward before
they left the hospital following birth and includes over 50% of the entire
test population (250 out of 441 subjects). Given the clinical importance
of newborns from 0 to 3 days old, we report the test results separately for
this group of subjects (250 subjects) and for newborns from 4 to 28 days
old (15 subjects). Additionally, Hb F levels are known to decrease at a
rate of ~5% per week till normally becoming negligible at 6 months [38].
As a result, we also report, in supplementary information, 176 out of 441
test results for infants from 28 days to 6 months tested at the vaccination
clinic, within whom the Hb F levels remain high. A more detailed sum-
mary for the age of the subjects is included in the supplementary infor-
mation (Table S1).

3.2. Gagzelle-Multispectral result reporting

Gazelle-Multispectral algorithm verifies the quality of test results
according to the internally embedded data quality control (QC) method.
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According to the QC method, Gazelle-Multispectral organizes test results
under one of the 3 categories: 1) ‘Valid’ test; 2) ‘Inconclusive’ test
without interpretation; and 3) ‘Inconclusive’ test with a possible inter-
pretation. The ‘Valid’ and ‘Inconclusive’ tests were defined according to
published recommendations in the literature [39] and the STARD
guidelines [40]. A ‘Valid’ test was defined as a test that performed as
expected according to objective standards and the test result was re-
ported properly from the data analysis algorithm. An ‘Inconclusive’ test
was a test that performed adequately according to an objective set of
standards. However, an ‘Inconclusive’ test has quantification confidence
value automatically evaluated by the algorithm that is lower than the
preset threshold value, which can be recognized at the end of the test.
Reasons for ‘Inconclusive’ tests include appearance of a band or bands at
or close to the borderline region between two adjacent detection
windows.

In this study, test results from 216 out of 250 (86.4%), 11 out of 15
(73.3%), and 138 out of 176 (78.4%) subjects were categorized as ‘Valid’
for subjects within 0-3 days, 4-28 days, and 28 days-6 months,
respectively (365) ‘Valid’ (82.8%) and 76 ‘Inconclusive’ (17.2%) tests
out of 441 total tests. More detailed information is included in supple-
mentary information (Table S2).

3.3. Gagzelle-Multispectral separates, images, and tracks hemoglobin
variants real-time under multi-spectrum during electrophoresis

The fundamental principle behind Gazelle-Multispectral technology
is hemoglobin electrophoresis, in which different (bio)molecules
including total hemoglobin, standard calibrator, and hemoglobin vari-
ants can be separated based on their charge-to-mass ratio when exposed
to an electric field in the presence of a carrier substrate. Gazelle-
Multispectral cartridge is single-use and can be mass-produced at low-
cost (Figure 1A) [35]. Gazelle-Multispectral reader implemented imag-
ing capture system under both white light field and at 410 nm wave-
length. The 410 nm is selected to match the hemoglobin peak absorption
wavelength and to increase limit of detection (Figure 1B). Tris/Bor-
ate/EDTA (TBE) buffer is used to provide the necessary ions for electrical
conductivity at pH of 8.4 in the cellulose acetate paper. Hb molecules
carry net negative charges under this pH and caused them to travel from
the cathode to the anode upon exposure to electric field. The electric
mobility differences of various hemoglobin phenotypes allow separation
and thus identification of each hemoglobin variant. Separated hemo-
globin variants are imaged under both white light illumination
(Figure 1C) and 410 nm illumination (Figure 1D). The acquired data
under white light illumination demonstrates the natural red color of
hemoglobin and thus validates the Gazelle-Multispectral tests
(Figure 1C). The acquired data under 410 nm illumination yields an
enhanced limit of detection and a higher signal to background ratio than
white light illumination data, and is used to construct the space-time plot
demonstrating the entire process of electrophoresis. The
Gazelle-Multispectral algorithm then utilizes the space-time plot for
sensitive and accurate identification and quantification of Hb variants
(Figure 1E and F). Combining both white light and 410 nm detection
spectrums, Gazelle-Multispectral automatically tracks, detects, identifies
and quantifies electrophoretically separated low concentration hemo-
globin variants within the 8-minutes test time using pre-embedded al-
gorithm and report test results at the moment of test completion.

3.4. Analysis of limit of detection

In the analytical assessment, the limit of detection (LOD) was deter-
mined as the lowest concentration for which all three replicates scored
positive. Gazelle-Multispectral consistently identified Hb S in 3 out of 3
replicates for artificially created samples with Hb S levels at 11.0%, 7.9%,
7.1%, 4.2%, and 3.3%. However, Gazelle-Multispectral identified Hb S in
2 out of 3 replicates for artificially created samples with Hb S levels at
2.2% and 0 out of 3 for artificially created samples with Hb S levels at
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0.9% (Table. S3). 20 additional confirmatory tests were performed using
2 additional artificially created samples with Hb S levels at 3.3% and
3.7% (determined by HPLC). Gazelle-Multispectral consistently identi-
fied Hb S in 10 out of 10 replicates in these tests for both samples (total of
20 tests). As a result, the lower LOD of Gazelle-Multispectral for identi-
fying Hb S was set at 4%. This 4% lower LOD is sufficient for detecting
the low percentage of Hb S typically found in newborn samples for
newborns with sickle cell trait (FAS: Hb S 6.5 + 2.8%) and SCD (FS: Hb S
10.2 + 3.9%) [41]. Figure S2 demonstrates a representative test result for
sample with HbS around Gazelle-Multispectral limit of detection, where
the test result for Gazelle-Multispectral vs. HPLC was: HbF = 87% vs.
85%, HbA = 9% vs. 10%, and HbS = 4% vs. 5%.

3.5. Gazelle-Multispectral automatically validates electrophoresis
separation, identifies low concentration hemoglobin, and determines their
relative percentages based on multi-spectrum imaging

Four representative tests with different Hb variants were demon-
strated in Figure 2 (Column 1: Healthy newborn, FA; Column 2:
Newborn with SCD, FS; Column 3: Newborn with Sickle Cell Trait, FAS;
and Column 4: Newborn Hemoglobin C Trait, FAC). For each test,
Gazelle-Multispectral algorithm recognizes the initial application point
of the mixture containing a blue control marker and hemoglobin. The
algorithm then distinguishes and tracks the blue marker and hemoglobin
according to their naturally distinct blue and red colors within the white
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light field during separation. The tracked blue marker and red hemo-
globin migration pattern is analyzed by the image processing and deci-
sion algorithm to determine test validity (Figure 2A-H). A validated test
is further analyzed utilizing data acquired under 410 nm (Figure 2I-T). A
space-time plot is generated to illustrate the entire band migration on the
paper (x-axis, from left to right) within the entire time (y-axis, from top to
bottom, Figure 2I-L). Tests validated under white light field are further
analyzed utilizing the space-time plots acquired under 410 nm
(Figure 2I-L).

Electropherograms were regenerated based on single images acquired
under white light field (Figure 2E-H) and 410 nm wavelength
(Figure 2Q-T). These electropherograms are only used to compare the Hb
variant identification and quantification capabilities between images
captured under white light field and 410 nm wavelength specifically in
this manuscript, and are not used for data interpretation during field test.
The original Hb bands information captured under 410 nm wavelength
are available in Figure S1. These band information were used to generate
the electropherograms shown in Figure 2(Q-T). As stated in our previous
publication [35], in samples with high Hb F levels, Hb variants identified
and quantified under white light field deviated from the ones reported by
HPLC therefore only served to validate the tests in the new
Gazelle-Multispectral tests. In comparison, Gazelle-Multispectral re-
ported in this manuscript sensitively and accurately identified Hb vari-
ants agreeing with HPLC reported results in all these 4 representative
samples (Gazelle-Multispectral vs. HPLC; FA: Hb F: 92% vs. 94%; Hb A:

A Hb FA normal B Hb FS SCD c FAS sickle cell trait D. FAC Hb C traitt
E F G H
300 300 Hb F 929 300 300
> Hb F 100% > 200 > >
= 200 = = 200 = 200
2 2 Z Hb S 41% HbA43% | 2
2 ] 2 2
£ 100 £ 100 £ 100 Hb F 16% £ 100
Hb S 8%,
0 100 200 300 400 500 0 100 200 300 400 500
|
M N P,
' -
|
' & =
. | 2 .
Q R S T
=0 Hb F 94% 300 . 300 300
2z 2 z z
@ 200 » 200 ‘7 200 Hb F 57% 7 200
& g 2 2 Hb F 45%
2 < 2 2 Hb A 35%
=100 £ 100 E100 Hb S 16% Hb A 27% E100f HbC20%
Hb A 6%
0 100 200 300 400 500 0 100 200 300 400 500 0 100 200 300 400 500 0 100 200 300 400 500
Position Position Position Position

Figure 2. Identification of Hb variants and quantification of Hb percentages by Gazelle-Multispectral. (A-D) The first row shows images captured under white light
field. (E-H) The second row shows electropherograms reconstructed by the white data analysis algorithm based on the white light images (electropherograms not
visible by users in the field). (I-L) The third row illustrates 2D representation of Gazelle-Multispectral space-time plots of band migration in 410 nm imaging mode,
which are used with the machine learning algorithm for identifying Hb variants. (M-P) The fourth row shows images captured under 410 nm wavelength. (Q-T) The
fifth row shows electropherograms reconstructed by the data analysis algorithm based on the 410 nm images captured at the same time as the white light images. The
Gazelle-Multispectral data analysis algorithm sensitively and accurately identified Hb variants agreeing with HPLC reported results. Column 1-4: Multispectral test
results for samples with different phenotypes. Column 1: Hb FA (Healthy newborn, Hb A: 8% vs. 6%, Hb F: 92% vs. 94%, Gazelle-Multispectral vs. HPLC); Column 2:
Hb FS (Newborn with sickle cell disease, Hb F 83% vs. 89%, Hb S 17% vs. 11%, Gazelle-Multispectral vs. HPLC); Column 3: Hb FAS (Newborn with sickle cell trait, Hb
S 16% vs. 16%, Hb F 57% vs. 55%, Hb A 27% vs. 29%, Gazelle-Multispectral vs. HPLC); and Column 4: Hb FAC (Newborn with Hb C disease, Hb C 20% vs. 20%, Hb F
45% vs. 45%, Hb A 35% vs. 35%, Gazelle-Multispectral vs. HPLC). Gazelle-Multispectral enabled identification and quantification of low concentration Hb variants
with higher sensitivity (I-T) compared to white light imaging mode (A-H). {: Gazelle-Multispectral reports Hb C/E/A, as demonstrated in Figure 1E. The identified Hb
C/E/A, were recognized as Hb C according to test location (Ghana).
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8% vs. 6%; FS: Hb F 83% vs. 89%, Hb S 17% vs. 11%; FAS: Hb F 57% vs.
55%, Hb A 27% vs. 29%, Hb S 16% vs. 16%; and FAC: Hb F 45% vs. 45%,
Hb A 35% vs. 35%, Hb C 20% vs. 20%).

3.6. Gagzelle-Multispectral Hb variant quantification demonstrated high
correlation with HPLC

Pearson correlation analysis and Bland-Altman analysis were per-
formed on the 365 tests recognized as ‘Valid’ (including 216 valid tests
from subjects of 0-3 days, 11 valid tests from subjects of 4-28 days, and
138 valid tests valid tests from subjects of 28 days—6 months (Table S2)).
The correlation plots include the Gazelle-Multispectral determined Hb
variant levels (y axis) versus the Hb variant levels reported by the HPLC
(x axis) including Hb A, Hb F, Hb S, and Hb C (Figure 3A, C, E, G). The
Bland-Altman analysis plots demonstrate the difference between Gazelle-
Multispectral determined Hb variant levels (y axis) at the entire range of
Hb levels detected (x axis, Figure 3B, D, F, H). The results from Pearson
correlation analysis demonstrate Pearson correlation coefficient (PCC) of
0.97, 0.97, 0.93, and 0.95 for Hb A, Hb F, Hb S, and Hb C. Bland-Altman
analysis showed Gazelle-Multispectral determines blood Hb variant
levels with mean bias of 2.4% for Hb A (Limits of agreement, LOA:
—10.2%-15.0%); —2.3% for Hb F (LOA: —16.3%-11.8%); 0. 5% for Hb S
(LOA: —4.9%-5.9%), and —0.7% for Hb C (LOA: —4.4%-3.0%, Figure 3,
Second Column). Together, these results revealed acceptable agreement
between Gazelle-Multispectral determined Hb variant levels and HPLC
reported Hb variant levels (Figure 3, First Column).

3.7. Sensitivity and specificity of Gazelle-Multispectral SCD newborn
screening

In this clinical study, Gazelle-Multispectral test results included the
following (Table 1 for newborns and Table S5 for subjects from 28 days to
6 months): disease (FS/FSC/FSA), Hb S (FAS), Hb C Trait (FAC), and
normal (FA). Gazelle-Multispectral identified newborn subjects (<28
days) with disease including FS, FSC, and FSA from normal subjects and
subjects with the related carrier states (Hb S trait, FAS and Hb C trait,
FAC) with 100% sensitivity, specificity, PPV and NPV (Table 1 and
Table S5) 6 subjects with normal Hb (FA) were identified as Sickle Cell
Trait (FAS Table 1). 1 subject with Sickle Cell Trait (FAS) was identified
as normal Hb (FA, Table 1). Sensitivity, specificity, PPV, and NPV for
identifying subjects with the related carrier states from normal subjects
(Trait vs. Normal) were 97.3%, 96.6%, 85.7%, and 99.4%. In tests con-
ducted among subjects from 28 days to 6 months, Gazelle-Multispectral
identified disease vs. normal, disease vs. trait, and trait vs. normal at
100% sensitivity, specificity, PPV, and NPV. As a result, Gazelle-
multispectral demonstrated an accuracy of 96.8% in subjects of 0-3
days (209 correct in 216 valid tests), and accuracy of 96.9% (220 correct
in 227 valid tests) in newborns and an overall accuracy of 98.1% (358
correct in 365 valid tests) from the total 441 tests in all subjects,
comparing to HPLC.

4. Discussion

HbD F expression represents up to 90% of total Hb in newborns [28,
29]. The WHO estimated that early detection of SCD coupled with
intervention programs would prevent 70% of existing SCD mortality
[8]. Quantification of Hb variants percentage, while not critical in the
newborn period, is nevertheless of clinical significance in determining
follow up testing in certain circumstances. For instance, quantitative Hb
variants detection can facilitate to distinguish sickle cell trait (FAS)
from a S-beta+ Thalassemia (FSA) as the difference is the relative
percentages of Hb A and Hb S. Without accurate quantification some
S-beta+ thal infants could be called a sickle trait. Our previous system,
Gazelle™, detects Hb variants only under white light. As a result, Ga-
zelle™ demonstrated limit of detection at 12.5% for Hb S, and was not
accurate for samples with high Hb F levels (Figure 2C and G), therefore
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was only for use on subjects of 6 weeks or older. Gazelle-Multispectral
presented in this manuscript implements multispectral imaging into a
point-of-care hemoglobin electrophoresis test, which allows sensitive
detection and quantification of low concentration Hb S with a limit of
detection at 4%, thus enables SCD screening for Hb variants among
newborns having low levels of Hb A and Hb S. The
Gazelle-Multispectral algorithm automatically provides Hb variant
identification and quantification results of relative Hb percentages
(Figure 1E) and does not require users to perform result interpretation.
Additionally, Gazelle-Multispectral uses a low-cost disposable car-
tridge, requires only limited laboratory resources, be operated on bat-
tery power, and enables automated analysis and interpreted results
along with digital secured storage of test results, which can reduce
human errors and improves accessibility of public health data. These
critical features distinguish Gazelle-Multispectral from current avail-
able laboratory methods and other emerging POC technologies and
assist health-care professionals in diagnosing and screening patients
with hemoglobin variants with affordable and simple, tests.

In this clinical study conducted among 441 subjects including 250
subjects from O to 3 days old, 15 subjects from 4 to 28 days old, and 176
subjects from 28 days to 6 months old in Korle Bu, Ghana, Gazelle-
Multispectral demonstrated 100% sensitivity and specificity for identi-
fying newborns with diseases vs. healthy subjects; and subjects with
disease vs. subjects with sickle cell trait and Hb C trait; Additionally,
Gazelle-Multispectral demonstrated 97.3% sensitivity and 96.6% speci-
ficity for identifying subjects with sickle cell trait and Hb C trait vs.
healthy subjects. Common practice in Hb testing is that all positive test
results are confirmed with a secondary method prior to final diagnostic
decision making and treatment initiation [42]. Therefore, all disease
positive tests would likely result in a secondary confirmatory test that
should eliminate the small number of false positives.

Hb electrophoresis techniques, including this reported technology
and standard laboratory tests such as capillary electrophoresis and IEF,
overall share a common limitation in discriminating certain Hb variants
due to their similar electrophoretic mobilities at given condition. For
example, it is challenging to discern Hb E and Hb A,, as well as to discern
rarer variants such as Hb D Punjab, Hb D Iran, Hb Lepore, and Hb Q India,
using both Gazelle and laboratory capillary electrophoresis because these
hemoglobin variants demonstrate partially overlapped peak within the
same detection window [43, 44]. Peak overlapping (i.e., Hb G and Hb D)
is also a challenge for the reference standard HPLC as well as its alter-
natives [43, 45, 46]. Notably, Hb C and Hb E, and Hb A, are known to
co-migrate in paper-based hemoglobin electrophoresis. Therefore,
Gazelle-Multispectral reports Hb C/E/A; instead of reporting Hb C or E or
A, individually (Figure 1E). However, these Hb variants display distinct
geographical prevalence and distribution. For example, Hb C is highly
prevalent in West Africa thus is related to this study [47], while Hb E is
the most prevalent in the Mediterranean region, Southeast Asia, and in
the Indian subcontinent [48, 49, 50, 51, 52]. As a result, test location, the
ethnicity of the subject, and clinical history can be used to facilitate
differentiate between these co-migrating Hb types. For example, in this
particular study, and all Hb variant recognized as Hb C/E/Ay were
identified as Hb C due to the test location. Overall, it is recommended
with HPLC, CE, and Gazelle, that positive tests have a second confirma-
tory test using a different method.

In summary, Gazelle-Multispectral enables affordable and simple
identification of common Hb variants in newborns at the point-of-need.
The Gazelle-Multispectral reader provide animated on-screen in-
structions of step-by-step guidance for test operation procedures to
minimize user errors. The internally integrated data analysis algorithm
automatically reports Hb variant identification and quantification results
in an objective and easily understandable manner. Gazelle-Multispectral
is a versatile, mass-producible, multispectral detection-based electro-
phoresis platform technology for affordable and accurate diagnostic
testing and newborn screening programs for SCD at the POC in low
resource regions where the prevalence of SCD is high.
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Figure 3. Gazelle-Multispectral Hb variant identifi-
cation and quantification in all test subjects. Pearson
correlation (Column 1) and Bland-Altman analysis
(Column 2) showed Gazelle-Multispectral identified
and quantified Hb A (A&B, Pearson coefficient cor-
relation (PCC) = 0.97, p < 0.05, Mean bias +1.96 x
Standard Deviation (SD) = 2.4% + 12.6%), Hb F
(C&D, PCC = 0.97, p < 0.05, Mean bias +1.96SD =
—2.3% + —14.0%), Hb S (E&F, PCC = 0.93, p <
0.05, Mean bias +1.96 SD = 0.5% =+ 5.4%), and Hb C
levels (G&H, PCC = 0.95, p < 0.05, Mean bias
+1.96SD = —0.7% =+ 3.3%) agree with the ones re-
ported by laboratory standard HPLC. In Column 2,
the solid black lines indicate the mean biases and the
dashed gray lines represent 95% limits of agreement.
*; 365 ‘Valid’ tests out of 441 total tests were
included in this correlation calculation. ‘Inconclu-
sive’ tests did not generate a result that could be
included in the correlation coefficient calculation
[39, 401.
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Table 1. Gazelle-Multispectral screening sensitivity, specificity, positive predictive value (PPV), and negative predictive value (NPV) in comparison to reference

standard method“.

Disease vs. Normal”

Disease vs. Trait* Trait vs. Normal?

0-3 Days 4-28 Days 0-3 Days 4-28 Days 0-3 Days 4-28 Days

True positive, TP 2 0 2 0 36 1

True negative, TN 170 10 36 1 170 10

False Positive, FP 0 0 0 0 6 0

False negative, FN 0 0 0 0 1 0
Sensitivity, TP/(TP + FN) 100.0% - 100.0% - 97.3% 100%
Specificity, TN/(TN + FP) 100.0% 100% 100.0% 100% 96.6% 100%
PPV, TP/(TP + FP) 100.0% - 100.0% - 85.7% 100%
NPV, TN/(TN + FN) 100.0% 100% 100.0% 100% 99.4% 100%

4 216 and 11 ‘Valid’ tests out of 250 and 15 total tests for 0-3 days and 4-28 days subjects were included in this calculation. ‘Inconclusive’ tests did not generate a

result that could be included in the sensitivity-specificity analysis [39, 40].
P SS/SC/FS/FSC vs. AA/FA.
¢ SS/SC/FS/FSC vs. AS/AC/FAS/FAC.

4 AS/AC/FAS/FAC vs. AA/FA, 6 subjects with Hb FA were recognized as Hb FAS, 1 subject with Hb FAS was recognized as Hb FA.
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