Supplementary Materials
1. Study Location, Type, Duration, and Population
This was a retrospective cohort study of BU four patients with category II and/or III Buruli ulcer scars seen and treated at the outpatient BU clinic of the Ga West Municipal Hospital from 18 March 2016 to December 2020. Buruli ulcer lesions are classified into three categories in terms of severity: Category I, a single lesion < 5 cm in diameter, Category II, a single lesion 5-15 cm in diameter and Category III, a single lesion > 15 cm in diameter, multiple lesions, critical sites, and osteomyelitis [18]. Each ulcer was initially demarcated and was then photographed with a digital camera.
2. Sampling

Fine needle aspirate (FNA) or swab samples were collected in O-ring seal plastic vials (Fisher Scientific) containing 1 mL absolute ethanol, wrapped in aluminium foil for onward transport [30,31] to the laboratory for mycolactone detection using the fluorescent-thin layer chromatography (f-TLC) method. For PCR samples, fine needle aspirates were kept in 1 mL phosphate-buffered saline (PBS) whereas swabs were stored dry in sterile tubes, placed in specimen collection zip-lock plastic bags. All samples for both f-TLC and PCR tests were transported in an ice chest with ice packs from the field to the Department of Chemistry, and Bacteriology Department of the Noguchi Memorial Institute for Medical Research (NMIMR), University of Ghana, Legon for f-TLC and PCR analyses, respectively. Upon the arrival of PCR samples at NMIMR these were stored at 4-8ºC until further processing where definite BU diagnosis was obtained by insertion sequence IS2404 PCR.
3. Participants

All suspected BU patients were diagnosed and confirmed, treated until they healed. In some instances, surgical interventions were applied, and the participants were investigated retrospectively. Information on the variables of interest was collected from patient records, into a form designed specifically for this purpose.
3.1. Variables

For each patient, the following information was collected from their medical records and analysed:
· Clinical, demographic, and treatment-related variables were assessed in all selected patients from their first visit to the outpatient ulcer clinic.

· Epidemiological variables: Age, gender, area of residence, the person who referred them to the Ga West Municipal Hospital, and delay in seeking treatment.

· Clinical variables: A clinical form of the lesion (nodule, plaque, oedema, or ulcer), location of the lesion, WHO classification based on the category of lesions.

· Therapeutic variables: length of hospital stay, treatment outcomes.

4. Inclusion Criteria

Patients were considered eligible and included in this retrospective study for analysis of proper documentation of their lesion area at the first visit and approximately at the time of healing. The patients under investigation for BU were included if they were clinically diagnosed as BU patients in accordance with the WHO case definition [32]; by at least two methods namely, f-TLC and PCR. When the test was positive, suggesting M. ulcerans as the etiological factor of their illness, the patients were presented for one of the antibiotic protocols, either rifampicin 10 mg/kg body weight and streptomycin at 15 mg/kg weight for 8 weeks or rifampicin and clarithromycin 7.5 mg/kg body weight for 8 weeks [11]. The wound and patients were assessed to determine if surgical intervention was required after the start of antimicrobial treatment.
5. Biological Laboratory Confirmation

The patients were clinically diagnosed as BU patients in accordance with the WHO case definition [32] and subsequently confirmed by f-TLC and PCR for the detection of M. ulcerans and mycolactone respectively.
6. Antibiotic Treatment

Patients with a clinical diagnosis of Buruli ulcer were enrolled for either oral rifampicin (10 mg/kg body weight) and intramuscular streptomycin injection at 15 mg/kg weight. The medicines were both administered daily for 8 weeks under supervision [11].
7. Case Management and Wound Care

Case management was carried out according to the WHO recommendations. Each patient received an eight-week drug treatment (chemotherapy) using the standard regimen of rifampicin and streptomycin. Antibiotics for the treatment of all patients were provided free of charge, by the Ghana Health Service through the National Buruli Control Program (NBUCP).
Wound dressing for ulcerated cases was an important component of the clinical management. Standard moist wound management practices were conducted, which involved saline dressing and covering the floor of the ulcers with Vaseline gauze [33]. The frequency of dressing was individualized according to the characteristics of the ulcer. For each patient, this process continued until the wound had either healed completely or adequately granulated for skin grafting. Local dressings were provided for patients with ulcerative lesions. Patients who were able to return each day to the clinic were treated on an ambulatory basis under the direct observation of the clinic nurse. Patients who were unsuitable for ambulatory treatment, either because of the distance from their home to the clinic or because of the severity of the disease, were hospitalized in the Buruli Ward, GWMH, Amasaman.
Surgery was part of the ulcer management because some of the cases required surgical interventions (debridement and skin grafting). Following initial wound excision after antibiotic treatment, surgical debridement and skin grafting subsequently done was tailored to the need of each patient and at the discretion of the attending surgeon. Physiotherapy was provided to those who had contractures and limitations in movement at the Physiotherapy Unit in the Buruli Ward, GWMH, Amasaman.
8. Data Collection and Analysis
Data was collected from WHO BU01 and BU02 forms (which are used to collect standard information for each BU patient), and laboratory confirmation slips. The data were supplemented with additional information from the patients’ medical records kept at the Ga West Municipal Hospital. The complete data were recorded with the software Microsoft Excel 2010 and then analysed.
9. Procedure for Debridement and Skin Grafting

Regional anesthesia was employed in the form of a right axillary block and application of a tourniquet (using a surgical glove) to help shave off (using the graft knife after harvesting the required amount of skin from the donor site) the unhealthy granulation tissue which was on the right forearm ulcer, and also securing haemostasis as healthy tissue bleed, before the application of the split skin graft which was harvested from the right thigh and pie crusted using a size 15 blade after blocking the lateral cutaneous nerve of the thigh.
The recipient site, which is the right forearm, was prepped with savlon solution whiles the donor site which is the right thigh was prepped with povidone iodine solution before draping. Prior to prepping both sites, the regional anaesthesia (1% Lidocaine with Adrenaline (15 mL for the axillary block and 10 mL for the lateral cutaneous nerve block) had already. He was also given 1 mg of midazolam intravenously to calm him.
10. Preparation of Patient for Surgery

Written informed consent was sought from parents of the patient who was a minor after the need for skin grafting and all other information related to the procedure had been thoroughly discussed and understood. Anaesthetic assessment and baseline laboratory information in addition to securing of two (2) units of whole blood was done prior to the surgery.
11. Preparation of Donor Site

After regional anaesthesia of the right lower limb, asepsis of the anterolateral aspect of the right thigh was achieved by washing the area with povidone iodine solution. Sterile drapes with split sheets were used to demarcate the area of the donor site for skin harvesting.
11.1. Procedure for harvesting the skin from donor site
Using a manual dermatome with a size 15 blade, a uniform split skin was harvested into a large kidney dish with saline solution. A surgical scalp was used to manually perforate the skin graft prior to transfer to the recipient site.
11.2. Procedure for debridement
The edges of the ulcer to be grafted were debrided and hemostasis secured with the application of soaked gauze in diluted adrenaline solution. The well granulated wound bed was cleaned with diluted savlon solution and irrigated with saline solution and any hemostasis secured with application of adrenaline-soaked solution.
11.3. Procedure for skin grafting

The meshed harvested skin graft was transferred from the saline solution unto the recipient site and spread to fully cover the wound bed and the edges. Vaseline gauze was applied gently over the graft to secure the graft before moist gauze layer was applied. Dry gauze layers were then applied before bandaging of the limb was done.
11.4. Procedure for wound care/management after skin grafting

Change of recipient site wound dressing was done on post-operative day 4. Dressing was moist but not soaked with good ‘take’ of the graft. Vaseline gauze dressing was subsequently changed every third day. Where dressing was firmly attached to graft, saline solution was used to soak dressing to enable easy detachment of dressings without disturbing the graft site healing processes. Donor site wound dressing was changed on day 5 and every 5th day thereafter using Vaseline gauze and ensuring that epithelialization was not disturbed during dressing removal. Closed moist wound dressing was continued until complete epithelialization of both the recipient and donor sites were complete, following which open wound dressing was done with moisturization of healed site with paraffin oil was continued daily.
11.5. Procedure for wound care

Sterile gloves, Saline water, Scissors, Antibiotic ointment, Gauze pads or rolled gauze, Non-stick pad, and tape or wrap were assembled. A little saline water was applied to loosen any sticky parts of the old dressing after which it was carefully loosened and removed. A gauze pad or sponge was removed from its wrapping, wet with saline water, and carefully used to clean the wound of any visible blood or other fluids from the wound. The wound was then allowed to dry. While waiting for the wound to dry, it was checked for any signs of infection. The new dressing was then applied, first, by applying an antibiotic ointment to the wound, followed by a new non-stick pad and an extra gauze to provide cushioning. The new dressing was then secured with a tape or with a wrap, depending on the location of the wound. 
12. Information Sheet
Evaluation of f-Tlc Diagnosis of Buruli Ulcer
Department of Chemistry, University of Ghana/Noguchi Institute of Medical Research/Ghana Health Service
This letter seeks your consent to participate in a study to evaluate the diagnostic performance and utility of the fluorescent-thin layer chromatography (f-TLC) method for the diagnosis of Buruli ulcer (BU) disease. BU is increasingly becoming a major public health problem in Ghana, and there is an increasing need to obtain an early, rapid, and sensitive diagnostic tool for the disease. The f-TLC method focuses on the detection of mycolactone as a biomarker in clinical samples of patients with lesions suspected to be Buruli ulcer.
The procedure to be used for sample collection is this study will be the same as those used in the routine management of Buruli ulcer in Ghana. The collected specimens will be transported to the laboratory at NMIMR and the Department of Chemistry, UG for examination.
Your participation in the study is completely voluntary and you are free to refuse permission to participate. Your refusal not to participate will not affect how you are treated at the local hospital or clinic. If at any point in time during the study, you take a decision not to participate any further you are at liberty to do so immediately without any further discussion.
All information related to your participation would be kept strictly confidential. If you have any problems or questions about this study, feel free to contact the following:
1. Dr. Richard Amewu, Department of Chemistry, University of Ghana, Legon.

Tel: +233 54 382 3483 


Email: ramewu@ug.edu.gh

2. Dr. Konama Kortey, National Buruli ulcer Control Program, Ghana Health Service

Tel: +233 27 631 8618 


Email: nana.konama@yahoo.com 

3. Dr. Anthony Ablordey, Bacteriology Department, NMIMR, Legon

Tel: +233 27 565 2022 


Email: AAblordey@noguchi.ug.edu.gh 

4. Dr. Agnes Pereko Ga West Municipal Hospital, Ghana Health Service, Amasaman, Ghana
Tel: +233 20 630 1091


Email: jpereko@yahoo.com 

5. Dr. Joseph Tuffour Ga West Municipal Hospital, Ghana Health Service, Amasaman, Ghana
Tel: +233 24 477 0537 


Email: josephtuffour@rocketmail.com
13. Certification of Informed Consent

Evaluation of f-Tlc Diagnosis of Buruli Ulcer
Department of Chemistry, University of Ghana/Noguchi Institute of Medical Research/Ghana Health Service
I, ………………………………………………………………….of ……………………………, having understood the contents of the attached sheet, after it has been thoroughly explained together with this consent form to me in ……………………… (specify language), I consent to participate in the Buruli ulcer study in the following.
Sample collection (FNA/Swab)



Yes [   ]

No [   ]

Antibiotic treatment





Yes [   ]

No  [   ]

Surgery treatment (if applicable)



Yes [   ]

No [   ]

Name of participant: …………………………………………………………………………

Sex: …………………………….

Signature/Thumbprint of participant: ………………………………………

Witness: ……………………………………………………………………

Date: ……………………………………………………………………….
14. Protocol: Modified Procedure of F-TLC Analysis of Swab/FNA Samples

The ethanol (EtOH) solution containing the clinical sample was transferred using a disposable glass pipet and filtered through another Pasteur pipette with a cotton plug into a glass vial (A). The sample container is rinsed with ~ 1 mL ethyl acetate (EtOAc) and added to vial (A). The resultant solvent in vial A was evaporated under reduced pressure to complete dryness using a rotary evaporator. 0.1 mL (1:1)-hexanes/ether solution was added to vial A and using micro-syringe (100 µL) the solution was transferred to Vial (B). The solution in vial B was air dried completely using Nitrogen (N2) gas. Next, 50 µL of hexanes/ether (1:1) solution was added to the air-dried vial B using micro-syringe (50 µL).  1-5 µL calibrated disposable pipet was then used to spot 50 ng (5 µL) of the prepared sample onto fluorescent-dye free TLC plate. Synthetic mycolactone A/B was used as control and eluted in CHCl3-Hexanes-MeOH (5:4:1 vol/vol/vol) solution.
14.1. Preparation 10 ng/µL standard mycolactone A/B solution

0.1 mL of the ampule solution was taken into another Glass vial and 0.9 mL ethyl acetate (EtOAc) was added to give the required 10 ng/µL mycolactone A/B standard solution].
14.2. Preparation 0.1 M 2-Naphthylboronic acid solution

0.1 M of the 2-naphthylboronic acid solution in acetone was prepared by weighing 1.72 gram of the 2-naphthylboronic acid and dissolved in 100 mL acetone by stirring, kept in a glass jar.
14.3. DNA extraction from clinical specimens
PCR specimens were processed at the Noguchi Memorial Institute of Medical Research (NMIMR). Each swab was transferred into a tube containing 2 mL Milli-Q purified water (Millipore Corporation, Billerica, MA) and gently vortexed for 5 sec, and then removed. Portions 250 µL of the sample suspensions were transferred to separate new sterile Eppendorf tubes containing 250 µL of lysis buffer (1.6 M GuHCl, 60 mM Tris pH 7.4, 1% Triton X-100, 60 mM EDTA, Tween-20 10%), 50 µL proteinase-K and 250 µL glass beads. The mixtures were incubated horizontally in a shaker (200 rpm) at 60ºC overnight. To capture the DNA, 40 µL of diatomaceous earth solution (10 g diatomaceous earth obtained from Sigma Aldrich Chemi GmbH in 50 ml of H2O containing 500 µL of 37 % (wt/vol) HCl) was added to the suspensions and incubated at 37ºC with shaking (200 rpm) for 60 min. The mixtures were centrifuged at 14,000 rpm for 10 sec and the resulting pellets were washed twice with 900 µL of 70 % ethanol (2-8ºC) followed by 900 µL of acetone. The pellets were dried at 50ºC for 20 min and resuspended in 100 µL Milli-Q purified water and centrifuged at 14,000 rpm for 10 sec. The purified DNA was used as templates for IS2404 PCR assays to detect M. ulcerans.
14.4. Polymerase Chain Reaction (PCR) for IS2404
Standard PCR targeting IS2404 was performed according to the protocol described by Stinear, et al. All PCR assays included negative extraction controls, positive, negative (no template), and inhibition controls.


