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Safranin O Staining Chromotrope 2R staining

1. Use Chang’s stool collection container to collect peanut-sized amount of stool.
2. Add 5ml 10% formalin solution, mix well, filter the solution and collect the filtrate in 15ml tube.

3. Add 5ml 10% formalin. Mix well and centrifuge at 2000rpm for 5 minutes.

4. Take one drop of the precipitate and make an air-dried smear slide.

=

5. Fix by methanol for 5 minutes. 5.  Fix by methanol for 1 minute.

6. Stain the slide with boiled Safranin O solutlon for 1 minute and wash by 6. Place in chromotrope stain for 90 minutes.
distilled water.

7. Destain in acid alcohol for only 1 to 3 seconds.

‘ < : 8. Rinse in 95% ethanol by dipping.
7. Stain the background with methylene blue solution for 2 minutes, wash by
water and alr-dry the shde Mount wnth a coverslip using desired mounting
media. v, il

9. Place two changes of 100% ethanol for 3 minutes each.

10. Place two changes of xylene or xylene substitute for 10 minutes each.

11. Drain slide and mount with coverslip using mounting media (e.g.,

8. Examine under the 100X oil immersion objective lens. Cyclospora oocysts permount). Examine smear after drying using at least 100x objective oil
and Cryptosporidium parvum Will be stained orange stably under Safranin immersion or higher. Examine at least 200 to 300 oil immersion fields.

O staining. ~
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Microscopic examination of parasite ova in feces by
Merthiolate-Iodine-Formaldehyde (MIF) method

Materials

A. Chang'’s stool container
B. PP tube & Dropper

C. MIF Reagent

D. Slides

Procedures

1. Use stir bar to collect stool specimen (thumb size)

2. Add 5 to 7 ml of MIF solution
(MF stock : Lugol solution =15: 1)

3. Mix well and elute the solution into PP tube

4. Stain the feces overnight
(at least 2 hours is recommended)

5. Examine the parasites ova by microscopy.
For helminths: 100X is suggested for screen; 400X is
suggested for confirmation
For intestinal protozoa: 400X is suggested for screen
and confirmation

Positive Results

% Please refer to “Color Atlas of Common Parasites
in the Kingdom of Eswatini”.
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Facility Participant Facility
Lindohuhle Dlamini Baylor C.O.E Lab
Melusi Mzima Sithobela H. C
Mhlanga Sigaloyz Lubombo Ref. H
Mhlanga Cebile GSH
Badanile Shiba NTRL
MGH Nondumiso B. Bnembe NMRL
(conference) Seedusell K. Maselw Central Lab
Zandile Zwane Quality Assurance Unit
67t Nhosiuyiphile Madolo MGH
June 2024 Nomathenuloa Dube EHLS
Calisile Tsabedze EHLS
Ngobile Sikhandze EHLS
Joel O Ajctomobi Para-Med Lab
Nunule Maumbela Med-Lab
Penelope Vlakati TLC
Sibongile Shabangu TLC
Bougani Dlamini EHLS
Facility Participant Facility
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Nontsikelelo Dlamini NTRL
Brenda Ndwandwe NTRL
Nokubonga Dlamini NMRL
Mewzo Z. Dlamini NMRL
Tfwalo Nokophiwg The Clinic group Lab
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Nleuosingiplule Dlamini The Clinic group Lab
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GH Patricia Lungu Hlathikhulu G.H
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Cindzi Senelisiwe Para-Med Lab
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Thabiso Mokoela Pharm Medical
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Vuyani Gama The Luke Commission Lab
Hxumalo Gugu H. The Luke Commission Lab
Gwebu Melusi The Luke Commission Lab
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Referral H Nondumiso Dlamini GSH
17th Makhosazde Mawelela Lubombo Ref. H
June 2024 Ntokozo Mudzebele Lubombo Ref. H
Ngobile Sikhandze Lubombo Regional Office
Nontokow Simelane lllovo Lab
Nontsikelelo Mkhonba Lubombo Ref. H
Nkambule Sibonakele Lubombo Ref. H
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Questionnaire for Satisfaction Investigation (2024)

1. Do you think this [Common & Opportunistic Intestinal Parasites by An Integrated Staining

training-transfer program] is useful to your future lab work?
OExcellent (10) OGood(8) 0OFair(6) ©ONo(4)

2.  How do you think about the Topics in this workshop?
OExcellent (10) 0OGood(8) OFair(6) ©No(4)

3. Do you think the protocol of the Integrated Staining method is useful to make you be familiar

with these new diagnostic systems?

OExcellent (10) ©OGood(8) 0OFair(6) ©ONo(4)

4. Do you think the [Common & Opportunistic Intestinal Parasites by An Integrated Staining
Identification skill] (training course) is useful to make you familiar with the identification skills

of i.e. Ascaris, Hookworm, Entamoeba, Cryptosporidium and microsporidia?

OExcellent (10) OGood(8) 0OFair(6) ©ONo(4)

5. Do you think the lab practice is useful to make you more familiar with the performing

procedure and identification skills on common & opportunistic intestinal parasites?

OExcellent (10) ©Good(8) wOFair(6) ©ONo(4)

6. Do you think the booklet for this workshop is very nice to be understandable and readable?

OExcellent (10) ©OGood(8) 0OFair(6) ©ONo(4)

7.  Will you consider inviting Prof. Fan with his team to continue providing the [Diagnostic-

Training Transfer Program] workshop next year?

OAbsolutely (10) ©OSure(8) ©Maybe(6) ©ONo(4)
8. Overall, what’s your evaluation of this 2-days/1 day workshop?

OExcellent (10) ©Good(8) ©OFair(6) ONo(4)

Thank you very much for your participation and time!
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2024 Diagnostic Training Transfer Program for Common & Opportunistic Intestinal

Parasites Using An Integrated Staining Method Satisfaction Survey

1.Do you think this [Common & Opportunistic Intestinal Parasites by
An Integrated Staining training-transfer program] is useful to your future
lab work?

= Excellent (10) = Good (8)

3.Do you think the protocol of the Integrated Staining method is useful
to make you be familiar with these new diagnostic systems?

= Excellent (10) = Good (8)

5.Do you think the lab practice is useful to make you more familiar
with the performing procedure and identification skills on common
& opportunistic intestinal parasites?

= Excellent (10) = Good (8) = Fair(6)

7.Willyou consider inviting Prof. Fan with his team to continue providing
the [Diagnostic-Training Transfer Program] workshop next year?

= Excellent (10) = Good (8)

19

2.How do you think about the Topics in this workshop?

m Excellent (10) = Good (8) = Fair(6)

4.Do you think the [Common & Opportunistic Intestinal Parasites by An

Integrated Staining Identification skill] (training course) is useful to make you

familiar with the identification skills of i.e. Ascaris, Hookworm, Entamoeba,
Cryptosporidium and micro

2%

= Excellent (10) = Good (8) = Fair(6)

6.Do you think the booklet for this workshop is very nice to be
understandable and readable?

= Excellent (10) = Good (8) = Fair(6)

8.0verall, what’s your evaluation of this 2-days/1 day workshop?

2%

= Excellent(10) = Good (8) = Fair(6)
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Mrs. Sindisiwe Dlamini, Director of Swaziland Health Laboratory
Services

Mrs. Gugu Maphalala, Technical Director of Swaziland National Blood
Transfusion Service

Mrs. Quinton Dlamini, Director of National Malaria & NTDs Program
Mrs. Fortunate Lushaba, Technician of Swaziland Health Laboratory
Services

Mr. Bongani Dlamini, Associate of Mbabane Government Hospital

Mr. Phumlani Motsa, Technician of National Bilharzia (Schistosomiasis)
Worm Control Program

Mbabane Government Hospital, Hhohho, Swaziland

Raleigh Fitkin Memorial Hospital, Manzini, Swaziland

Hlatikhulu Government Hospital, Shiselweni, Swaziland

Piggs Peak Government Hospital, Hhohho, Swaziland
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