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Addendum A: Ethical approval 2005 

 

Addendum B: Ethical approval 2010 
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Addendum C: Information to communities 2005 

PURE-SA project 

INFORMATION TO COMMUNITIES 

Dear Participant 

 

Thank you for being willing to help us in this very important project.  We are sure that the project will 

contribute to improve health of all the people of the North West Province. 

 

The aim of the project is to get enough information regarding the development of chronic diseases like 

Diabetes, Stroke, Lung disease and heart disease with urbanisation to plan appropriate health and nutrition 

intervention strategies. 

 

For this study we need 2 000 subjects whom we can follow for 12 years.  The baseline survey will be done 

from April 2005 to November 2005.  The subjects must be from rural as well as urban communities.  

Therefore, 500 subjects from 4 different levels of urbanisation will be needed.  Ganyesa and Tlakgameng 

were chosen for the rural and semi-rural areas because they are still under tribal law with a good infra 

structure and stability.  We also spoke to Chief M. Letlhogile and the mayor Mr. E. Tladinyane and both 

gentlemen gave us permission to do the research in these two communities.  Ikageng and the informal 

Ikageng were chosen as they are convenient and near the University.  Cllr GG Megalanyane and Cllr Mahesh 

Roopa are informed about the study. 

All the questionnaires will be filled out at your houses by trained research field workers who are from your 

communities.  After a household survey and a family census on most of the households in your community 

to give us an overview of the total community, 250 men and 250 women from all four sites (Ganyesa, 

Tlakgameng, Ikageng, and the Informal Ikageng) will be asked to proceed with the study.  These subjects 

should be: 

 Older than 35 years 

 Healthy – which means that they must not be aware of any disease and do not take any chronic 

medication. 

 

These 2 000 subjects will be asked to fill out the adult questionnaire, the food frequency questionnaire, the 

health questionnaire and the physical activity questionnaire.  We will also make an appointment with each 

subject to take some measurements such as weight, height, skinfold thicknesses, ECG (test for heart 

abnormalities), lung functions, blood pressure, blood glucose, blood samples and a urine sample. 

 

It is very important that we gather quality data and knowledge.  Because HIV/AIDS is such a devastating 

illness and affects almost all aspects of health, it is necessary to know if HIV is absent before we analyse the 

data.  Therefore, we will ask questions about your HIV status which you are allowed not to answer. 

 

It is also very important to us that you feel free to participate in this study and that you understand what the 

study is all about.  The fieldworker will ask you to sign this form after you have read and understood it. 

 

 

Kind regards 

Dr ANNAMARIE KRUGER 

Contact details: 082 7715778   /   018 2994037(W)   /  018 2907024(H) 
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Addendum D: Information to communities 2010 
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Addendum E: Informed consent form 2005-phase 1 

 

Addendum F: Informed consent form 2005-phase 2 
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Addendum F (Continued)
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Addendum G: Informed consent form 2010 
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Addendum H: Family census questionnaire 
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Addendum I: Household questionnaire 
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Addendum J: Adult questionnaire 
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In addition the following pages ware added to the 2010 adult questionnaire 
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Addendum K: Quantitative food frequency questionnaire 



   ADDENDA 

 PAGE 186 

 



   ADDENDA 

 PAGE 187 

 

 



   ADDENDA 

 PAGE 188 

 



   ADDENDA 

 PAGE 189 

 

 



   ADDENDA 

 PAGE 190 

 



   ADDENDA 

 PAGE 191 

 



   ADDENDA 

 PAGE 192 

 



   ADDENDA 

 PAGE 193 

 

Addendum L: Physical activity questionnaire 
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Addendum M: Fibrinogen ’ analysis 

Prepare the following reagents: 

 5 M NaCl 
o Place 116.9 g NaCl in container 
o Add double distilled water (ddH2O) to make 400 ml 

 

 0.5 M EDTA 
o Place 37.23 g EDTA in container 
o Add ddH2O to make 200 ml 
o Adjust the pH with NaOH until the EDTA completely dissolved 

 

 M benzamidine  
o Add 500 ml ddH2O to 6 g benzamidine 

 

 Coating buffer 
o Pour 900 ml ddH2O in a container 
o Add 8.4 g NaHCO3 and 29.22 g NaCl to the ddH2O 
o Adjust the pH to 8.99 with NaOH 
o Add ddH2O to make 1 L 

 

 Washing buffer 
o Pour 45.85 ml ddH2O in a container 
o Add 16.65 ml triethanolamine (TEA), 50 ml of 5M NaCl, 50 ml of 0.5M 

EDTA and 2.5 ml of Tween-20 to the ddH2O 
o Adjust the pH to 7.55  
o Add ddH2O to make 2.5 L 

 

 Blocking buffer 
o Pour 500 ml washing buffer in a container 
o Add 5 g bovine serum albumin (BSA) to the washing buffer 
o Aliquot the blocking buffer in 15 ml units and store it at -20°C 

 

 Dilution buffer 
o Pour 45.85 ml ddH2O in a container 
o Add 16.65 ml TEA, 50 ml of 5M NaCl, 50 ml of 0.5M EDTA, 2.5 ml of 

Tween-20 and 250 ml of 0.1M benzamidine to the ddH2O 
o Adjust the pH to 7.58  
o Add ddH2O to make 2.5 L 
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 Stop buffer 
o Pour 473.3 ml ddH2O in a container 
o Add 26.7 ml H2SO4 

 

The ELISA procedure worked as described below: 

1. A plastic 96-well microtiter plate was coated by 110 µl of a preparation of 

monoclonal mouse anti-human fibrinogen ’ (CT, clone 2.G2.H9; Santa Cruz 

Biotechnology, Santa Cruz, USA) and coating buffer. 

2. The 96-well microtiter plate was then incubated overnight at 4-10 °C. 

3. The plate was then washed four times with 200 µl washing buffer in each well. 

4. After this the plate was blocked by 110 µl blocking buffer in each well and then 

incubated for one hour. 

5. At the end of the incubation period the plate was again washed four times with 200 

µl washing buffer in each well. 

6. Seventy-four wells were then filled with a 100 µl plasma sample diluted by dilution 

buffer in a ratio of 1:5000. 

7.  Four other wells which were separated over the plate were filled with 100 µl control 

pooled plasma at a ratio of 1:5000 dilution. 

8. Eighteen other wells were filled with 100 µl of six different dilutions (three wells each 

diluted by ratios 1:1000, 1:2000, 1:5000, 1:8000, 1:16000 and 1:32000) which were 

used to calculate the calibration or standard curve. 

9. The plate was again incubated for one hour and after this the plate was again 

washed by the same washing procedure. 

10. After this 100 µl conjugate (HRP-conjugated polyclonal goat anti-human fibrinogen; 

Abcam Cambridge, USA) was added to each well for development and then the 

plate was again incubated for one hour. 
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11. The washing procedure then followed again and 100 µl substrate (TMB and UP; 

Boxtel, Netherlands) were added to each well. 

12. The incubation period was then 5 minutes and the ELISA procedure was stopped 

by adding 100 µl stop buffer to each well. 

13. After a time period of 5 minutes the results (in decilitre) of the ELISA procedure 

were determined by a Thermo Scientific (Multiscan FC) spectrophotometer. 

14. A second pair of results was determined by a second reading after 3 minutes by the 

Thermo Scientific (Multiscan FC) spectrophotometer. 

15. This complete ELISA was repeated for 18 plastic 96-well microtiter plates to 

analyse fibrinogen ’ in 1260 plasma samples. 

16. A linear calibration curve was used to determine the concentration of each 

fibrinogen ’ sample. 


