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This study will provide useful and important information for us. Only PKDL patients have been
suspected as a reservoir of kala azar, however, other animals surrounding the kala azar
patients should be examined at first. There are such examples in other endemic areas but not in
Bangladesh.

The use of dipstick, Kalazar Detect developed for human patients, is a good idea and makes the
study practicable and economical.
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	Project Summary
Describe in concise terms, the hypothesis, objectives, and the relevant background of the project. Also describe concisely the experimental design and research methods for achieving the objectives. This description will serve as a succinct and precise and accurate description of the proposed research is required. This summary must be understandable and interpretable when removed from the main application. 


	Principal Investigator(s): Mohammad Shafiul Alam



	Research Protocol Title:  A pilot study to investigate animal reservoir of kala-azar in Bangladesh

	Total Budget US$: 10,000                    Beginning Date : 01/07/08                     Ending Date: 30/06/09

	Visceral leishmaniasis (VL) / Kala-azar (KA) is one of the major public health problems in 34 out of 64 districts in Bangladesh. The incidence of KA is currently 20-30 times more than the elimination target (1 per 10,000 populations) of the three countries: Indian, Bangladesh and Nepal. KA in the Indian subcontinent is considered to be anthroponotic where PKDL patients were thought to be the sole reservoir. Animal reservoir for L. donovani has been reported in Sudan and Saudi Arabia, although L. donovani and L. infantum are phylogenetically very similar and VL caused by the latter is often zoonotic, involving canines as the reservoir. Blood meal analysis of the vector sandfly species (P. argentipes) reveals that cattle’s blood is the main source other than human blood. In spite of these facts, possibility of animal reservoir for KA has never been ruled out in Bangladesh.  Thus, this study is planed to investigate the role of cattle in transmitting kala-azar in an endemic area of Bangladesh. Cattle’s blood will be investigated for the presence of anti leishmania antibody with the help of rK39 dipstick. Molecular diagnostic method, PCR will be conducted with the rk39 dipstick positive blood samples for the presence of LD DNA.  Sandflies will be collected from those houses with seropositve cattle both in cattle shed and living rooms.

Successful completion of the study will enhance our knowledge about KA transmission & will contribute to the eventual kala-azar elimination programme in Bangladesh. 
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Description of the Research Project
Hypothesis to be Tested:


Concisely list in order, the hypothesis to be tested and the Specific Aims of the proposed study. Provide the scientific basis of the hypothesis, critically examining the observations leading to the formulation of the hypothesis.


Cattle could be the reservoir for visceral leishmaniasis or kala-azar in Bangladesh.

Specific Aims:
Describe the specific aims of the proposed study. State the specific parameters, biological functions/ rates/ processes that will be assessed by specific methods.


1. To measure anti-Leishmania donovani antibody in the serum of cattle

2. To investigate Leishmania donovani DNA in seropositive samples
Background of the Project including Preliminary Observations 



Describe the relevant background of the proposed study. Discuss the previous related works on the subject by citing specific references. Describe logically how the present hypothesis is supported by the relevant background observations including any preliminary results that may be available. Critically analyze available knowledge in the field of the proposed study and discuss the questions and gaps in the knowledge that need to be fulfilled to achieve the proposed goals. Provide scientific validity of the hypothesis on the basis of background information. If there is no sufficient information on the subject, indicate the need to develop new knowledge. Also include the significance and rationale of the proposed work by specifically discussing how these accomplishments will bring benefit to human health in relation to biomedical, social, and environmental perspectives.


Epidemiology
Leishmaniasis is a worldwide disease; affecting more than 12 million people. Leishmaniasis often emerges in cyclic patterns in specific areas.1   Visceral Leishmaniasis (VL) is wide-spreading in the eastern part of Indian subcontinent, i. e. Bangladesh, India, and Nepal. The reported incidence in Bangladesh has increased in the last decade from 3,978 cases in 1993 to 8,920 cases in 2004 according to the official surveillance figures, but a true incidence is probably much higher, i. e. 15,000-30,000 per year.  In Bangladesh, 20 million people are considered to be at risk for visceral leishmaniasis. In Bihar, next to the border of Bangladesh, about 50,000 cases occurred in 1978. And the epidemic has spread to West Bengal; approximately 7,500 cases were reported in the first 8 months of 1982. In India, for 14 years; 1977-1990, 301076 people are thought to be infected and 2% were dead. 2

Taxonomy
Leishmania spp. are transmitted by female sand flies mainly in two genera, Phlebotomus in the Old World and Lutzomyia in the New World. Although there are three genera of sandfly species in the Old world: Phlebotomus, Sergentomyia and Chinius, Phlebotomus is the only genus which contains species to serve as the vector for Leishmania. Although genus Phlebotomus has six subgenera, P. Euphlebotomus argentipes is the only vector known in eastern Indian subcontinent. 3  However, it is also necessary to pay attention to other vector species, like P. papatasi, since it is suspected to transmit L. donovani in Bihar, India. 4 

Feeding habits of sandfly

Female sandflies take a blood meal as a necessity for egg development to maturation. A number of studies in India have shown that P. argentipes is mostly zoophilic in nature and bovine blood is their first choice over human blood.5-8
This has been verified to be the case in a small-scale study in Bangladesh. 9 Therefore, there is a possibility that reservoir animal(s) other than or in addition to humans exists for transmission of Leishmania donovani in Bangladesh. 
Animal reservoir for visceral Leishmaniasis 
Although VL in Bangladesh is considered as anthroponotic, epidemiological studies elsewhere have incriminated several animal species as reservoir, i. e. dogs, jackals, rodents and foxes for both L. infantum and L. donovani. 10- 11 

In a historical paper Pande (1941: Indian Journal of Veterinary Science and Animal Health) reported leishmaniasis in an old bullock from Golaghat subdivision of Assam, India. The animal was collected from an itinerant cattle dealer who also confirmed to have observed similar lesions in other cattle he bought at the same time. Pande described two types of lesions and gave illustration of amastigotes in a stained smear, which was later confirmed by experienced leishmaniasis worker at Calcutta School of Tropical Medicine12.

There have been reports for the presence of L. donovani DNA in samples from Egyptian mongoose in Sudan13 and black rat (Rattus rattus) in Saudi Arabia 14. 

Detection of antibodies of Leishmania donovani in animals

In Sudan direct agglutination test (DAT) and enzyme-linked immunosorbent assay (ELISA) were used to detect antibodies against L. donovani in selected domestic animals species. In DAT 21.4% cow showed higher value than cut-off titres and for ELISA it was 47.6%. In the same way donkey, goats and wild rats showed higher cutoff values in both the tests. However, sera of cattle, camels and dogs had weak agglutination reaction below the cutoff titre.15
rK39 as a sensitive and specific antigen for kala-azar diagnosis

rK39 is a recombinant antigen used to detect Leishmania-specific antibody in the blood of human and other mammalian hosts. rK39 antigen has been used to perform ELISA with the serum samples.16 Now a rapid test has been developed with this recombinant antigen which is available commercially. Studies have shown that rK39 dipstick is a sensitive and specific tool for diagnosis of VL in the humans as well as animal hosts. 17-18 K39 are repetitive sequences, each consisting of 39 amino acids long and expressed only in the amastigote stage of L. donovani/infantum 19, rK39 seropositivity of animals thus indicates that they are not only infected by fly-delivered promastigotes but also transformation of these promastigotes into amastigotes in the macrophages.
Role of cattle for transmitting zoonotic diseases

Cattle is the etiological source for a number of protozoan parasites, responsible for transmitting human diseases, e. g. giardiasis and cryptospororidiasis.20  Trypanosoma evansi is another kinetoplastid parasite, which has been known to cause surra of cattle, but  was recently found also to infect human in India.21
Survey for VL animal reservoir in Bangladesh

 It is believed that kala-azar is anthroponotic (man to man transmission) and PKDL patients are considered as reservoir host throughout the Indian subcontinent, although this has never been experimentally proven. At the same time there has been no previous study in Bangladesh to determine whether any animals harbour Leishmania donovani parasite or not. Therefore, in the beginning of any Kala-azar Elimination Program an epidemiological survey among the animals is of paramount importance.

Research Design and Methods


Describe in detail the methods and procedures that will be used to accomplish the objectives and specific aims of the project. Discuss the alternative methods that are available and justify the use of the method proposed in the study. Justify the scientific validity of the methodological approach (biomedical, social, or environmental) as an investigation tool to achieve the specific aims. Discuss the limitations and difficulties of the proposed procedures and sufficiently justify the use of them. Discuss the ethical issues related to biomedical and social research for employing special procedures, such as invasive procedures in sick children, use of isotopes or any other hazardous materials, or social questionnaires relating to individual privacy. Point out safety procedures to be observed for protection of individuals during any situations or materials that may be injurious to human health. The methodology section should be sufficiently descriptive to allow the reviewers to make valid and unambiguous assessment of the project.  

A. Study sites

 Mymensingh is the most endemic area for kala-azar in Bangladesh and 50% of country’s total kala-azar cases are reported from there. Fulbaria and Trishal Upazila reported maximum of these cases, i. e. more than 30 per 10,000 people per year, although the actual rate is higher. Trishal consist of 12 unions with an area of 339 Sq.K.M. with a population of 3.7 million. At present ICDDR, B has four kala-azar projects in Trishal and this research team is also involved with all of them.
B. Study design

At the beginning of the study we will collect the addresses of recently treated kala-azar and PKDL patients form Trishal Thana Health Complex. Then our research team consisting of an experienced veterinary doctor or veterinary assistant will visit those houses and enumerate domestic cattle (Bos indicus) there and 5 ml of blood will be collected from the jugular vein of randomly selected ones. We will collect some basic information of relevance regarding age, health condition and any changes of behavior within the past six month. We will perform rk39 dipstick test with the collected blood in the field. Blood samples will be transferred also to Parasitology laboratory for processing and performing PCR for LD DNA (please see below).

Blood collection and preparation

 A total of 5 ml blood will be collected in an EDTA/citrated tube from the jugular vein of each cattle from households where patients have been recently treated (within past six months) for kala-azar or PKDL. Collected bovine blood will be centrifuged and separated to obtain buffy coat, which will be stored at -20ºC at Parasitology Lab, ICDDR,B.

Detection of antibody in the field

The dipstick test (Kalazar Detect TM rapid test; InBios Inc, USA) will be used according to the manufacturer’s instructions. The dipsticks will receive a drop of freshly collected whole blood or 50 µl of serum. After 5 to 8 min, a red control line and, if positive, a second line are expected to appear on the test field. The test is based on a combination of protein A-colloidal gold conjugate in the mobile phase for reaction with fixed rK39 Leishmania antigen to detect anti- rK39 antibody in serum or plasma or whole blood. We will use kala-azar patient sera available as the positive controls and blood/sera from cattle in non-endemic areas as the negative controls.

Laboratory Methods

Extraction of DNA

DNA of buffy coat samples collected as described above will be extracted according to the routine procedure, e. g. QIAamp® DNA Mini Kit. 

PCR amplification

The PCR method will be done according to the procedure described by Cruz et al.22 Nested PCR will be performed to amplify the SSU-RNA gene. The first PCR will be specific for the order Kinetoplastida using the primers R221 (5΄-GGTTCCTTTCCTGATTTACG-3΄) and R322 (5΄-GGCCGGTAAAGGCCGAATAG- 3΄). The product size would be 603 bp. The second PCR will be specific for Leishmania genus using the first PCR product. The primers are R223 (5΄-TCCCATCGCAACCTCGGTT- 3΄) and R333 (5΄-AAAGCGGGCGCGGTGCTG- 3΄). Their product size would be 358 bp. Other primers for additional phylogenetic markers will be carried out and products RFLP-mapped or sequenced to strengthen the interpretations.23 PCR products and their digests will be assessed by agarose gel electrophoresis.

Screening for other Leishmania like parasites

Leishmania is a member of kinotoplastid group (under phylum Protozoa and family; Trypanosomatidae). Other members of this group include Trypanosoma spp, Leptomonas spp, Phytomona spp etc. Some species of Trypanosoma cause human sleeping sickness in Africa. There is no prior report of Trypanosoma spp in Bangladesh. On the other hand Trypanosoma evansi and T. theileri cause cattle diseases in India. Among the zoonotic species T. theileri is thought to cause a non-tsetse trypanosomiasis in India. Flies and ticks are suspected as mechanical vectors. 21, 24 Since taxonomically T. evansi, T. theileri and L. donvani are close relatives; cattle infected with these parasites may produce false-positive results for the rK39 dipstick test. Although this is unlikely to be the case, PCR work proposed is expected to resolve this definitively. 

Sandfly collection

Sandflies will be collected from those households with sero-positive cattle. Aspirator will be used to collect resting sandflies in the morning. 6-9 CDC Miniature light trap Model-512 will be set at 17:00-19:00, and recover between 6:00-8:00 for consecutive two nights for sandfly collection. Collected sandflies will be preserved in 70% ethanol and will be dissected in the Parasitology Lab of ICDDR,B. PVA mounting medium (origin: BioQuip Products, Inc) or Hoyer’s medium will be used for temporary slide preparation. These slides will be then observed under compound microscope for sandfly species identification by using Key’s of Lewis.25
Sampling and sample size

Sample size estimation: In a previous study Mukhtar et al.15 detected 21.4 % sero-prevalence rates of anti-L. donovani antibody in Sudan. But in this study we consider that cows will show 10% of seroprevalence rate. Thus, with a precession of 5% and 95% CI we have calculated that a total of 138 cattle will require for this study. Sample size was calculated by using windows version of EpiInfo 3.2.2 software. 

Proposed period of study

This pilot study will be conducted within one year from its starting date.

Interpretation of study results

The cattle can be affected from the human; on the other hand, the human can be affected from the cattle. A positive out come of this study may initiate to design further studies to come up in a conclusion for above mention statement and also to investigate the possibilities of other animal as reservoir for kala-azar in Bangladesh.

Study Time Frame and Flow chart (12months duration)

	Activity
	Time

	Recruitment, setting of field station
	1st  and 2nd month

	Sero surveillance and sandfly collection
	3rd to 7th month

	Laboratory diagnosis
	8th to 10th month

	Data analysis, report writing
	11th and12th month




Facilities Available

Describe the availability of physical facilities at the place where the study will be carried out. For clinical and laboratory-based studies, indicate the provision of hospital and other types of patient’s care facilities and adequate laboratory support. Point out the laboratory facilities and major equipment that will be required for the study. For field studies, describe the field area including its size, population, and means of communications.  


Trishal consist of 12 unions with an area of 339 Sq.K.M with a population of 3.7 million. Annually around 1000 patients receive treatment for kala-azar from Trishal Upazila Health Complex (TUHC). List of kala-azar and PKDL patients treated at TUHC will be obtained from their record book. At present the investigators of this study conducting three kala-azar research projects in Trishal one of which is a community based vector control trail for kala-azar in two unions of Trishal namely, Kanihari and Mothbari. Currently they are maintaining a cohort of 1500 households for this above-mentioned project. We have trained and experienced field staffs that are very familiar with rK39 dipstick test and also have acceptability to the local communities. 

Laboratory investigation will be carried out at the Parasitology laboratory of ICDDR,B which is well equipped with necessary tools and manpower. At present routine PCR with the DNA of blood samples of kala-azar patients collected from Trishal are carried out in this lab.

Trishal has a Govt. veterinary hospital, which will be used for any emergency. Apart from this critically ill cattle will be referred to veterinary hospital at the compound of Bangladesh Agriculture University (BAU), which is only 20 KM away from Trishal.  

Data Safety Monitoring Plan (DSMP)


All clinical investigations (biomedical and behavioural intervention research protocols) should include the Data and Safety Monitoring Plan (DSMP) to provide the overall framework for the research protocol’s data and safety monitoring. It is not necessary that the DSMP covers all possible aspects of each elements. When designing an appropriate DSMP, the following should be kept in mind.

a) All investigations require monitoring;

b) The benefits of the investigation should outweigh the risks;

c) The monitoring plan should commensurate with risk; and

d) Monitoring should be with the size and complexity of the investigation.

Safety monitoring is defined as any process during clinical trails that involves the review of accumulated outcome data for groups of patients to determine if any treatment procedure practised should be altered or not.


Not required

Data Analysis


Describe plans for data analysis. Indicate whether data will be analyzed by the investigators themselves or by other professionals. Specify what statistical software packages will be used and if the study is blinded, when the code will be opened. For clinical trials, indicate if interim data analysis will be required to monitor further progress of the study. 

Seroprevalence rates will be calculated from the derived data. Collected data will be carefully maintained and monitoring by the principal investigator of the study. 

Ethical Assurance for Protection of Human Rights


Describe in the space provided the justifications for conducting this research in human subjects. If the study needs observations on sick individuals, provide sufficient reasons for using them. Indicate how subject’s rights are protected and if there is any benefit or risk to each subject of the study.


Before the start of the project, the protocol will be submitted to Institutional Ethical Committee and Animal Experimental Ethics Committee (AAEC) for clearance. The Committee decides the issues related to ethical consideration. All related consent forms are usually checked by the committee, and if requires, their suggestions are incorporated in the consent forms. After clearance from the committee in black and white, the project will be taken up.

Use of Animals


Describe in the space provided the type and species of animals that will be used in the study. Justify with reasons the use of particular animal species in the experiment and the compliance of the animal ethical guidelines for conducting the proposed procedures.


In this pilot project blood samples will be collected from 138 domestic cattle (Bos indicus) from the houses where kala-azar and PKDL patients are present within six month from the date of collection.  

A Number of studies in Indian subcontinent reveals that P. argentipes takes blood meal mainly from human and cattle. Therefore, this study considers cattle as key suspects for possible animal reservoir of kala-azar in Bangladesh.

Literature Cited

Identify all cited references to published literature in the text by number in parentheses. List all cited references sequentially as they appear in the text. For unpublished references, provide complete information in the text and do not include them in the list of Literature Cited. There is no page limit for this section, however exercise judgment in assessing the “standard” length.                                                                       
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15. Mukhtar MM, Sharief AH, El-Saffi SH, Harith AE, Higazzi TB, Adam AM and Abdalla HS. Detection of antibodies to Leishmania donovani in animals in a kala-azar endemic region in eastern Sudan: a preliminary report. Trans Royal Soc Trop Med & Hyg 2000; 94: 33-36.

16. Kurkjian KM, Vaz LE, Haque R et al. Application of an improved Method for the Recombinant K39 Enzyme-Linked Immunosorbent Assay to detect visceral leishmaniasis disease and infection in Bangladesh. Clin & Diag Lab Immunol 2005; 12: 1410-1415.

17. Reithinger R, Quinnell JR, Alexander B, and Davies CR. Rapid Detection of Leishmania infantum Infection in Dogs: Comparative Study Using an Immunochromatographic Dipstick Test, Enzyme-Linked Immunosorbent Assay, and PCR.  J Clin Microb, 2002; 40: 2352–2356

18. Toz SO, Chang KP, Ozabel Y and Alkan MZ. Diagnostic value of rK39 dipstick in zoonotic visceral leishmaniasis in Turkey. J Parasiotol , 2004; 90(6): 1484-1486.
19. JM Burns Jr, WG Shreffler, DR Benson, HW Ghalib, R Badaro and SG Reed. Molecular Characterization of a Kinesin-Related Antigen of Leishmania chagasi that Detects Specific Antibody in African and American Visceral Leishmaniasis. Proceedings of the National Academy of Sciences, 1993; 90, 775-779.

20. Olson ME et al. Update on Cryptosporidium and Giardia infection in cattle. Trends Parasitolo, 2004; S134-140. 

21. Shegokar VR, Power RP, Joshi PP, Bhargava A, Dani VS, Katti R, Zare VR, Khanande VD, Jannin J and Truc P. Human Trypanosomiasis caused by Trypanosoma evansi in a village in India: preliminary serologic survey of the local population. Ann J Trop Med Hyg. 2006; 75: 869-870. 
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Dissemination and Use of Findings


Describe explicitly the plans for disseminating the accomplished results. Describe what type of publication is anticipated: working papers, internal (institutional) publication, international publications, international conferences and agencies, workshops etc. Mention if the project is linked to the Government of the People’s Republic of Bangladesh through a training programme.


Findings of the study will be disseminated as follows:

1. Presentation(s) at national and international scientific forum to disseminate results among the national and international scientists.

2. Publication(s) in peer-reviewed international medical journal.

Collaborative Arrangements

Describe briefly if this study involves any scientific, administrative, fiscal, or programmatic arrangements with other national or international organizations or individuals. Indicate the nature and extent of collaboration and include a letter of agreement between the applicant or his/her organization and the collaborating organization. 

N/A

Biography of the Investigators 

Give biographical data in the following table for key personnel including the Principal Investigator. Use a photocopy of this page for each investigator.

(Note: Biography of the external Investigators may, however, be submitted in the format as convenient to them)

1    Name: Mohamamd Shafiul Alam
2    Present Position: Research Investigator
MS in Zoology (Parasitology), University of Dhaka, Bangladesh, 2001
B. Sc in Zoology, University of Dhaka, Bangladesh, 2000
3    Educational background:
 

       (last degree and diploma & training

        relevant to the present research proposal)

4.0 List of ongoing research protocols  

       (start and end dates; and percentage of time)

4.1. As Principal Investigator

	Protocol Number
	Starting date
	End date
	Percentage of time

	2006-027
	01/10/2006
	31/03/2009
	40

	
	
	
	

	     
	     
	     
	     

	     
	     
	     
	     


4.2. As Co-Principal Investigator

	Protocol Number
	Starting date
	End date
	Percentage of time

	
	
	
	

	     
	     
	     
	     

	     
	     
	     
	     

	     
	     
	     
	     


4.3.   As Co-Investigator  


	Protocol Number
	Starting date
	End date
	Percentage of time

	2007-037
	01/12/2007
	30/12/2008
	5

	2007-042
	15/12/2007
	14/12/2008
	5

	
	
	
	

	     
	     
	     
	     


5   Publications 
	Types of publications
	Numbers

	a. Original scientific papers in peer-review journals                               
	5

	b.   Peer reviewed articles and book chapters                                                               
	0

	c. Papers in conference proceedings
	3

	d. Letters, editorials, annotations, and abstracts in peer-reviewed journals  
	0

	e. Working papers
	0

	f. Monographs
	0


6    Five recent publications including publications relevant to the present research protocol

1. Mondal D, Alam MS, Karim Z, Haque R, Boelaert M, Kroeger A. 2008. Present Situation of Vector Control Management in Bangladesh: Wake up call. Health Policy. [Epub ahead of print]
2. Alam MS, Khanum H. 2005. Educational status of mother as a factor for roundworm infection in children.  Dhaka Univ J Biol Sci 14(2): 199-201.
3. Alam MS, Khanum H. 2005.  Infection of Ascaris lumbricoides and Trichuris trichura among the children of two slum areas in Dhaka city. Accepted for published at   Bangladesh J. Zool. 33(1): 89-94.

4. Alam MS, Khanum , Nessa Z. 2003. Helminth infection in laboratory rat strain, long-evans (Rattus norvegicus Barkenhout, 1769). Bangladesh J. Zool. 31(2): 221-25.

5. Alam MS, Khanum H, Nessa Z. 2002. Rat pinworm Syphacia muris Yamaguti, 1941 from laboratory rat in Bangladesh. Univ. J. Zool. Rajshahi Univ. 21: 95-96

Biography of the Investigators

Give biographical data in the following table for key personnel including the Principal Investigator. Use a photocopy of this page for each investigator.

(Note: Biography of the external Investigators may, however, be submitted in the format as convenient to them)

1    Name: Dr. Rashidul Haque

2    Present Position: Sceintist & Head, Parasitology Laboratory, Laboratory Sciences Division, ICDDR, B

MBBS – Sofia Medica Academy, Sofia, Bulgaria, 1985

Ph. D. – Institute of Parasitology, Bulgarian Academy of Science, Sofia, Bulgaria, 1988

Certificate Course on Laboratory Diagnostics of Parasitic Diseases, London School of Hygiene of Tropical Medicine, London, 1991

3    Educational background: (last degree and diploma & training  relevant to the present research proposal)

4.0 List of ongoing research protocols  

       (start and end dates; and percentage of time)

4.1 As Principal Investigator

	Protocol Number
	Starting date
	End date
	Percentage of time

	2003-010
	01/07/03
	31/12/07
	15

	2003-022
	01/10/03
	30/03/08
	20

	2003-021
	02/07/03
	01/07/08
	10

	2004-021
	01/09/04
	01/08/09
	5


       4.2   As Co-Investigator  


	Protocol Number
	Starting date
	End date
	Percentage of time

	2006-027
	01/10/06
	31/03/09
	5

	2006-023
	09/05/06
	09/04/07
	10

	2006-049
	01/10/06
	30/09/07
	5

	     
	     
	     
	     


5   Publications 
	Types of publications
	Numbers

	g. Original scientific papers in peer-review journals 
	56

	h.   Peer reviewed articles and book chapters 
	   4  

	i. Papers in conference proceedings
	   25  

	j. Letters, editorials, annotations, and abstracts in peer-reviewed journals 
	    5 

	k. Working papers
	    0 

	l. Monographs
	    0 


6    Five recent publications including publications relevant to the present research protocol

1.  Bern C, Haque R, Chowdhury R, Ali M, Kurkjian KM, Vaz L, Amann J, Wahed MA, Wagatsuma Y, Breiman RF, Williamson J, Secor WE, Maguire JH. The epidemiology of visceral leishmaniasis and asymptomatic leishmanial infection in a highly endemic Bangladeshi village. Am J Trop Med Hyg. 2007 May;76(5):909-14.
2. Bern C, Amann J, Haque R, Chowdhury R, Ali M, Kurkjian KM, Vaz L, Wagatsuma Y, Breiman RF, Secor WE, Maguire JH.   Loss of leishmanin skin test antigen sensitivity and potency in a longitudinal study of visceral leishmaniasis in Bangladesh. Am J Trop Med Hyg. 2006 Oct;75(4):744-8 

3. Kurkjian KM, Vaz LE, Haque R, Cetre-Sossah C, Akhter S, Roy S, Steurer F, Amann J, Ali M, Chowdhury R, Wagatsuma Y, Williamson J, Crawford S, Breiman RF, Maguire JH, Bern C, Secor WE. Application of an improved method for the recombinant k 39 enzyme-linked immunosorbent assay to detect visceral leishmaniasis disease and infection in Bangladesh. Clin Diagn Lab Immunol. 2005 Dec;12(12):1410-5.

4. Haque R, Roy S, Siddique A et al. Multiplex real-time PCR assay for detection of Entamoeba histolytica, Giardia intestinalis, and Cryptosporidium spp. Am J Trop Med and Hyg. 2007; 76: 713-717. 

5. Haque R, Thriemer K, Wang Z et al. Therapeutic efficacy of artemether-lumefantrine for the treatment of uncomplicated Plasmodium falciparum malaria in Bangladesh. Am J Trop Med Hyg. 2007; 76: 39-41.    

Biography of the Investigators 

Give biographical data in the following table for key personnel including the Principal Investigator. Use a photocopy of this page for each investigator.

(Note: Biography of the external Investigators may, however, be submitted in the format as convenient to them)

1    Name: Dr. Dinesh Mondal

2    Present Position: Assistant Scientist

Ph.D (Pediatrics Gastroenterology) 1998

MD (Pediatrics) 1992

MBBS 1988

3    Educational background:
 

       (last degree and diploma & training

        relevant to the present research proposal)

4.0 List of ongoing research protocols  

       (start and end dates; and percentage of time)

4.4. As Principal Investigator

	Protocol Number
	Starting date
	End date
	Percentage of time

	2006-023
	01/09/2006
	31/08/2007
	20

	2006-049
	01/10/2006
	30/09/2007
	20

	2007-037
	01/12/2007
	30/11/2008
	20

	2007-042
	15/12/2007
	14/12/2008
	20


4.5. As Co-Principal Investigator

	Protocol Number
	Starting date
	End date
	Percentage of time

	2003-022
	01/10/2003
	30/03/2008
	40

	     
	     
	     
	     

	     
	     
	     
	     

	     
	     
	     
	     


4.6.   As Co-Investigator  


	Protocol Number
	Starting date
	End date
	Percentage of time

	2003-010
	01/07/2003
	31/12/2007
	10

	2003-021
	02/07/2003
	01/07/2008
	   10  

	2006-023
	01/10/2006
	31/03/2009
	5

	     
	     
	     
	     


5   Publications 
	Types of publications
	Numbers

	m. Original scientific papers in peer-review journals                               
	24

	n.   Peer reviewed articles and book chapters                                                               
	2


	o. Papers in conference proceedings
	18

	p. Letters, editorials, annotations, and abstracts in peer-reviewed journals  
	0

	q. Working papers
	0

	r. Monographs
	0


6    Five recent publications including publications relevant to the present research protocol

1) Dinesh Mondal, William A. Petri Jr., R. Bradley Sack , Rashidul Haque. Entamoeba histolytica - associated diarrheal illness is negatively associated with the growth of preschool children: Evidence from a prospective study. Trans Roy Soc Trop Med Hyg. 2006: 100 (11); 1032-8. 

2) Haque R, Roy S, Siddique A, Mondal U, Rahman SM, Mondal D, Houpt E, Petri WA. Multiplex real-time PCR assay for detection of Entamoeba histolytica, Giardia intestinalis, and Cryptosporidium spp. Am J Trop Med Hyg. 2007. 76; 4: 713-717. 

3) Haque R, Mondal D, Shu J, Roy S, Kabir M, Andrea N. D., Duggal P, Petri WA Jr. IFN-γ production by peripheral mononuclear cells correlates with childhood malnutrition and susceptibility to amebiasis. Am J Trop Med Hyg. 2007: 76: 430-344. 

4) Leo M, Haque R, Kabir M, Roy S, Lahlou RM, Mondal D, Tannich E, Petri WA Jr. Evaluation of Entamoeba histolytica antigen and antibody point-of-care tests. J Clin Microbiol. 2006 Oct 11. 

5) Rashidul Haque, Dinesh Mondal, M.D., Priya Duggal,Mamun Kabir, Shantanu Roy, Barry M. Farr, R. Bradley Sack, and William A. Petri Jr. Entamoeba histolytica Infection in Children and Protection from Subsequent Amebiasis. Infect Immun. 2006 Feb; 74(2): 904-09.

Biography of the Investigators 

Give biographical data in the following table for key personnel including the Principal Investigator. Use a photocopy of this page for each investigator.

(Note: Biography of the external Investigators may, however, be submitted in the format as convenient to them)

1    Name: Dr. Mohammad Faizul Islam
2    Present Position: Veterinary Officer, Animal Resources Branch
MS in Theriogenology, Bangladesh Agricultural University, 2006

Doctor of Veterinary Medicine (DVM), Shahjalal University of Science and Technology, 2002

3    Educational background:
 

       (last degree and diploma & training

        relevant to the present research proposal)

4.0 List of ongoing research protocols  

       (start and end dates; and percentage of time)

4.7. As Principal Investigator

	Protocol Number
	Starting date
	End date
	Percentage of time

	
	
	
	

	     
	     
	     
	     

	     
	     
	     
	     


4.8. As Co-Principal Investigator

	Protocol Number
	Starting date
	End date
	Percentage of time

	     
	     
	     
	     

	     
	     
	     
	     

	     
	     
	     
	     


4.9.   As Co-Investigator  


	Protocol Number
	Starting date
	End date
	Percentage of time

	
	
	
	

	     
	     
	     
	     


5   Publications 
	Types of publications
	Numbers

	s. Original scientific papers in peer-review journals  
	2

	t.   Peer reviewed articles and book chapters                                                               
	0

	u. Papers in conference proceedings
	3

	v. Letters, editorials, annotations, and abstracts in peer-reviewed journals  
	0

	w. Working papers
	0

	x. Monographs
	0


6    Five recent publications including publications relevant to the present research protocol

1.  TA Banu, J Bhattacharjee, M Shamsuddin, MF Islam, AHMSI Khan, JU Ahmed (2008). Postpartum Ovarian Cyclicity of Water Buffaloes in Relation to Body Condition Score and Milk Production. [In press] (“Reproduction in Domestic Animals”).

2. Islam MF, Bhattacharjee J, Banu TA, Bhuiyan MMU, Shamsuddin M (2007). In vitro maturation and fertilization of oocytes in Zebu cattle. [In press]  (Bangladesh veterinary Journal).
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	Title : A pilot study to investigate animal reservoir of kala-azar in Bangladesh 

	
	
	
	
	
	
	
	

	
	PI: Mohammad Shafiul Alam
	
	
	    Name of Division:  LSD

	
	Funding Source: 
	
	
	
	Total: 
	10,000 USD

	
	Starting Date:  01/07/2008                                                            Closing Date: 30/06/2009

	
	
	
	
	
	
	
	Amount in US$

	(I)
	Personnel
	Name
	Grade
	Number
	Time
	 Year1
	Total

	 
	PI
	Mohammad Shafiul Alam
	NOA
	1
	20%
	0
	0

	 
	Co-investigator
	Dr. Rashidul Haque 
	NOD
	1
	2%
	900
	900

	 
	Co-investigator
	Dr. Dinesh Mondal
	NOB
	1
	10%
	620
	620

	 
	Co-investigator
	Dr. Mohammad Faizul Islam
	NOA
	1
	10%
	1,500
	1,500

	 
	Field Research Assistant
	To be named
	GS3
	2
	50%
	1,000
	1,000

	 
	FW
	To be named (Consolidated)
	
	2
	100%
	850
	850

	 
	Sub Total
	
	
	
	
	4,870
	4,870

	 
	
	
	
	
	
	 
	 

	(II)
	Supplies
	
	
	
	
	 
	 

	 
	Stock: Drugs, lab supplies
	
	
	
	510
	510

	 
	Non-Stock: Reagent lab supplies
	
	
	
	2,020
	2,020

	 
	Sub Total
	
	
	
	
	2,530
	2,530

	 
	
	
	
	
	
	 
	 

	(III)
	Other expenses
	
	
	
	
	 
	 

	 
	Rent for office space
	
	
	
	
	500
	500

	 
	Utilities (Gas, elcetricity etc)
	
	
	
	200
	200

	 
	Communication (moblie call and internet service charges)
	
	
	300
	300

	 
	Printing & photocopy
	
	
	
	
	400
	400

	 
	Sub Total
	
	
	
	
	1,400
	1,400

	 
	
	
	
	
	
	 
	 

	(IV)
	Travel
	
	
	
	
	 
	 

	 
	Local
	
	
	
	
	1,200
	1,200

	 
	International
	
	
	
	
	0
	0

	 
	Sub Total
	
	
	
	
	1,200
	1,200

	 
	
	
	
	
	
	 
	 

	 
	Total Direct Cost
	
	
	
	
	10,000
	10,000

	 
	
	
	
	
	
	 
	 

	(V)
	Indirect cost 0%
	`
	
	
	
	0
	0

	 
	
	
	
	
	
	 
	 

	 
	Total
	 
	 
	 
	 
	10,000
	10,000


Budget Justifications

​​
Please provide one page statement justifying the budgeted amount for each major item.  Justify use of human resources, major equipment, and laboratory services.

Mohamamd Shafiul Alam, PI of the project will receive no salary benefit from this project as per donor’s requirements. He will be responsible for entire project activities. Dr. Rashidul Haque will help the PI of this protocol for overall supervision of the project activities specially laboratory investigation. Dr. Dinesh Mondal will help field level supervising, data monitoring and analysis of the derived data. Majority portion of the salary will be expended for field staffs and research officer (veterinary doctor). Parasitology laboratory is well equipped and thus no money will be expended for logistic purposes. The major expenditure of the present research activities is the cost of rK39 dipstick test kits and for reagents required to perform PCR. Other costs include expenditure related with field office at Trishal i.e. traveling, communication (mobile and internet bills) and rent for office space etc.

Other Support

Describe sources, amount, duration, and grant number of all other research funding currently granted to PI or under consideration. 
1. Funding source: University of Tsukuba, Japan     
 Title of the Project: Use of Neem oil and ITN to control visceral leishmaniasis in an endemic area in Bangladesh.   

Duration:    01/10/2006 to 31/03/2009             
Amount:    $ 34,131

 Grant # 510

 APPENDIX 

International Centre for Diarrhoeal Disease Research, Bangladesh

Informed Consent Form


Protocol Number:  2007-62
Title of the Research Project: A pilot study to investigate animal reservoir of kala-azar in Bangladesh 
Principal Investigator: Mohammad Shafiul Alam

Organization: International Centre for Diarrhoeal Disease Research, Bangladesh


Before recruiting into the study, the study subject must be informed about the objectives, procedures, and potential benefits and risks involved in the study. Details of all procedures must be provided including their risks, utility, duration, frequencies, and severity. All questions of the subject must be answered to his/ her satisfaction, indicating that the participation is purely voluntary. For children, consents must be obtained from their parents or legal guardians. The subject must indicate his/ her acceptance of participation by signing or thumb printing on this form.

Information sheet for head of the household, participating in the research entitled “A pilot study to investigate animal reservoir of kala-azar in Bangladesh.” (Version: English)
I am ..................................... and I work at the ICDDR, B: Centre For Health and population Research, Dhaka, Bangladesh under the kala-azar project entitled “A pilot study to investigate animal reservoir of kala-azar in Bangladesh.”

Purpose of the research:  

Visceral leishmaniasis (VL) / Kala-azar (KA) is one of the major public health problems in 34 out of 64 districts in Bangladesh. Kala-azar and PKDL is caused by a protozoan parasite, Leishmania donovani. This illness causes fevers, swelling in the belly, weight loss and weakness. People can die from kala-azar if they do not receive treatment. Kala-azar is transmitted by a sandfly species, Phlebotomus argentipes in Bangladesh. Every year more than 7000 people are officially reported to have kala-azar among them and more than 50% are from Mymensingh district.  KA in the Indian subcontinent is considered to be anthroponotic where PKDL patients were known to be the sole reservoir. But for the same parasites (L. donovani) reservoir host was found in Sudan and Saudi Arabia. Blood meal analysis of the vector sandfly species (P. argentipes) reveals that cattle’s blood is the main source other than human blood. Thus, this study plans to investigate the role of cattle in transmitting kala-azar in an endemic area of Bangladesh. In this regards, cattle’s blood would be investigated for the presence of anti leishmania antibody with the help of rK39 dipstick. Molecular diagnostic method, PCR would be conducted to the rk39 dipstick positive and randomly selected same number of negative blood samples. 

Reasons for being selected:
From Trishal Thana Health Complex we came to know that at least one of your family members has currently (within past six months) been treated for kala-azar or PKDL and you also has domestic cattle. 

Procedures 

If you agree to participate to the study we will carry out followings with you:

1) We will ask some information regarding your cattle like where did you get it, their age and condition health within past six months.

2) We will collect 5 ml of blood from the jugular vein of your cattle.

3) Few drops of collected blood will be used to perform rk39 dipstick test. This test will help us to know whether your cattle got any antibody against L. donovani or not. Remaining blood will be preserved at citrated tube for molecular investigation.

4) If your cattle gave a positive result at rK39 dipstick test then we will collect sandflies from your living room and cattle shed of your house. For this regard CDC Miniature light trap Model-512 will be used one in each structure for two consecutive nights. This trap will be set at 17:00-19:00 hrs inside sleeping room and will be recovered at 06:00-08:00 hrs on following day. Apart from this two of our trained staffs will collect morning resting sanflies by using mouth aspirator from those shelters in the same morning.
5) If we get any positive result from rK39 dipstick test then this blood sample would be made available for molecular diagnosis where we would see whether there is any DNA of L. donovani by PCR. 

Risks and Discomforts:

There is a chance that your cattle may feel uncomfortable while collecting blood after restraining. There is chance to develop infection in the blood collection. But we would try our best to take blood sample by using aseptic needle and syringe. There is no risk of having light trap hanging inside your house. This trap is run by normal torch light batteries and creates very little light, which is sufficient to attract insects. It hardly produces any sound thus; your sleeping will not be disturbed.

Benefits: 

Participating in the study may not directly benefit you and your family members. But knowledge will be gained in the science for developing new strategy for kala-azar control in Bangladesh, so the whole country will be benefited. 

Incentives:

You will not be provided with any incentive for taking part in the study. 

Confidentiality: 


The information that we collect from this research project will be kept confidential. Information collected from the study will be stored in a file which will not have your name on it, but a number assigned to it. Which number belongs to which name will be kept under lock and key, and the information will not be divulged to anyone except the researchers, research sponsors, and ERC board.

Right to refuse or withdraw:

You do not have to take part in this research if you do not wish to do so, and this will not affect the future treatment of your cattle at any hospitals. You will still have all the benefits that you would otherwise have.

You may stop participating in the interview at any time that you wish to, without losing any of your rights. 

Who to contact:

 This proposal has been reviewed and approved by Research Review Committee and Ethical Review Committee at ICDDR, B, Dhaka, Bangladesh whose task is to make sure that research participants are protected from harm. If you wish to find more about the ERC, contact Mr. MA Salam Khan, Committee Coordination Secretariat, RPSD, ICDDR,B, Dhaka-1212, Phone: 02-8860532-32, ext. 3206.

If you have any questions you may ask those now or later. If you wish to ask questions later, you may contact any of the following:  Mohammad Shafiul Alam, Parasitology Laboratory, LSD, ICDDR, B, Dhaka-1212, Phone: 02-8860532-32, ext. 2417.

   I have read / has been read to me the foregoing information.  I have had the opportunity to ask questions about it and any questions I have asked have been answered to my satisfaction.  I consent voluntarily to participate as a participant in this study and understand that I have the right to withdraw from the interview at any time without in any way affecting me and my family as a health care seeker. 

Name of the participant: ______________________________________________

______________________




___/___/___      

Signature / Left thumbprint




     Date

of the participant








_____________
______





___/___/___
Witness’s signature 





     Date

_____________________




___/___/___
Signature of the Investigator




     Date

Contact address of the Investigators:

Mohammad Shafiul Alam; Principal Investigator, Laboratory Sciences Division

ICDDR,B, Mohakhali, Dhaka 1212

Telephone: PABX: 8860523 through 8860532, Extension 2411. 

Dr. Rashidul Haque; Co-Investigator, Laboratory Sciences Division

ICDDR,B, Mohakhali, Dhaka 1212

Telephone: PABX: 8860523 through 8860532, Extension 2411. 

Dr. Dinesh Mondal; Co-Investigator, Laboratory Sciences Division

ICDDR,B, Mohakhali, Dhaka 1212

Telephone: PABX: 8860523 through 8860532, Extension 2411.

Dr. Mohammad Faizul Islam; Co-Investigator, Laboratory Sciences Division

ICDDR,B, Mohakhali, Dhaka 1212

Telephone: PABX: 8860523 through 8860532, Extension 2430
cwiwkó
Avš—R©vwZK D`ivgq M‡elYv †K›`ª, evsjv‡`k

Hw”QK m¤§wZ cÎ

cÖ‡UvKj b¤^i: 2007-62

wk‡ivbvg:  G cvBjU ÷vwW Uz Bb‡fwó‡MU G¨vwb‡gj wiRvf©vq¨vi Ad KvjvR¡i Bb evsjv‡`k|

cÖavb M‡elK: ‡gvnv¤§` kwdDj Avjg

M‡elYvKvix cÖwZôvb: Avš—R©vwZK D`ivgq M‡elYv †K›`ª, evsjv‡`k |

M‡elYvq AšÍZ‚©w³i c~‡e© cÖZ¨K e¨w³‡K M‡elYvi D‡Ïk¨, c×wZ, Ges m¤¢ve¨ jvf I SuywK m¤^‡Ü Rvbv‡Z n‡e| we¯ÍvwiZ c×wZ I Zv‡`i SuywK, Kvh©KvwiZv, Kvh©Kvj, gvÎv Ges cÖvej¨Zv Rvbv‡Z n‡e| mKj cÖ‡kœi DËi AskMÖnYKvix Zvi wb‡Ri gwR© Abyhvqx w`‡eb, †Kbbv AskMÖnb m¤ú~Y© Hw”QK| wkï‡`i †¶‡Î m¤§wZ w`‡eb Zv‡`i wcZv-gvZv A_ev AvBbMZ AwffveK| M‡elYvq AskMÖYKvix GB di‡g ¯^v¶i A_ev e„×v½yjwi Qvc w`‡q m¤§wZ cÖKvk Ki‡eb| 
M„nKZv©, M‡elYvq AskMÖnYKvix whwb ÒG cvBjU ÷vwW Uz Bb‡fwó‡MU G¨vwb‡gj wiRvf©vq¨vi Ad KvjvR¡i Bb evsjv‡`k Ó bvgK M‡elYvq AskMÖnY Ki‡eb Zv‡`i Z_¨cÎ|
Avwg.....................................................  Avš—R©vwZK D`ivgq M‡elYv †K›`ª, evsjv‡`k - G cvBjU ÷vwW Uz Bb‡fwó‡MU G¨vwb‡gj wiRvf©vq¨vi Ad KvjvR¡i Bb evsjv‡`k  bvgK M‡elYvq Kg©iZ AvwQ|
M‡elYvi D‡Ïk¨:

wfwmi¨vj wjmwgwbqvwmm ev KvjvR¡i evsjv‡`‡ki 64wU †Rjvi g‡a¨ 34 wU‡Z GKwU Rb¯^v¯’¨ mgm¨v| KvjvR¡i Ges wc‡KwWGj cÖ‡Uv‡Rvqvce© f~³ ‡jBm‡gwbqv †Wvbfvwb (Leishmania donovani) bvgK ciRxexi gva¨‡g Qovq| GB †iv‡Mi d‡j R¡i, †cU dz‡j hvIqv, IRb n«vm Ges `~e©jZv cÖf„wZ DcmM© †`Lv hvq| wPwKrmv MÖnY bv Ki‡j Avµvš— e¨w³ gvivI †h‡Z cv‡ib| evsjv‡`‡k KvjvR¡i GKwU we‡kl cÖRvwZi †e‡jgvwQ wd¬‡ev‡Uvgvm Avi‡Rw›U‡cm (Phlebotomus argentipes) Øviv evwnZ nq| evsjv‡`‡k cÖwZ eQi †gvU 7000 GiI †ekx †jvK KvjvR¡‡i Avµvš— nb Ges Gi g‡a¨ kZKiv 50 fvM gvbyl evm K‡ib gqgbwmsn †Rjvq| fviZxq Dcgnv‡`‡k KvjvR¡i ïay gvbylB nq e‡j aviYv Kiv nq †hLv‡b wc‡KwWGj †ivMx‡`i m‡›`n Kiv n‡q RxevYyi Avavi| KvjvR¡‡ii evnK †e‡jgvwQi cvbK…Z i‡³i bgybv cix¶v K‡i †`Lv wM‡q‡Q ‡h, Zviv gvbyl bq Mi“i i³ cvb Ki‡Z †ekx cQ›` K‡i|  ZvB Avgiv evsjv‡`‡ki GKwU KvjvR¡i cÖeb GjvKvq KvjvR¡i †ivM we¯—v‡i MÖncvwjZ Mi“i †Kvb f~wgKv Av‡Q wK bv †mB m¤^‡Ü Rvb‡Z GB  M‡elYv Kvh©µg cwiPvjbv KiwQ| ‡m Kvi‡Y, Avgiv Mi“i i³‡Z KvjvR¡‡ii RxevYyi wei“‡× †Kvb cÖwZ‡ivaK Av‡Q wKbv Zv ÒAvi‡K 39Ó  (rK39) bvgK wWcw÷K w`‡q cix¶v Kie| hw` †Kvb bgybv‡Z GB cix¶v abvZ¥K nq Z‡e me©vaywbK AYyRxe cix¶Y wcwmAvi Gi gva¨‡g wbwðZ nevi †Póv Kie †h G‡Z KvjvR¡‡ii RxevYyi †Kvb Dcw¯’wZ Av‡Q wKbv|  

Avcbv‡K wbe©vP‡bi KviY mg~n : 

Avgiv wÎkvj _vbv ¯^v¯’¨‡K›`ª †_‡K Rvb‡Z †c‡iwQ †h, MZ Qq gv‡mi g‡a¨ Avcbvi evwoi ‡Kvb GKRb m`m¨ KvjvR¡i/wc‡KwWGj Gi Rb¨ wPwKrmv MÖnY K‡i‡Qb  Ges Avcbvi evwo‡Z M„ncvwjZ Mi“ i‡q‡Q| †mB Kvi‡Y Avgiv Avcbv‡K GB M‡elYvq AskMÖn‡Yi Rb¨ Aby‡iva Rvbvw”Q |

c×wZ 


hw` Avcwb GB M‡elYv‡Z AskMÖn‡Y m¤§Z nb Z‡e Avgiv wb‡æv³ c×wZ ¸‡jv Aej¤^b Kie:

1. Avgiv Avcbvi M„ncvwjZ Mi“i eZ©gvb ¯^v¯’¨ MZ Ae¯’v Rvb‡Z wKQy cÖkœ  Kie|

2. Gi ci Avgiv Gi M`©v‡bi wkiv ‡_‡K 5 Gg Gj (`yB Pv PvgP) i³ msMÖn Kie| 

3. msMÖnK…Z i‡³i K‡qK †duvUv bgybv w`‡q Avgiv  ÒAvi‡K 39Ó wWcw÷‡Ki cix¶v Kie| GB cix¶vi gva¨‡g Avgiv Rvb‡Z cvi‡ev †h Avcbvi Mi“i i‡³ KvjvR¡‡ii cÖwZ‡ivaK Av‡Q wKbv| Awewkó i‡³i bgybv Avgiv AYyRxe cix¶‡Yi Rb¨ msMÖn K‡i ivLe|

4. Avcbvi Mi“i i‡³i bgybvwU  ÒAvi‡K 39Ó wWcw÷‡K abvZ¥K djvdj w`‡j Avgiv Avcbvi Ni Ges †Mvqvj Ni †_‡K †e‡jgvwQ msMÖn Kie| ‡mR‡b¨ Avgiv ci ci `yB ivZ Av‡jvi duv` cvZ‡ev hv wmwWwm jvBU Uªvc g‡Wj-512 bv‡g cwiwPZ| Avgiv weKvj 5:00 Uv †_‡K mÜ¨v 7: 00 g‡a¨ duv`¸‡jv cvZ‡ev Ges ciw`b mKvj 6:00Uv †_‡K 8:00 Uvi g‡a¨ G¸‡jv  Zz‡j Avbe| GQvovI Avgv‡`i `yÕRb cÖwkw¶Z I AwfÁ Kg©x ‡mB mKv†j wM‡q Aem‡i _vKv †e‡jgvwQ ¸‡jv msMÖn Ki‡eb|  
5. hw` Avgiv ÒAvi‡K 39Ó wWcw÷K cix¶vq †Kvb abvZ¥K djvdj cvB Z‡e Aewkó i‡³i bgybv w`‡q  AY~Rxe cix¶Y wcwmAvi Gi gva¨‡g wbwðZ nevi †Póv Kie †h G‡Z KvjvR¡‡ii RxevYyi (DNA) †Kvb Dcw¯’wZ Av‡Q wKbv|
SuywK I Amyweav mg~n
GgbwU n‡Z cv‡i †h i³ MÖn‡bi mgq Avcbvi MÖncvwjZ Mi“wU wKQyUv A¯^w¯’ ‡eva Ki‡Z cv‡i| i³ MÖn‡bi d‡j ¶Z ¯’v‡b msµgY n‡Z cv‡i| wKš‘ Avgiv Zv †iva Kivi Rb¨ i³ MÖn‡bi c~‡e© RxevYygy³ m~uP Ges wmwiÄ e¨envi Kie| Avcbvi N‡i Av‡jvi dvu` cvZv n‡j Avcwb †Zgb †Kvb Amyweav †eva Ki‡eb bv| G‡Z UP©jvB‡Ui e¨vUvwi e¨envi Kiv nq Ges g„`y Av‡jv Drcbœ nq hv KxU cZ½‡`i AvK…ó Kivi Rb¨ h‡_ô| G †_‡K ‡Zgb †Kvb kã ˆZix nqbv d‡j Ny‡gi e¨vNvZ NUv‡e bv|

myweav 

GB M‡elYvq AskMªnY K‡i Avcwb Ges Avcbvi cwiev‡ii m`m¨iv mivmwi DcK…Z n‡eb bv| wKš‘ GB M‡elYvjä djvdj Avgv‡`i‡K †h Ávb`vb Ki‡e Zv fwel¨‡Z evsjv‡`‡k KvjvR¡i wbqš¿Y Ki‡Z mnqZv Ki‡e, d‡j mgMÖ RvwZ DcK…Z n‡e|  

jvf

 Avcbv‡K AskMÖn†Y DrmvwnZ Kivi R†b¨ †Kvb wKQy †`qv n‡e bv | 

‡MvcbxqZv:
GB M‡elYv Kvh©µ‡g Avgiv †h Z_¨ msMÖn Kie Zv †Mvc‡b msi¶b Kiv n‡e| Avcbvi m¤úwK©Z Z_¨ hv Avgiv msMÖn Kie Zv GKwU dvB‡j wjwce× Kiv n‡e †hLv‡b ‡Kvb bvg _vK‡e bv wKš‘  GKwU bv¤^vi †`qv n‡e | †Kvb& bv¤^vi †Kvb& bv‡gi R‡b¨ Zv Zvjve× _vK‡e Ges M‡elK, A_©vqbKvix  Ges B Avi wm-Gi m`m¨ Qvov Ab¨ †KD Rvb‡Z cvi‡e bv |  

m¤§wZ cÖ`vb ev AskMÖnY †_‡K weiZ _vKvi AwaKvi : 

Avcwb hw` Pvb Z‡e GB M‡elYv Kvh©µ‡g AskMÖnY  ‡_‡K weiZ _vK‡Z cv‡ib Ges G‡Z Avcbvi †Kvb  ¶wZ n‡e bv | Avcbvi mg¯Í myweav mg~n †hgb wQj †ZgbB _vK‡e | Avcbvi †h ‡Kvb ai‡bi AwaKvi Le© QvovB Avcwb hLbB B”Qv Ki‡eb ZLbB  M‡elYvq  AskMÖnY eÜ Ki‡Z cvi‡eb|

‡hvMv‡hvM:
GB M‡elYv Kvh©µg AvBwmwWwWAvi,we-Gi Avi Avi wm Ges B Avi wm KZ©„K Aby‡gvw`Z , hv‡`i KvR n‡”Q  AskMÖnYKvix‡K ¶wZ ‡_‡K i¶v Kiv| Avcwb hw` B Avi wm m¤ú‡K© Av‡iv †ekx wKQy Rvb‡Z Pvb Zv n‡j Rbve Gg G mvjvg Lvb, KwgwU †KvAwW©‡bU  †m‡µUvwi‡qU, AviwcGmwW, AvBwmwWwWAvi,we , gnvLvjx , XvKv-1212, evsjv‡`k, †dvb-02-8860523-32,G·-3206 Gi mv‡_ †hvMv‡hvM Ki‡Z cv‡ib | 
Avcbvi hw` ‡Kvb cÖkœ _v‡K Z‡e Avcwb GLb ev c‡i Zv wRÁvmv Ki‡Z cv‡ib | Avcwb hw` c‡i cÖkœ Ki‡Z Pvb Z‡e ‡hvMv‡hvM Ki‡Z cv‡ib ‡gvnv¤§` kwdDj Avjg, c¨vivmvB‡UvjRx j¨ve‡iUwi, Gj Gm wW, AvBwmwWwWAvi,we , gnvLvjx , XvKv-1212, evsjv‡`k, †dvb-02-8860523-32,G·-2417  Gi mv‡_ |

Dc‡i ewY©Z Z_¨ mg~n Avwg c‡owQ/Avgv‡K c‡o ïbv‡bv n‡q‡Q| Avgvi cÖkœ Kivi my‡hvM wQj Ges Avgvi me cÖ‡kœi m‡šÍvl RbK Reve †c‡qwQ| Avwg †¯^”Qvq GB M‡elYvq AskMÖn‡Yi m¤§wZ cÖ`vb KiwQ Ges AeMZ AvwQ †h, Avgvi AwaKvi Av‡Q †h †Kvb mg‡q Av‡jvPbvq AskMÖnY †_‡K Avwg weiZ _vK‡Z cvwi Ges Gi d‡j Avgvi Ges Avgvi cwiev‡ii †Kvb ¶wZ n‡e bv |

AskMÖnYKvixi bvg:  ______________________________________________
_____________________________



___ ___/___ ___/___ ___

AskMÖnYKvix ¯^v¶i/evg nv‡Zi e„×v½ywji Qvc
   

   

   ZvwiL

_____________________




___ ___/___ ___/___ ___     
 ¯^v¶xi ¯^v¶i




     
        
    ZvwiL

_____________________




___ ___/___ ___/___ ___  M‡el‡Ki ¯^v¶i




     
   
    ZvwiL

M‡elK‡`i mv‡_ †hvMv‡hvM Kievi wVKvbv:
†gvnv¤§` kwdDj Avjg; cÖavb M‡elK, GjGmwW

AvBwmwWwWAvi,we, gnvLvjx, XvKv -1212

‡Uwj‡dvb: wcGweG·: 8860523-32, G·‡Ubkb: 2417

Wvt ivwk`yj nK; mn-M‡elK, GjGmwW

AvBwmwWwWAvi,we, gnvLvjx, XvKv -1212

‡Uwj‡dvb: wcGweG·: 8860523-32, G·‡Ubkb: 2411

Wv:`x‡bk gÛj , mnKvix M‡elK, GjGmwW 

AvBwmwWwWAvi,we, gnvLvjx, XvKv -1212

‡Uwj‡dvb: wcGweG·: 8860523-32, G·‡Ubkb: 2417

Wv: ‡gvnv¤§` dqRyj nK, mnKvix M‡elK, GjGmwW 

AvBwmwWwWAvi,we, gnvLvjx, XvKv -1212

‡Uwj‡dvb: wcGweG·: 8860523-32, G·‡Ubkb: 2430

EVALUATION FORM

Title: A pilot study to investigate animal reservoir of kala-azar in Bangladesh
Summary of Referee's Opinions:




Rank Score

	
	High
	Medium 
	Low

	Quality of project
	+
	
	

	Adequacy of project design 
	+
	
	

	Suitability of methodology
	
	+
	

	Feasibility within time period
	+
	
	

	Appropriateness of budget
	+
	
	

	Potential value of field of knowledge
	+
	
	


CONCLUSIONS                                                      

I support the project proposal

	a) without qualification
	

	b) with qualification
	+

	c) on technical grounds
	

	d) on level of financial support
	


I do not support the project proposal

Name of Referee: Prof. Dr. Yusuf ÖZBEL  

Signature:
[image: image1.jpg]






    Date: November 23, 2007

Position: Full Professor

Institution: Ege University Medical School Department of Parasitology, Bornova İzmir, Turkey

Detailed Comments: (Please use additional page if necessary.) 

Bangladesh is one of the countries where Kala-Azar is very important health problem in the Old World. Because of that, better understanding of the epidemiology of the disease in this country has priority and very big importance. The subject of the present proposal will be answered one of the epidemiogical guestions, which is remained unanswered so far.

The methodology is suitable for this study, but I would like to suggest adding western blotting (WB) test to evaluate the antibody response against Leishmania parasites. I may expect that western blotting will be given more basic information about the efficacy of the parasite to the cattle. 

Please briefly provide your opinions of this proposal, giving special attention to the originality and feasibility of the project, its potential for providing new knowledge and the justification of financial support sought; include suggestions for modifications (scientific or financial) where you feel they are justified.

(Use additional pages if necessary)

Title: A pilot study to investigate animal reservoir of kala-azar in Bangladesh
In the present project proposal, one (cattle is a reservoir animal of VL in Bangladesh and the disease is antropo-zoonotic) of the important hypotheses about kala-azar epidemiology in Bangladesh has been targeted. There is very limited information about this issue in the Old World and realization of the project will be produced new basic knowledge and brought about a decision on this important subject.   

Because of the addition of one more test (western blotting) is suggested, I would like to ask to PI whether the budget of the project will be enough or not. If the budget will not be enough to add this test, I can suggest performing it after the completion of the present project.   

In conclusion, the successful completion of the study will enhance our knowledge about Kala-azar transmission and will contribute to the eventual kala-azar elimination programme in Bangladesh. Because of all reasons explained above, I will strongly suggest to support this proposal.

Sincerely yours

[image: image2.jpg]



Reviewer: Prof. Dr. Yusuf Özbel



Response to Reviewer’s comments

1. Response to the comments of Prof. Dr. Yusuf özbel:

First of all we would like to thank Dr. Yusuf özbel for his sincere thoughts inour protocol. He has correctly mentioned that this study will provide a valuable information regarding possibility of having an animal reservoir for kala-azar in Bangladesh.  He recommended us to perform Western blotting (WB) in an addition. Although he has agreed that the methodology we will perform are suitable for this kind of project. We also agree that addition of WB will give more power to our study but due constrain of fund we could not perform it right now. We have also agreed to perform WB after completion of this project if we could manage additional fund for this, which, he has also mentioned.

2. Response to the comments of Dr. Makoto Itoh:
We would also like to express our sincere thanks to Dr. Makoto Itoh for his nice comments about our project. We also completely agree to the comments he made.

Appendix-2





Appendix-3





Survey: Persons treated for kala-azar or PKDL within past six months	





Houses with domestic cattle





Performing rK39 dipstick with blood sample





Blood sample taken from domestic cattle (n=138) 








rK39 test negative





Molecular diagnosis with PCR (from buffy coat)





rK39 test positive








Sandfly collection from positive houses
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