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Abstract

Background: Tuberculosis (TB) is an infectious disease that has major global public health problem.
Tuberculous lymphadenitis is among the most common presentations of extra pulmonary tuberculous in
developing countries. Although the incidence of Tuberculous Lymphadenitis (TBLN) is rising in different
regions of Ethiopia, the incriminated mycobacterium species and strains have been rarely characterized. The
present research was aimed to characterize Mycobacterium tuberculosis Complex (MTC) and asses associated
risk factors.Methods: A cross sectional study was conducted from September 2012 up to April 2013 on 90
tuberculous lymphadenitis suspected patients who were visited Dessie Private Hospitals during the study period.
Clinical, cytological, Culture, deletion typing and spoligotyping, and interviewer administered questionnaire was
used to collect associated risk factors. Data were cleaned, coded and fed into SPSS version 20.0 for analysis in
this study. Results: Out of 90 fine needle aspirate samples, 33% (32/90) of them were culture positive. Based on
the deletion typing of the 32 isolates using region of difference-9 (RD9) showed that all of the isolates were
Mycobacterium tuberculosis. Further characterization of the 32 isolates using spoligotyping lead to the
identification of 28 different strains. Two of these strains consisted of three isolates each while the remaining 26
strains were orphan that consist a single isolate each. Comparison of the 28 patterns with the patterns in the
international spoligotype database, SpolDB4 showed that 17 patterns were new spoligotypes. The occurrence of
the disease was not associated with age, sex, marital status, occupation, education, previous contacts with TB
patients, consumption of raw milk and Bacille Calmette Guerin vaccination (p>0.05). However, resident area,
previous history of treatment with anti-TB drugs and involved lymph nodes were significantly associated with
the occurrence of TBLN (p<0.05). Conclusion: this study has shown that 93% of the isolates were orphan which
could suggest less frequent transmission of the disease in the study area. Thus, further study on the molecular
Epidemiology of the disease should be needed.
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Background

Tuberculous is the leading cause of death worldwide with a large number of deaths occurring in developing
countries. Tuberculous lymphadenitis is among the most common presentations of extra pulmonary tuberculous.
TB mainly caused by the member of Mycobacterium tuberculosis complex (MTC). Of these species, M.
tuberculosis, M. bovis and M. africanum can cause tuberculous lymphadenitis (TBLN) (1).

TBLN is the common form of EPTB and lymph nodes (cervical, axillary and inguinal) are the most commonly
involved sites (2). Enlarged lymph nodes are usually firm, painless and may be discrete or matted which varies
in size and are non tender (3, 4). There are many factors that accelerate tuberculous infection both in developing
and developed countries. Factors like poverty, overcrowding, changing age structure, inadequate health coverage,
chronic infections, previous exposure to mycobacterium infections, and neglect and under-funding of TB control
programmes (5, 6). The transmission route of EPTB is caused ingestion of raw meat and milk from infected
animals (7, 8, 9).

Even though Ethiopia is one of the countries with high prevalence of TBLN, there is limited information about
genotypic characteristics of MTC found. But, this information is very vital in order to study phylogenic
characteristics of the agents which in turn will provide new insight into the natural history of the disease and it
helps to design more effective control measures (10). Thus, the objective the present was to characterize
Mycobacterium tuberculosis complex and to asses associated risk factors at Private Hospitals, Northern Ethiopia.
Materials and Methods

Study area and design

A cross-sectional study was conducted from November 2012 to May 2013 among at Dessie Private Hospitals in
Ambhara Regional State, Northern Ethiopia. Dessie town is found 400 km Northern of Addis Ababa, the capital
city of Ethiopia. The climate is highland and conducive for animal production. The annual average rainfall is
1800 mm. It is located in latitude and longitude of 9°5°N 36°33°E /9.083°N 36.55°E and an elevation of 2,088
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meters. The average temperature was 21°C (12). The Dessie private Referral Hospitals service as referral center
for the patients referred to the center from other hospitals, medical centers and private practitioners of Wollo
zones and Afar regional state of Ethiopia.

Study Participants

A total of 90 TBLN suspected patients who visited Dessie Private Hospitals were included during the study
period. All Fine Needle Aspiration (FNA) samples were collected from area and cultured in LJ media at Aklilu
Lemma Institute of Pathobiology (ALIPB). Isolates were stored at -20°C and molecular characterization was
performed.

Inclusion and exclusion criteria

Acid Fast Bacilli (AFB) smear positive and/or tentatively clinically diagnosed Tuberculous Lymphadenitis
(TBLN) patients who were volunteer to participate in the study and gave their consent or assent, and who were
greater than or equal to 5 years old were included in the study. Those TBLN patients who were below 5 years of
age who were unwillingness to participate and who already have started anti-TB treatment were excluded.
Specimen collection and processing

FNA samples were taken by physician (pathologist) at the Hospitals with the maximum care and safety and
questionnaires were completed at the same time for each patient. All FNA samples were collected using sterile
and tightly closed test tubes and kept using phosphate buffer saline at pH 7.2 and +4°C according to (5)
recommendations, at the hospitals until transported to ALIPB laboratory for further laboratory tests. The
epidemiological and clinical data were also documented at the same time for each patient. Finally, FNA samples
were transported to the ALIPB laboratory using ice pack within a week or two for further analysis.

Laboratory Tests: Physical, clinical and cytological examinations were done at Dessie Private Hospitals
whereas the Mycobacterium Culture and molecular examinations were conducted at ALIPB.

Mycobacteria culture: All samples were processed and cultured as soon as arrived at the Institute according to
the standard methods described by (5). Briefly; the specimen were decontaminated by an equal volume of 4%
NaOH, centrifuged at 3000rpm for 15 minutes. Then the supernatant was discarded and the sediment was
neutralized with 2N HCI. The neutralization was said to be achieved when the colour of phenol red indicator was
changed from red to deep yellow. And the sediment were inoculated into the conventional LJ egg slant medium
containing 0.6% sodium pyruvate and glycerol and incubated for at least 6 weeks with weekly observation for
the presence of mycobacterial colonies. Microscopic examinations of the colonies were performed by using
Ziehl-Neelsen staining method so as to select AFB positive isolates. Heat killed cells were prepared from AFB
positive isolates by mixing two loopful of colonies in 200pl distilled water and heating at 80°C for one hour. The
same amounts of colonies were kept in glycerol stock at -20°C as backups for future possible related experiments.
Finally the heat killed cells were used for molecular characterization.

Molecular Test: RD9 deletion typing and Spoligotyping were done at ALIPB, Addis Ababa University. Heat
killed cells of culture positive fine needle aspiration (FNA) samples were investigated by PCR based on deletion
typing for the presence or absence of region of difference-nine (RD9) so as to identify M. tuberculosis from
other species of MTC. For further characterization of the strains, spoligotyping was performed on M.
tuberculosis isolated by RD9 deletion typing.

Questionnaire survey: The physical and clinical examinations and laboratory investigations were
complemented by questionnaire survey. Patients were interviewed using a pre-structured questionnaire in one-
visit interview during their sample submission. The focus of the issues in the questionnaire was to identify
possible risk factors of acquiring TBLN such as the patients’ previous contact with TB patients, consumption of
raw milk, Bacille Calmette Guerin vaccination, previous history of treatment with anti-TB drugs and involved
lymph nodes.

Data Management and Analysis

The data analysis was conducted using SITVIT2 and SPOTCLUST data base soft ware for strains, and lineages
respectively. Clinical data were entered into Microsoft office Excel and processed using SPSS version 20
statistical soft ware. All the data that was collected are entered to MS excel sheet and analyzed by using SPSS
version 20. Descriptive statistics was used to determine to assess associated risk factors with the TBLN. In all
the analysis, confidence level was held at 95% and P<0.05 was set for significance

Ethical Considerations

Before any attempt to collect data, the protocol was approved by Institutional Review Board (IRB) of College of
Medical and Health Sciences, Wollega University. Official permission was also obtained from Dessie Referral
Private Hospital. The anonymity was warranted for all those records review.

Results

Socio-demographic Characteristics of the Respondents

A total of 90 patients who were suspected of TBLN based on fine needle aspirate cytology positivity (70%) and
clinical set up were used for further analysis. Among these patients, females were (48.9%) and were males
(51.1%) while the patients were in the young age group (18-30) (58.9%) and rural residents (67.8%). In this
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study, of 90 TBLN suspected patients with clinical diagnosis of TBLN, 32 (35.6%) were confirmed as TBLN
cases based on combined results of FNA cytology, culture and PCR assay. Resident area and previous history of
treatment with anti-TB drugs were significantly associated with the occurrences of TBLN (p<0.05). However,
the rest of the risk factors were not significantly associated with the occurrence of TBLN (p>0.05) (Tablel).

In this study associated risk factors were assessed, the major clinical signs and symptoms such as loss of appetite
47.8%, weight loss 35.6% and night sweating 58.9% were observed. Loss of appetite, night sweating and
involved lymph nodes were significantly associated with the occurrence of TBLN (p<0.05) (Table3).
Mycobacterium Culture: Out of 90 FNA samples, 32 (35.6%) were culture positivity on glycerol containing
Lowenstein Jensen (LJ) medium. There was no statistically significant association between associated risk
factors and culture results (P>0.05)(Table 2).

Region of Difference Based on Deletion Typing: RD9 deletion typing was carried-out on 32 culture positive
FNA samples and the results showed that RD9 was present in all of the isolates indicated that the isolates were
M. tuberculosis. The majority of the isolates are depicted on (Figure 1).

Spoligotyping: All of the 32 isolates were further characterized by using spoligotyping which lead to the
identification of 28 different strains. Two of these strains (SIT50 and SIT393) consisted of three isolates each
while the remaining 26 strains were orphan thus, consisting a single isolate each. Comparison of the 28 patterns
with the patterns in the international spoligotype database, SpolDB4, showed that 17 of the 28 patterns were not
found in the SpolDB4, new spoligotypes while the remaining 11 patterns were reported to the database.
Classifying strains on the bases of phylogeny level (lineage) of M. tuberculosis using SPOTCLUST software
revealed that the strains belonged to Euro-American (EA) ,57.1% (16/28), East-African Indian (EAI), 14.3%
(4/28) and Indio Oceanic (10), 28.6% (8/28) lineages (Table 4).

Discussion

This study identified and characterized M. tuberculosis from TBLN patients at Dessie Private Hospitals. In
connection, different risk factors were evaluated to see their association with the TBLN. The results of this study
showed that there was no statistically significant association of age, sex, occupation, previous contact with TB
patients, history of raw milk consumption and BCG vaccination with the occurrence of TBLN. This finding is in
agreement with the previous findings (13, 14). However, resident area and previous history of treatment with
anti-TB drugs were statistically significantly associated with the occurrence of TBLN. This might be due to lack
of awareness on TB, malnourished, the habit of raw milk consumption, inadequate health service and contact
with animals of the rural people (15). Although there was previous history of treatment with anti-TB drugs, the
people develop the disease. This might related to inadequate treatment, too short administration period, receiving
inappropriate dosage so that the organism are getting time to develop resistance to anti-TB drugs or re infection
(6,16).

Lower proportion of cases of TBLN was observed in females. This might be due to under-diagnosis or under
reporting of TB in females as a result of various social and/or cultural factors, including their consequent
impaired access to health care (17). The peak age for TBLN was observed to be between 18 and 30 year, which
is consistent with the studies from the United State of America and Europe (18, 19). An explanation for this
finding remains unclear, but it is suggested that endocrine factors may play a key role in their behavioral changes
in this age group thus increase the chance of exposure to infection. The cervical lymph nodes were the most
affected anatomical site in TB confirmed cases. This could associated with the physical closeness of the cervical
lymph nodes to the route of infection, as the bacilli can easily picked up by macrophages or dendertic cells
which facilitate the transportation of the bacilli in the cervical lymph nodes where they can cause pathology.

In this study, lower FNA cytology and culture were confirmed of the clinically suspected TBLN cases, and this
result was in agreement with the reports from Dera by (20) and (14) in three sites (Addis Ababa, Dire Dawa and
Bahir Dar). The relatively lower sensitivity could be attributed to the puacibacilary in nature of the FNA samples
21n).

The present study confirmed that M. tuberculosis was the only isolated Mycobacterium species from the lesions
of TBLN in the study area. Although M. bovis was highly expected to be isolated from the lesions of TBLN in
the study area, no M. bovis was isolated. This finding was in agreement with the findings that were reported in
different parts of Ethiopia (14, 22) and the absence of M. bovis as an etiological agent of TBLN in patients could
suggest the minimal role of bovine TB in humans. In contrast to the findings of the present study, studies
conducted by (23) isolated M. bovis from cases of TBLN cases at Butajira, southern Ethiopia. Similarly, study
conducted in Tanzania isolated M. bovis from human cervical lymphadenitis cases (24). This might be due to
difference in living style and standard, chronic immunosuppressant infections, awareness difference on TB and
socioeconomic status.

In this study, 32 isolates of M. tuberculosis were typed by spoligotyping and 28 different patterns were identified.
Of these, two strains consisted of clusters of isolates while 26 stains consisted of only one isolate each. The study
showed that majority of the isolates were orphan (unique pattern) which could suggest less frequent transmission
of TBLN in the study area and also suggested that as the patients came from different geographical locations.
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The two strains that consisted of clusters of isolates were SIT50 and SIT393 and each consisted of three isolates.
The cluster formation indicates exogenous infection resulting from recent transmission and clonal expansion (25,
26).

Of the 28 different strains identified by the present study, SIT37 and SIT52 were reported previously from
Ethiopia (22). Although SIT11 (East-African Indian lineage) has been most commonly reported from India,
Bangladesh, Sri-Lanka, Malaysia, Indonesia, UK, Denmark, Netherlands, France, New Zealand and USA (27), it
was not isolated by the present study. Such findings could suggest the geographic structuring of the clonal
population resulting in genetically and phenotypically distinct M. tuberculosis population within different parts
of the world. Such difference may also explain the geographically variable response to vaccination with M. bovis
BCG vaccine (28).

In this study, 17 out of 32 spoligotypes possesses heterogencous spoligotype patterns that could not match with
international spoligotype database, new spoligotypes. At the phylogeny level (lineages), results of this study
showed that although ‘modern’ strains of M. tuberculosis were the most prevalent, the ‘ancient’ strains of M.
tuberculosis such as Indio Oceanic strains were also responsible for the spread of TB. The majority of the strains
identified in the present study belonged to the Euro-American lineage. The data confirmed that the old ancestral
lineages such as Indio- Oceanic were also circulating in the study population even if in relatively lower
proportion (28).

Conclusion

In this study, TBLN is the common form of EPTB and there is a diagnostic challenge in study area. All 32 PCR
positive cases of TBLN from the private hospitals were caused by M. tuberculosis. Further characterization of
the 32 isolates using spoligotyping lead to the identification of 28 different strains. Each of the two strains
(SIT50 and SIT393) consisted of three isolates while the remaining 26 strains were orphan thus, consisting a
single isolate each. The present study showed that majority of the isolates was orphan which could suggest less
frequent transmission of TBLN in the study area and/or the patients came from different geographical locations.
Thus, further similar studies should be conducted in different corner of the country in order to fulfill the existing
research gap.
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Tablel: Socio-demographic Characteristics of the study subjects and their respective FNA cytology results

Risk Factors Non TBLN TBLN Frequency P-values

Sex Male 15 31 46 0.58
Female 12 32 44

Age Category in years 18-30 17 36 53 0.47
31-45 5 19 24
>45 5 8 13

Marital Status Single 14 20 34 0.08
Married 13 43 56

Resident area Urban 13 16 29 0.03
Rural 14 47 61

Education Literate 18 28 46 0.05
Illiterate 9 35 44

Occupation Pastoralist 4 17 21 0.28
Non 23 46 69
Pastoralist

Consumption of raw milk Yes 5 22 27 0.12
No 22 41 63

Previous contact with TB Yes 6 25 31 0.11

Patients No 21 38 59

Contact with whom? Outside family 26 51 77 0.18
Family 1 12 13

History of treatment Yes 1 16 16 0.02
No 26 15 74

BCG vaccination Yes 2 4 6 0.59
No 25 59 84

Table2: Association between socio-demographic characteristics and their culture results

Risk Factors Culture P-values
Positive Negative

Sex Male 15 31 0.55
Female 17 27

Age Category in years 18-30 18 35 0.93
31-45 9 15
>45 5 8

Marital Status Single 11 23 0.62
Married 21 35

Residence area Urban 9 20 0.54
Rural 23 38

Education [lliterate 18 26 0.30
Literate 14 37

Occupation Pastoralist 7 14 0.80
Non Pastoralist 25 44

Consumption of raw milk Yes 8 19 0.44
No 24 39

Previous contact with TB Patients Yes 11 20 0.99
No 21 38

Contact with whom? Outside family 25 52 0.14
Family 7 6

History of treatment Yes 6 10 0.86
No 26 48

BCG vaccination Yes 3 3 0.36
No 29 55
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Table3: Clinical variables and their respective FNA cytology results

Clinical variables Non TBLN TBLN P-values
Cough Yes 6 25 0.11
No 21 38
Fever Yes 6 19 0.44
No 21 44
Loss of Appetite Yes 17 43 0.63
No 10 20
Loss of weight Yes 5 32 <0.001
No 22 31
Chest pain Yes 8 28 0.19
No 19 35
Shortness of breathing Yes 2 4 0.59
No 25 59
Night sweatiness Yes 7 53 <0.001
No 20 10
Fatigue Yes 11 18 0.26
No 16 45
Lymph nodes involved Cervical 11 27 0.01
Axillary 10 7
Inguinal 7 28
Table4. Spoligotype patterns of M. tuberculosis isolates identified in the study area
) No. of isolates : Ancestral/
Sample’s Code SIT = Lineages Modern
SE26 26 1 East-African Indian Ances
SE123 289 1 East-African Indian Ances
Selll New 1 Euro-American Modern
Sel12 New 1 Euro American Modern
Sel26 New 1 Euro American Modern
Sel18 New 1 Indio Oceanic Ances
Sel102 21 1 East-African Indian Ances
SE121 New 1 Indio Oceanic Ances
SE06 New 1 Euro American Modern
Sel05 New 1 Indio Oceanic Ances
Sed41 393 3 Euro American Modern
Se23 New 1 Euro American Modern
Sel29 50 3 Euro American Modern
Se21 New 1 Euro American Modern
Se38 New 1 Euro American Modern
Sed46P 929 1 Euro American Modern
SE114 New 1 East African Indian Ances
Se 29 New 1 Indio Oceanic Ances
SE46G New 1 Indio Oceanic Ances
Sel128 53 1 Euro American Modern
SE134 334 1 Euro American Modern
Se42 52 1 Euro American Modern
Sel19 New 1 Indio Oceanic Ances
SE20 New 1 Indio Oceanic Ances
Se39 New 1 Euro American Modern
Sel17 302 1 Euro American Modern
Sed4 37 1 Euro American Modern
Sel21 New 1 Indio Oceanic Ances
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Figure 1: Selected gels showing the results of RD9 deletion typing
Lane (L) 1=100bp ladder (M. tuberculosis marker, Lane2= H37Rv (positive control), Lane3= Qiagen H20
(negative control), Laned4= M. bovis (positive control), Lane5-26=FNA samples Present for M. tuberculosis.
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