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ABSTRACT
Urine Sample  from pregnant  women were analysed for bacteriuria. The result of irinalysis reveals the appearance –yellow and Cloudy, pH 6.0, protein-ve, Glucose-ve,Blood-ve, Urobilinogen. Normal, Ketone-ve, Nitrate tve, Bilirubin-ve, Ascobic acid –ve in some of the samples. The result  of urine microscopy reveal pus cells.  4-6/HPF, Epithelial  cell +++, red cells nil, yeast cells nil, crystal nil. Bacterial isolated from the culture include. Staphylococcus aureus, Escheriachia Coli, Klebsiella Spp. The sensitivity test  conducted gave  the following results. Staphylococcus aureus  was sensitive to streptomycin(++), Ciprofloxacin (+++), Amoclox(+) and resistant to cefuroxine. Klebsiella Spp was sensitive  to  Ciprofloxine (+++)  Ofloxacin (++) and resistant to streptomycin,  Ampicillin, Ceporex and Nalidixic acid. Eschriachia  Coli was sensitive to gentamycin (++), Ofloxacin (+++), Streptomycin (+++) and resistant  to Amoxlox and Ampicillin. 
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CHAPTER ONE
INTRODUCTION
Urinary Tract Infection (UTI) is a common health problem among pregnant women (Saidi et al ,2005). This usually begins in week 6 and peaks during week 22 to 24 of pregnancy due to a number of factors including ureteral dilatation, increased bladder Volume and decreased  bladder  tone.  Along with decreased  ureteral tone which contributes to increased urinary stasis and ureterovesical reflux (chaliha et al, 2002). Up to 70% of pregnant women develop glyucosuria, which encouraged bacteria growth in the urine (AI.  Issa, 2009). It may manifest as Asympromatic  bacteriuria (ASB) or symptomic Bacteriuria (SB).  The  prevalence of asymptomatic bacteriuria UTI has been previously reported to be 2% to 13% in pregnant women (Delzell et al, 2000).  Compared with that of symptomatic Bacteriuria in (UTI) which occur in 1-18% during pregnancy. Urinary tract infection (UTI) during pregnancy may cause complications such as Pyelonephritis, hypertensive disease of pregnancy, anaemia, chronic renal failure premature delivery and foetal mortality. 
(Dwyer, et al 2002). The incidence of these complications can be decreased by treating promptly Asymptomatic Bacteriuria (ASB) and Symptomatic (SB) during pregnancy due to the potential adverse sequelea of Urinary tract infection in pregnancy. Most  clinic perform routine urinalysis of midstream urine specimen  during one or more antenatal clinic (ANC) visits (Smaill 2007). However, culture and antimicrobial drug susceptibility testing are needed for  surveillar purposes  to guide the clinician on the proper management and prevent empirical  treatment of pregnant women with (ASB) and  (SB).
 A limited spectrum of organisms cause UTI and these include Escherichia Coli, which accounts  for the majority of uncomplicated urinary tract infection Isolates.  (crupta, et al, 2001). Others are Staphylococcus Saprophyticus, Klebsiella  Spp, Proteus Spp, Enterococcus  Spp and Enterobacter  Spp (Massinde, , et al  2009).
Data  on the current distribution and antimicrobial Isolates from pregnant women in Tanania is limited .

Urinary tract infections refer to the presence of microbial pathogen within the urinary tract and it is  usually  classified by the infection site, bladder (Cystitis), kidney (Pyelonephritis or urine (Bacteria) and also can be a Asymptomatic or symptomatic  (UTI) that occur in a normal genitourinary tract with no prior instrumentation are considered as “Uncomplication” whereas “Complicated” Infections are diagnosed in genitourinary tracts  that have  structural or functional abnormalities Urethral catheters, and are  frequently asymptomatic  (3,4)  (kriptke, 2005).
It has been estimated    that globally symptomatic  (UTIS) result in as many as 7 millions  visits to out patient  clinic,  1 million visits to emergency departments, and 100,000 hospitalization annually (5) (chin et al 2011).

Many different microorganisms can cause  urinary  tract infection (UTIS),  though the most  common pathogens  causing the  simple ones in the community are Esherichia  Coli and other Enterobacteriacae, which accounts approximately 75% of the isolates (Kebira et al, 2009).
In complicated Urinary tract infections and hospitalized patients,  organisms  such as Enterococcuss Faecalis  and Highly resistant, gram-ve rods including Pseudomoinas Spp.  are comparatively more  common.  The relative frequency of the pathogens varies depending upon age, sex, catheterization and hospitalization.

Urinary tract infection cases is often started empirically an therapy is based on information determined from the antimicrobial resistance pattern of the urinary pathogen. However, a large proportion of uncontrolled antibiotic  usage has  contributed to the emergency of resistant bacterial Infections (7-10). As a result, the prevalence of antimicrobial resistance among urinary track has been increasing world wide. (Biadglegene. et al, 2009).
Associated resistance i.e, the fact that a bacterium resistant to one antibiotics is often much more likely to be   resistant to other antibiotics, drastically decreases the chances of getting a second empirical attempt right. Resistance rates to the most  common prescribe drugs used in the treatment of (UTI)  vary considerably  in different areas, world-wide. The estimation of local etiology and susceptibility profile could support the most effective empirical treatment. Therefore, investigating epidemiology of (UTIS), the prevalence risk factors, are bacterial isolates and antibiotics sensitivity is fundamental for care givers and health planner to guide the expected intervention.

OBJECTIVE OF STUDY 
· The aim of this study was to determine bacterial etiology agent and evaluate their invitro susceptibility pattern to commonly used antimicrobial agents.
· To identify the bacteria Isolates 

CHAPTER TWO
1.1	LITERATURE REVIEW 
Urinary Tract Infection in Pregnancy causes numerous changes in the women’s body. Hormonal and mechanical Changes increase the risk of Urinary stasis and vesicoureteral reflux. These changes along with an already short urethra (approximately 3-4cm in females) and difficulty with hygiene due to a distended pregnant belly,  increase the frequency of urinary tract infection (UTIS)  in pregnant women (Hollowell, 2008). Indeed, Urinary Tract Infection UTIS are one of the most common bacterial infections  during pregnancy.

In general, pregnant patients are considered immunocompromised UTIS hosts because of the Physiologic   changes associated with pregnancy (Mazor-Dray, et al, 2009). These changes increases the risk of  serious infections, complications from asymptomatic and symptomatic urinary infection even in healthy pregnant women (Whitehead, et al, 2009).  

2.2	DEFINITION OF UTI 
Urinary Tract Infection is defined as the presence of at least 100,000 organisms per milliliter of urine in an asymptomatic patient, or as more than 100 organisms/ml of urine with accompanying Pyuria (>7 WBCS/ml) in a symptomatic patients, a diagnosis of UTI should be supported by a positive culture for a uropathogen.  UTIS  are associated with risks to both the fetus and the mother, including Pyelonephritis, preterm birth, low birth weight, and  increased perinatal mortality.

THE  RISK FACTORS IN PREGNANT WOMEN. 
2.3	ASYMPTOMATIC BACTERIA
Asymptomatic  bacteriuria (ASB) is commonly defined as the presence of more than 100,000 organism/ml in 2 cosnecutive urine samples in  the absence of declared symptoms. Untreated ASB is a risk  factor for acute cystitis (40%) and pyelonephritis (25-30%) in pregnancy. These cases accounts for 70% of all cases of symptomatic UTI among unscreened pregnant women (Smail.  2007).

2.4	ACUTE CYSTITIS 
Acute cystitis involves only the lower urinary tract. It is characterized by inflammation of the bladder due to bacterial or non bacterial causes (i.e radiation, viral). Acute cystitis develops in approximately 1% of pregnant patients, of whom 60% have a negative result on initial screening. 

2.5 SIGNS AND SYMPTOMS INCLUDE:
i. Hematuria
ii. Dysuria
iii. Suprapublic discomfort
iv. Frequency
v. Urgency
vi. Nocturia.
These symptoms are often difficult to distinguish from those due to pregnancy itself. The acute cystitis is also complicated by upper urinary tract disease (i.e, Pyelonephritis) in 15-50% of cases (Millar and COX, 1997).

2.6 ACUTE  PYLEONLENEPHRITIS 
Pyelonephritis is the most common urinary tract complication in pregnant women, occurring in approximately 2% of all pregnancies.
Acute pyelonephritis is characterized by Fever, Flank pain, and tenderness in addition to significant bacteriura. Other symptoms may include:
1. Vomiting
2. Nausea
3. Frequency
4. Urgency
5. Dysuria
Furthermore, women with additional risk factors (eg, Immunoosuppression, diabetes, sickle cell anaemia, neurogenic bladder, recurrent or persistent UTIS prior to pregnancy) are at an increased risk for a complicated UTI (Millar LK, et al, 1995).

2.7	VAGINAL INFECTIONS 
Virginal infection can cause or mimic UTIS, which are common in women in their reproductive years, affecting 25-30% of women aged 20-45 years. Discriminating between 2, depending on the results of vaginal and urinary cultures.

2.8	MORBIDITY AND MORTALITY CONCERN. 
The primary complication of bacteriuria during pregnancy  is  cystitis, although the primary morbidity is due to pyelonephritis, Septic shock and death have been reported.   Although  these outcomes are rare. Hypoxic fetal events can occur because of maternal complications of infection that lead to hypoperfusion of the placenta. (Versi, et al, 1997).

2.9	PATHOPHYSIOLOGY 
The physiologic changes of pregnancy predispose to bacteriura. These changes include urinary retention caused by the w eight of the enlarging uterus and urinary stasis due to progesterone-induced ureteral smooth muscle, relaxation. blood-Volume expansion is accompanied by increases in the glomerular  filtration rate (GFR) and urinary output.

Loss of Ureteral tone  combined with increased urinary  tract volume results in Urinary Stasis, which can lead to dilatation of the ureters, renal pelvis, and calyces. Urinary stasis and the presence of vesicoureteral reflux predispose some women to upper tract UTIS and acute pyelonephritis. Although the influence of progesterone cause relative dilatation of the ureters, ureteral tone progressively increases above the pelvic brim  during pregnancy.

However, whether bladder pressure increases or decreases during pregnancy is controversial.
In addition, glucosuria and aminoaciduria during pregnancy provide an excellent culture medium for bacteria in areas of urine stasis (Hollowell, 2008). 

2.10 CAUSES OF INFECTION 
Escherichia  Coli Infection is the most common cause of UTI,  accounting for  approximately 80-90% of cases, it originates from facal floras that colonized the periurethal area, causing an ascending infection. klebsialla,  Enterobacter, and proteus species causes most of the remaining cases.

Gram-Positive organism, particularly Enterococcus faecalis and group B Streptococcus (GBS), are also clinically important pathogens.
Infection with staphylocuccus saprophytics is an aggressive community-acquired organism can cause upper urinary tract disease, and this  infection is more likely to be persistent or recurrent (Gupta,  et al, 2001).

Urea-splitting bacteria, including  proteus, Klebsiella, Pseudomonas, and coagulase-negative staphytlocuccus, alkalinized the urine and may be associated with struvite stones-chlamydial infections are associated with sterile Pyuria  and account for more than 30% of non bacterial UTIS.

GBS colonization has important implications during pregnancy. Intrapartum transmission that leads to  neonatal GBS infection can cause pneumonia, meningitis, sepsis, and death. Current guide lines recommend universal vaginal and rectal screening in all pregnant women at 35-37 weeks gestation rather than treatment based on risk factors.

2.11		EPIDEMIOLOGY 
The frequency of urinary tract infection (UTI) in pregnant women (0.3-1. 3%) is similar to that in non pregnant women.
Changes in coital patterns (eg),position, frequency, post coital antibiotics) can offset recurrence in at risk individuals overall, UTIS are 14 times more frequent in women than in men.
 This difference is attributed to the following factors:
· The urethra is shorter in women.
· In women, the lower third of the urethra is continually contaminated with pathogens from the vagina and the rectum.
· Women tend not to empty their bladder as completely as men. 
· The female urogenital system is exposed to bacteria during intercourse.
A difference between pregnant and non pregnant women is that the prevalence of asymptomatic bacteriuria in pregnant women is 2.5-1%, as opposed to 3-8% in non pregnant women.
In up to 40% of these cases, bacteriuria may progress to symptomatic Upper tract UTI  or pyelonephritis, significantly more than in non pregnant  women.
Several patient-level factors are associated  with an increase frequency of bacteriuria during pregnancy. Indegent patients have a 5-fold increased  incidence of bacteriuria include diabetes mellitus, neurogenic bladder retention, history of vesisoureteral reflux (treated or untreated), previous renal transplantation, and a history of previous urinary tract infection. (Hollowell, 2008).

2.12		INTERNATIONAL  STATISTICS 
According to Versi and colleagues, described a higher prevalence of bacteriuria in pregnant white women (6.3%) than  in pregnant Bangladeshi women (2%).

Pregnancies that resulted in preterm deliveries were strongly associated with bacteriuria in white women; this was not observed Bangldeshi women. The authors hypothesized that the difference could be due to differences in hygiene practices and clothing. (versi.  Et al, 1997).

A large population-based Isreali study of nearly 20,000 pregnant Isreali women demonstrated a 2.5% rate of (ASB), and 2.3% rate of symptomatic UTI.

In this population, asymptomatic bacteriuria was found to have an association with multiple pregnancy complications including hypertension, diabetes,  intranterine  growth retardation, prolonged hospitalization, and preterm labor.  Sheiner and colleagues suggested that these findings may be a marker for intensity of prenatal care rather than a specific casual effect of the urinary infection. (Sheiner , et al, 2009).
Additionally, their follow-up study examining women with symptomatic UTI showed a clear association between UTI and low birth weight and preterm delivery, a finding consistent  with multiple previous investigation.


2.13	RACE, AGE, AND UTI IN PREGNANCY 
A retrospective analysis of 24,000 births indicates that the prevalence of UTI during pregnancy is 28.7% in whites and Asians 30.1% in blacks, and 41.1% in Hispanics when socio economic status in controlled, no significance difference among the race seems to exist. An additional survey-based analysis of self- reported UTI showed similar racial trends. This study also examined trends among native American women and found the highest prevalence of UTI in this population (24.2%) compared with Asian (10.3%) white (16.6%), Hispanic (18.3%) and blacks (20.3%) women. (whitehead, et al, 2009).

UTI is associated with preterm delivery in persons of all races. The adjusted odds ratio in infant with very low birth weight is 2.8 in blacks, and 5.6 in whites, adjusted for parity body mass index (Bml). Material age, marital status, cigarette smoking, education, and bacteriuria in blacks or whites is estimates at 1.5-5, and the relative risk of preterm birth in women with bacteriuria is 1.8-2.3 (Mckenzie, et al (994).

2.13  CLINICAL PRESENTATION 
The presentation varies depending on whether the patient has asymptomatic bacteriuria, a lower tract UTI (cystits) or an upper tract UTI (pyelonephitist). Burning with urination (dysuria) is the most signification cystitis other symptoms include frequency, urgency, suprapubic pain, and hermaturia in the absence of systemic symptom. The usual complaints of increased frequency, nocturia, and suprapubic pressure are not particularly helpful, because most pregnant women experience these as a result of increased pressure from the growing uterus expanding blood volume, increased glomerular filtration rate, and increased renal blood flow.

Pyelonephritis symptoms on presentation vary systems often include fever (>380c), shaking shills, costovertebral angle tenderness, anorexia, nausea, and vomiting. Right sided flank pian is more common than left or bilateral flank pain. Patients may also present with hypothermia (As low as 340c). Lower UTI Symptoms are common, but not universal.

2.13.1 PHYSICAL EXAMINATION 
During the physical examination, the findings should be considered in relation to the duration of pregnancy. The differential diagnoses may change in each trimester, and the increasing size of the gravid uterus may mask or mimic disease findings. A thorough physical examination is recommended, with particular attention to the abdomen suprapubic and/or costovertbral tenderness may be present.

In asymptomatic bacteriuria, no physical findings are typically present. Symptoms may arise intermently, only to be overlooked because of lack of persistence or severity.

Pelvic examination is recommended in all asymptomatic patients (with the exception of the third-trimester patient with bleeding) to rule out vaginitis or cervicities. In patients with cystitis, tenderness can often be elicited with isolation of the bladder on  pelvic examination.

Patients with pyelonephritis have fever (usually flank tenderness upon palpation and an ill appearance of patients, bilateral in one fourth of patients, and left sided in one fourth of patients. Pain may also be found suprapubically with palpation.

Based on gestation age, include fetal heart rate as part of the evaluation. Often owing to maternal fever, the fetal heart rate is elevated to more than 160 beats per minute.

2.15 COMPLICATIONS
It may include the following:
1. Perinephric cellulitis and absences 
2. Speptic shock
3. Renal dysfunction (usually transient, but as many as 25% of pregnant women with pyelonephritis have a decreased  GFR).
4. Hematologic dysfunction (Commom but seldom of clinical importance)
5. Hypoxic fetal events due to decreased placental perfusion.
6. Premature delivery leading to increased infant morbidity and mortality.
Pulmonary injury may also complicate UTI in pregnancy. Approximately 1 in 50 women with severe pyelonephritis during pregnancy have evidence of pulmonary injury due to systemic inflammatory responses syndrome and respiratory insufficiency.
Endotoxins that alter alveolar-capillary membrane permeability are produced, subsequently, pulmonary edema and acute respiratory distress syndrome developed. (Millar,  et al, 1997).
   
2.16	ETIOLOGY OF UTI IN PREGNANCY 
The most common uropthogen in the pregnant women is Escherichia COLI. This organism is isolated in approximately 80% of cultures, 
Other pathogens include the following:
· Klebsiella pneumoniae(5%) 
· Proteus mirabilis (5%)
· Enterobacter species (3%)
· S. saprophyticus (2%)
· Group B beta-hemolytic streptococcus (1%)
· proteus species (2%) Grude, et al 2001)
Infections that results from ascending colonization of the urinary tract the primary source of organisms is existing  vaginal, perineal, and fecal flora. Various maternal physiologic and anatomic factors predispose to ascending infection. The smooth –muscle –relazation properties of progesterone and mechanism obstructions by an enlarging uterus cause dilation of the renal calicecs, pelves, and ureters, leading to urinary stasis and potentiating infection. Calyceal and ureteral dilatation are more common on the right side, in 86% of cases, the dilation is localized on the right side. The degree of cayceal dilatation is also more pronounced on the right than the left (15mm vs 5mm).
This dilatation appears to begin by about 10 weeks gestation and worsens throughout pregnancy. 


2.17  SAREAN DELIVERY
Cesarean delivery is associated with UTI (27 times likely), but this association may be confounded by bladder catheterization or prolonged rupture of membranes (PROM). The incidence of symptomatic UTI is 9.3% and asymptomatic bacteriuria is 7.6%. (Mazor. Dray, et al .2009).

2.18  TREATMENT AND MANAGEMENT
Treatment of bacteriuria: Because of the dangers of maternal and fetal complications, Acute care (e.g, in the emergency department (ED) should focus on identifying and treating asymptomatic and sysmptomatic bacteriuria, along with ensuring that a more serious process is not the cause of the symptoms. Treatment of asymptomatic bacteriuria in pregnant patients is important because of the increased risk of UTI and its associated sequelae. (Vazquez, et al 2000).
· Administration of appropriate antibiotics 
· Administration of field of the patient is dehydrated 
· Administration of any indication of UTI exists 
Treatment should be preface with a discussion of behavioral methods to ensure good hygiene and to reduce bacterial contamination of the urethral meatus. This is important in preventing inadequate treatment and recurrent infection (Dwyer, et al, 2002).

BEHAVIORAL METHODS INCLUDE THE FOLLOWING
· Avoid baths 
· Wipe front –to back after urinating or defecating 
· Wash hand before using the toilet
· Use washcloths to clean the perineum 
· Use liquid soap to prevent colonization from bar soap 
· Clean the urethral  meatus first when bathing

2.19  ANTIBIOTICS FOR BACTERIURIA AND CYSTITIS 
Oral antibiotics are the treatment of choice for asyptomatic bacteriuria and cysistis. Appropriate oral regimens include cephalexin 500 mg qid, Ampicillin 500mg qid, notrofurantion 100mg bid, or sulfisoxazole 1g qid.

The resistance of Escherichia.COLI to ampicillin and amoxicillin is 20-40%, therefore, they are no longer considered on optimal choice for treatment of UTI caused by this organism. Fosfomycin (monurol), a phosphonic acid derivative, is useful 1 in the treatment of in complicated UTS caused by susceptible strains of E.COLI and Enterococcus species fosfomycin is pregnancy category B (ie, fetal risk is not confirmed in studies in humans but has been shown in some studies in animals). Although antibiotic courses of 1,3 and 7 days have ben eraluated, 10-14 days of treatment is usually recommended to eradicate the offending  bacteria. For example studies with cephalexin, co-trimoxazole, and amoxicillin have indicate that a single dose is as effective as a 3-to 7 day course of therapy, but the cure rate is only 70%. Data are insufficient to justify abandoning the more traditional long –term regimens. Treatment success depends on eradication of the bacteria rather than the duration of therapy  A test-for – cure urine culture should show negative findings 1-2 weeks post-therapy. A non-negative culture result is an indication for a 10 to 14 day course of a different antibiotic, followed by suppressive therapy ceg, nitrofurantion 50mg ghs) until six weeks post-partum (Mathai,  et al 2004). suggested the need for disseminated guidelines for practitioners in developing countries such as India. in their study, the found in appropriate use of antibiotics in terms of safety, cost, susceptibility, and threat for developing resistance. 

2.10	TREATMENT OF PYELONEPHRITIS 
The standard course of treatment for pyeloephritis is hospital admission and intravenous cephalosporins or gentamcin. Adminster iv fluids with caution patients with pyelonephritis can become dehydrated because of nausea and vomiting and need intravenous hydration. However, are at high risk for development of pulmonary edema and adult respiratory distress syndrome (ARDS). Mange fever with antipyretics (preferably, acetaininophen). Manage nausea and vomiting with antiemetics. Most antiemetics can be used for adverse effects caused by antibiotics, but doxylamine. Emetrol (pregnancy class A), Dimenhydrainate, and metoclopramide (class B) are preferred preterm labor and delivery are additional risks associated with pyelonephrctis. These risks need to be evaluated and treated early in the course of admission (Mckenzie et al, 1994). Controlled trial of outpatient treatment of pyelonephristis in pregnancy. They concluded that out patient therapy is as safe and effective as inpatient care in the treatment of pyelonephritis before 24 weeks gestation. However, the prevailing attitude still dictates that aggressive inpatient hydration and parental antibiotics are necessary. In early pregnancy, (1-3 trimesters) Pyelonephritis places the patient at risk for spontaneous abortion and and after 24 weeks gestation, preterm labor. (Millar et al, 1995). Reported on a randomized. 


CHAPTER THREE
MATERIAL AND METHOD 
SUBJECT COLLECTION 
The patients is this study are pregnant women within the gestation age of first and second trimesters (1-3, 4-6 months) coming for antenatal clinic at New Era hospital, Ihunanya hospitals, Sivon medical laboratory and Simons Hospital Aba.

The population served by these hospital include a wide range of patients from all socio-economic status patients include middle income group such as school teacher, clerk, secretaries etc. as well as low income group such as petty trader, cleaners, farmers etc. over a period of 6 weeks, certain number (20) of patients were examined.

SAMPLE COLLECTION 
Mid stream urine
Procedure: 20mls of mid stream urine were collected in a sterile containers and were labeled with number, Age and date immediately and transported to the laboratory for diagnosis.

PROCESSING OF SAMPLE 
URINALYSIS
10mls of the mid stream urine were transferred into a transparent test tube to check the Appearance etc. of the urine. 
· Then combi 9 medi test strip was deeped into the urine and was compared with colour chart to know the degree of changes in constituent of urine.
· Then record the changes in PH, protein, glucose ketone, blood, urobilinogen, Bilirubin, nitrite, and Ascorbic acid.

URINE MICROSCOPY 
Procedure: The urine was centrifuged at 300 RPM for 5 minutes, microorganisms and other substances sediment at the bottom of which when examined microscopically and were revealed at substances contained in the urine.

PRINCIPLE OF URINE MICROSCOPY
1. 10ml of urine were transferred into a test tube.
2. The urine was centrifuged at  300rpm for 5 minutes.
3. The supernant was decanted on the bottom of the test tube and tapped. 
4. A drop of the resuspend sediment was added to slide and covered with cover slip
5. This was reviewed microscopically using x10 and x 40 objective lens respectively.
6. Detect the presence of pus cells, Eprithelial cells, yeast cells, cast and crystals.

PREPARATION AND STERILIZATION OF CULTURE MEDIA 
Materials: Petridish, autoclave, conical flask, cotton wool, spatula, deionized water, (cled agar, Nutrient ager media weighing balance, measuring cylinder.
PREPARATION OF CYSTEIN LACTOSE ELECTOLYTE DEFICIENT (CLED) AGAR.
1. Procedures: 3.6g of (cled) agar was weighed and add 100mls of deionsed water.
2. It was allowed to soak for 10 minutes and stirred to mixed and sterilized by autoclaoing for 15 minutes at 1210C.
3. The sterilized flask was removed after 15 minutes autoclaving at 1210c and allowed to cool at 470C before poured in sterilized culture plates.
CULTURE INOCULATION 
Procedure: 
· An inoculating wire loop was flamed in a bunsen burner until red hot was obtained. 
· The wire loop was allowed to cool and was used to collect a loopful of urine (equivalent to 5ml or 0.005ml of urine).
· The urine was used to make a smear on the culture plate and streaking method was used on the plate to give discrete colonies. 
· The plate was incubate at 370c for 24hrs 
· After 24 hours on incubation the colonies on the plate were counted.
PREPARATION OF NUTRIENT AGAR 
PROCEDURE:
2.8g of the nutrient agar was weighed and dispersed in 100ml of deionised water, it was allowed to soak for 10 minutes and stirred to mixed and autoclave for 15minutes at 1210c . It was allowed to cool before pouring into the sterilized culture plate.
GRAM STAINING 
Aim: To differentiate between a gram positive and gram negative organisms. 
Materials: crystal violet, iodine, acetone, neutral red principle:
The level of peptidoghycan layer in the cell wall of bacteria when a smear is stained with (primary stain) crystal violet, due to the high level of peptidoglycan in gram positive. The stain is absorbed during  differentiation with acetone, but gram negative have low level of peptidoglycan layer was off on a dilution of acetone and pick up the counter stain, neutral red. 
Procedures: 
A thin smear of the pure isolates was prepared by mixing and spreading a small bit of the bacteria obtained on a wire loop with a drop of water in a clean glass slide. 
-	The smear was allowed to air dry, after it was heat-fixed by passing the slide horizontally over a Bunsen flame. 
-	2-3 drops of crystal violet were first added to the slide and allowed for 30 minutes before it was washed off with tap water.
-	Iodine was added next to form a mordant complex with the primary stain (crystal violet) for 1 minutes and it was rinsed off with tap water. 
Ethanol was also used to decolourized the stain for 15 seconds and it was also washed off with tap water. Safrain (secondly stain) was added lastly and it was allowed  to stay for 30 seconds. It was then rinsed off with water to prevent excess decolourization  and allowed to air-dry before viewing. Oil immersion was applied and then view under the microscope x 40 objective lens respectively.
BIOCHEMICAL TEST
INDOLE TEST.
Material: Kovac’s reagent, peptone water, control test, colonies test tube.
Aim: To differentiate gram negative rod especially Escherichia coli.
Principle:  The organisms cultured in medium which contains trytoplasm. Indole production is detected  by Kovac’s reagent which counts 4 para-amino benzaldhede. This react with indole to produce a red coloured compound.
Procedure: The test and control organism were inoculated into a bottom containing 3ml sterile peptone water each. These are incubated at 370c for 24hours 
0.5ml of kovac’s reagent was added to 5mls of peptone water incubate 24hrs in a separate tube for test and control.
These were shaked gently and examined for 10minutes.
COAGULASE TEST 
Aim to differentiate or identify staphylococcus aureus for epidermidis S Saprophtians. 
Materials: Human plasma, pyhsicological saline colonies from cled Agar plate, slide, wire lop and distilled water.
Procedure: A drop of distilled water was placed on a center of the slide.
· A colony of the test organism, gram- ve to gram tve cocci was placed in each of the drops to make two flunck suspension.
· A Loopful of plasma was added to the suspension, mixed gently after observed for coagulase for 10 minutes.
· A similar preparation was repeated with normal saline solution to check for granulatyo of the strain.
· A known staph aureus colonies was used as control.
CATALASE TEST   
Aim: To differentiate those bacterial that produce the enzymes catalase such as staph aureus to non catalase producing bacterial such as streptococci.
Material: 3% hydrogen peroxide (3% H2O2)
PROCEDURE:
· 2ml of H2 02 solution was poured into a test tube 
· A sterile wooden stick was used to remove a good growth of test organism and was immersed in H202  solution.
CITRATE TEST 
Material- koser citrate medium 
Procedure: 
· A sterile wire loop was used to inoculate 3-4ml sterile koser citrate medium with a broth culture of the organism.
· The inoculated broth was incubated at for 35-370c for 4 days.
SENSITIVITY TEST
Materials: Gram positive disc, gram negative disc nutrient agar media, Petridish. 
Procedure: The pure colonies from culture plate was used as inoculums.  
· A cool flamed wire-loop was used to pick the colonies. 
· The colonies was emulsified on the nutrient agar using the wire loop and streaked on the plate. 
· Gram positive and gram negative disc was used to test for sensitivity of gram positive and negative organism.
· The plate was incubated for 24hrs at 370c.
· After 24hrs the sensitivity was read based on the zone of inhibition. 

Table 4:
RESULT: ANTIBIOTIC SENSITIVITY
ORGANISM  STAPHYLOCOCCUS NUREUS
	NAMES 
	1 MCGCONC
	ZONESOF INHIBITION(MM)
	SUSCEPTIBILITY 

	Streptomycin
	1g
	30
	Sensitivity

	Ciprofloxacin
	500
	30
	Sensitivity 

	Levefloxacin
	500
	30
	Sensitive

	Amoxicillin
	500
	30
	Sensitive

	Erythromycin
	500
	-
	Resistant

	Gentamycin
	280
	-
	Resistant 

	Norfloxacin
	400
	24
	Sensitive

	Ampiclox
	500
	-
	Resistant

	Chloromphenicolol
	250
	-
	Resistant

	Rifampcin 
	250
	-
	Resistant




ORGANISM: KLEBSIELLA PNEUMONIAE
	NAMES 
	1 MCGCONC
	ZONESOF INHIBITION(MM)
	SUSCEPTIBILITY 

	Streptomycin 
	1g
	-
	Resistant

	Ampicillin
	250
	-
	Resistant

	Ceporex
	500
	-
	Resistant

	Nalidixicacid
	500
	-
	Resistant

	Augmentin
	675
	-
	Resistant

	Septrin
	480
	-
	Resistant 

	Reflacine
	400
	-
	Resistant

	Gentamycin
	280
	-
	Resistant

	Ceftriaxone
	500
	-
	Resistant

	Cenfuroxine
	200
	-
	Resistant

	Ofloxacin
	200
	30
	Sensitive

	Ciprofloxacin
	500
	30
	Sensitive 










ANTIBIOTIC SENSITIVITY TEST 
ORGANISM: ESCHERICHIA COLI
	NAMES 
	1 MCGCONC
	ZONESOF INHIBITION(MM)
	SUSCEPTIBILITY 

	Taravid (Ofloxacin)
	500
	30
	S

	Reflacine
	500
	30
	S

	Gentamycin
	500
	24
	S

	Ciprofloxacin
	500
	30
	S

	Septrin
	480
	30
	S

	Streptomycin
	1g
	30
	S

	Ceptriaxone
	500
	30
	S

	Nalidic acid
	500
	-
	R

	Augmentin
	675
	-
	S

	Amoclax
	675
	-
	R

	Cefixine
	500
	30
	S

	Ampicillin
	250
	-
	R


CHAPTER FIVE
DISCUSSION
In this present study of the urine, proper investigation and prompt treatment are needed to prevent serious life threatening condition and morbidity due to UTI that can occur in pregnant women. The findings shows that only (10) urine specimens out of (20) pregnant women that come for antenatal clinic at Ihunanya hospital, New Era hospital Aba were tested for urinalysis, urine microscopy, etc. During the last 6 weeks from the result obtained, it was found out that in pregnant, women urinary tract infection were present in the gestation period of first second trimesters (1-3) (4-6 months). Staphaureus was the common in pregnant women Escherichia. Coli, Klebsiella. SPP. Screening of all pregnant women are very important for significant bacteriuria because (ASB) can be present in majority of pregnant women (Delzell et al 2000). 

Moreover, previous clinical trails have shown that antibiotic treatment significantly reduces the risk of complications associated with UTI in pregnancy.

Furthermore, screening for treatment of asymptomatic bacteriuria during pregnancy has become a standard of care in other countries (Smaill, 2007). Also preventing the occurrence of adverse outcomes for mothers such as pyelonephritis, hypertension, premature labour as well as adverse outcome of the unborn child (Raz, 2003).

In this research, gram negative bacteria were more prevalent than gram positive bacteria (Bomberg etal,2005). Staphylococcus. aureus was the major pathogen isolated for (7) positive culture with significant bacteriuria. Staphylococcus aureus was considered uropthogenic due to a number of virulence factors specific for colonization and invasion of urinary epithelium (sheffied and Cunaingham, 2005). Escherichia. COLI, Coagulase positive and klebsiella. SPP. were the third most common bacterial isolated. 

Although, the spectrum of agents causing UTI in pregnant women is relatively constant, because their antibiotic susceptibility patterns are different in different geographical locations. The current research shows high level of sensitive to first line antimicrobial drugs such as streptomycin. Most antimicrobials used to treat UTI including Ciprofloxacin can also achieve high urinary concentrations. This could imply that urinary isolates which were moderately resistant to gentamycin could be effectively treated with normal doses of antibiotics. However, some previous studies have reported that clinical cure rates may be lower among outpatient women with uncomplicated UTI treated with Gentamycin when the  infected pathogen is resistant to gentamycin (Masterton and Bochsler, 1995).

CONCLUSION 
The physiological changes of pregnancy predispose women to asymptomatic bacteriuria (ASB) and UTI. All pregnant women should be screened for ASB with a urine culture treated with antibiotics if the culture is positive, and then retested for cure. The goal of treatment of UTI in pregnancy is to prevent negative sequelae to the mother and fetus. For patients treated symptomatic bacteruiria (SB) UTI in pregnancy should be continued on daily prophylactic antibiotic for the duration of their pregnancy.

RECOMMENDATION 
It is therefore, recommended that pregnant women should constantly attend antenatal clinic for screening and for prompt treatment of infection when detected.
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