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Wet Prep
PRINCIPLE: Vaginititis is one of the most common complaints of women seeking medical treatment. Approximately ninety percent (90%) of the cases are associated with infections caused by Gardnerella, Candida sp.or Trichomonas. In conjunction with the patient’s history and physical examination, the wet prep procedure is a valuable aide in the diagnosis of the etiologic agent.

This procedure provides instructions for performing a microscopic examination for the presence of these agents in a saline suspension of vaginal secretions as specified in the guidelines established by the College of American Pathologists. It is also in compliance with the Clinical Laboratory Improvement Amendment (CLIA) of 2003 certification requirements.

PATIENT PREPARATION: There is no patient preparation needed.

SPECIMEN COLLECTION: Standard (universal) Precautions must be followed when collecting and handling potentially infectious specimens.

1. Place approximately 0.5ml of 0.85% nonbacteriostatic normal saline in a small test tube (i.e.10x75mm). The saline must be at room temperature.

2. Collect vaginal material on a swab by rubbing the vaginal wall or by collecting material from the posterior forices, and emulsify in saline.

3. Label the tube with a patient identifier.

4. The sample should be maintained at room temperature (do not refrigerate) and examined within 15 minutes.

EQUIPMENT AND MATERIALS:
Equipment:

             1. Bright field microscope with 10x or 15x oculars, and 10x, 40x objective lenses.

            Materials:

1. test tubes containing 0.5ml 0.85% normal saline

2. Sterile swabs

3. Glass microscope slides

4. Glass cover slips 22mm sq.

5. Disposable plastic pipettes

6. A puncture proof disposal container

7. An EPA approved disinfectant

          Reagents:

1. Normal saline, 0.85% sodium chloride in water

2. 10% potassium hydroxide (KOH), NOTE: 10% KOH is a caustic and has a potential for injury. Instructions for the use of personal protective equipment and post exposure care may be found in the material safety data sheet (MSDS).

Storage Requirements 

1. All reagents (controls, KOH, saline, and pH paper) are to be stored at room temperture. KOH is to be discarded if precipitation occurs.

2. No reagents are to be used past their expiration date.                                                              

MAINTENANCE:

Daily: Clean objectives lenses, eyepieces and condenser daily. Use a high quality lens paper moistened with an approved lens cleaner to clean objectives and eyepieces. DO NOT USE  organic solvents, Kimwipes, paper towel, or gauze to clean lenses or eyepieces. Work surfaces should be cleaned at the end of each day or if contaminated, with an EPA approved disinfectant.

              
Annually: The microscope should have yearly preventive maintenance by a qualified service agent.

QUALITY CONTROL:

1. QC materials-suspensions of bacteria and yeast are provided by MDCH. The expiration date is 6 months from the date the tube is opened.

2. Expected results: 
a. yeast observed

b. bacteria observed
3. Frequency of testing: perform QC and record results each day of testing.

4. Lot numbers and expiration dates of controls, KOH and saline are to be documented each day of testing.
5. If the control fails to give expected results, repeat the procedure. If the control fail again, discard the control and open a new control. The corrective action taken is to be recorded on the log sheet.
PROCEDURE:

1. Gently mix the specimen and place one drop of specimen on each of two slides.

2. Add one drop of 10% KOH to one of the slides

3. Place a coverslip on each slide being careful to avoid trapping air bubbles under the cover slip.

4. Adjust the microscope to obtain optimum contrast.

5. Saline prep: 
a. scan the entire slide on low power (10x) for the presence of motile trichomonas and pseudohyphae. Using low power is also helpful to evaluate the distribution of cellular material on the slide.

b. Reexamine the slide on high dry (40x) to evaluate the presence or absence of white cells (PMNs), “clue cells”, weakly motile trichomonas, yeast (budding or non budding), and pseudohyphae.

NOTE:  When examining saline preps, the nucleus of the squamous epithelial cell serves as a useful size marker.  For example, a WBC is approximately the same size as the nucleus of a squamous epithelial cell.
· 

1)
Nucleus = 15 microns




2)
Yeast = 5-7 microns

3)
RBC = 6-8 microns

4)
WBC = 15 microns



5)
Trichomonas = 20 microns

6. KOH prep: examining the KOH slide prep after the saline prep allows the KOH time to clear the cellular debris thus making the observation of pseudohyphae easier. The examination should be conducted within 5 minutes of the addition of the KOH to prevent the formation of drying artifacts. In most cases, the presence of pseudohyphae and budding yeast can be determined by using low power (10x). The KOH prep is not suitable for the examination of the other agents associated with vaginitis.

7. Record the results on both the laboratory test record and the individual patient chart. Utilize the reporting scheme described in the Reporting Results section of this procedure.

8. Discard slides into a puncture proof container.

REPORTING RESULTS: 

Report clue cells, Trichomonas, yeast/pseudohypae, and White Blood Cells individually as either negative or positive.  

A NEGATIVE RESULT indicates the absence of the cellular element being evaluated (“clue cells”, Trichomonas, yeast/pseudohyphae, or less than 10 white blood cells per high power field (WBCs/hpf)).

A POSITIVE RESULT indicates the presence of the cellular element being evaluated (“clue cells”, Trichomonas, yeast/pseudohyphae,  or more than 10 white blood cells per high power field (WBCs/hpf)).  Positive results are not quantitated.

PROCEDURE NOTES:

Trichomonas vaginalis: Trichomonas are flagellates that have 3-5 anterior and 1 posterior flagella. They have rapid jerky motility that can be seen under low power. However, their numbers vary in clinical specimens and scanning the whole slide is essential. Also, trichomonas is a facultative anaerobe that has limited survival outside the host. Consequently, examining the specimen within 15 minutes is critical. As viability decreases they become spherical and non-motile. Examination under high power may still identify spherical cells with flagellar movement.

“Clue Cells”: Bacterial vaginosis (BV) is the most common type of vaginal infection and is associated with the presence of “clue cells”. Clue cells are epithelial cells cover with bacteria giving the cell a shaggy appearance, which obscures the cell border. Cell with varying stages of infestation are frequently seen in wet prep samples. A key microscopic feature of BV is the lack of inflammatory cells and the absence of or reduction in normal flora

Yeast/Pseudohyphae: Candida albicans is the most frequently encountered Candida sp. associated with vaginal infections but the organism does occur in low numbers as part of the normal vaginal flora. There are two morphologic forms that are seen in clinical specimens, the yeast phase and pseudohyphae. When examining the saline prep, it is important to note that the yeast phase (5-7 microns, pear shaped) can be seen as a single cell with or without a bud and is about the same size as a red blood cell  (6-8 microns, round). Pseudohyphae appear as thick walled tube like structures. The use of KOH enhances the appearance of both forms by clearing the celluar elements. It is important to allow the KOH to react with the sample for 30-60 seconds before making an observation. NOTE: Low numbers of yeast, in the absence of clinical signs and symptoms, are considered part of the normal vaginal flora.
LIMITATIONS OF THE  PROCEDURE:

False negative wet prep examinations, with or without the presence of white blood cells, may be as high as 60% when compared to other laboratory procedures such as culture. There are several reasons for this lack of sensitivity. These include the extent of experence of the examiner, patient hygiene practices such as douching and intravaginal medication use, and the limits of detection of the direct examination procedure. In addition, the presence of  10 WBCs/hpf or greater may result from a non-infectious process.




It is critical that laboratory results be interpreted based on clinical findings.
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