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PURPOSE:

The presence of heterotrophic bacteria in dialysate waters can lead to the development of a
Gram negative toxin mediated pyrogenic reaction, bacteremia, and chronic inflammatory
response syndrome. Hot tub waters are screened for the presence of Pseudomonas
aeruginosa, the causative agent of a superficial skin infection known as “Hot tub folliculitis”.
The HPC SimPlate method utilizes enzyme technology to target the most common enzymes
of waterborne bacteria. The byproduct of the enzymatic reactions can be seen as
fluorescence using a UV light. Additionally, hot tub waters have a MacConkey plate

inoculated to aid in the detection of Pseudomonas aeruginosa.

SAMPLE INFORMATION:

Type Hot tub water, Dialysate water
Volume 10mL +/- 0.2mL

Stability 48hrs, refrigerated

Storage

; 2-8°C (refrigerated)
Requirements

Criteria for rejection
_ Waters: <10mL and/or >48hrs old
and follow up action

REAGENTS and/or MEDIA:
e Sterile SimPlate with lid

e Sterile media tubes

e MacConkey agar (for Hot Tub waters only)
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SUPPLIES:

e 10mL syringe
e UV light
e 35C incubator

QUALITY CONTROL:
Performed per shipment or Lot number — refer to Procedure MIC60400WaterQC

PROCEDURE INSTRUCTIONS:

Step Action

Accession waters under the appropriate name — see LIS Water list. The LIS test code

1 should already populate as waters are set up as Standing Orders. If this is a new water
client — see Tech2
LIS CODE: TSWAT, DIAST or DIAFS(Fort Smith only)

. Select Source(where required) — if Source is HOT TUB or SPA WATER — HPC wiill
automatically order and a MacConkey (MAC) plate label will generate

. If water is chlorinated — treat with sodium thiosulfate prior to analysis.
Sample containers from Stanton contain sodium thiosulfate

4 Label requisition and samples

5 Label sterile media tube (green top), SimPlate and MAC plate (where required)

6 Mix water sample

7 Using 10mL syringe — aliquot off 10mL

8 | Add to green top tube and shake

9 | Allow powder in tube to dissolve

10 | Remove SimPlate lid and pour in contents of green top tube
Replace lid and gently swirl to distribute the sample

t NOTE: Air bubbles do not interfere with test
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- Tip the plate at a 90 degree angle so the excess water will drain into the absorbent at
the bottom
- Invert the plate onto the plastic lid and incubate at 35°C for 48hrs.
Results can be read from 45-72 hours from the start of incubation
14 | While viewing under the UV lamp - count the number of wells showing fluorescence
Refer to the MPN table to determine the Most Probable Number of heterotrophic plate
15 count bacteria in the original sample — see attached chart.
THE LIS SYSTEM CALCULATES THIS FOR YOU — CHOOSE THE NUMBER OF
POSITIVE WELLS IN THE KEYPAD
HOT TUB/SPA WATERS — Aliquot off an additional 1mL of water and flood a labeled
MAC plate - incubate along with the SimPlate (35°C for 48hrs)
G e Look for growth of Pseudomonas aeruginosa — Non-lactose fermenter, oxidase

positive — send to VITEK for GNI
e Report as: “Isolated: Pseudomonas aeruginosa”

o If MAC plate is negative- Report as: "No Pseudomonas aeruginosa isolated”

RELATED DOCUMENTS:

MIC60400WaterQC Procedures

REFERENCES:
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APPENDIX:
Unit-Doza

SimPlate Far HPG
Mast Probable Number (MPN) Table

# Pogitive NP 085% cordiderc e limits # Pozitive MPHN 95% confidence limits

Walls lower upper Wells lower uppar
a 0.2 <003 <14 43 12.0 as 1E.2
i 0.2 a0 14 44 12.4 =R | 1E7
2 a4 (IR 16 4= 128 gz 1732
3 0.6 o2 14 4 13.2 oz irg
4 .8 0.3 22 47 13.7 102 1832
= 1.0 04 25 4= 14.1 105 183
[ 1.2 05 27 49 14.6 1049 18s
7 1.5 aF 30 =0 15.1 11.3 204
L 1.7 05 23 =1 156 11.7 07
g 1.4 10 35 52 16.1 121 213
10 24 1.4 23 53 16.6 125 2210
11 213 1.3 12 =4 17.1 120 227
i2 26 15 15 55 17.7 124 234
13 2.8 16 15 = 5 158.3 1249 244
14 3.0 1.8 R L=y 15,9 14 .4 249
15 313 20 54 ca 14.5 142 =7
ia 3.5 22 548 = .2 1.4 2ES
i7 3.8 23 &1 ED a0 1=49 272
18 4.0 25 &4 E1 216 [ Bz
19 4.3 27 6.7 EZ 223 17.1 28z
20 4.5 za 7l B3 234 17.7 nz
b | 4.8 24 74 (== | 230 12.3 Mz
22 51 33 7T s 248 1210 32z
23 5.3 35 80 EE 257 187 Jas
24 5.6 2.8 2.4 ET 6.6 0.4 dr
25 5.4 410 a7 E3 276 212 3E4
25 6.2 2 =R | e 28.7 2Z0 Irs
27 6.5 {4 2.4 Lk a9 bl | oo
25 a8 i7 a5 i | 24 . 07
23 7.A 19 10.2 TE 2.4 248 42s
50 7.d 5.4 108 T3 3.4 2558 44 4
] | 7.7 54 1049 74 355 Zri 4EE
A2 8.0 55 11.3 = 3r.2 ;2 459
ek 8.3 = 11.7 7B .2 b= 514
a4 8.6 g2 121 T 41.4 44 5.9
A5 an &4 126 A 14.0 ars 589
55 a3 &7 130 o 470 K ] Gig
ar a7 70 124 an =7 ard Bo=
35 10.0 7.3 1249 21 =5 L= 775
5 10.4 75 14.3 az 2.3 43z B
40 10.8 7a 14.8 a3 738 TE 114.6
41 11.2 82 1.2 Bd =738 =d7T 6 =114 &
i2 116 85 15.7

FFPHN i= par mil of thea 10 ml scampls added 1o the media ubs {pour-off is accountsd for).

NOTE: Thisis a CONTROLLED document for internal use only. Any documents appearing in paper form are
not controlled and should be checked against electronic version prior to use.

FILENAME: MIC52615HPCPRO.doc | PRINT DATE: 19 April 2016




	The presence of heterotrophic bacteria in dialysate waters can lead to the development of a Gram negative toxin mediated pyrogenic reaction, bacteremia, and chronic inflammatory response syndrome. Hot tub waters are screened for the presence of Pseudo...

