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Table 11: Degree of the diagnostic performance of PelvoCheck® CT/NG compared to the reference methods for NG.

Reference method Quality criterion Sample type Agreement [%]
Agreement in 

sample number

Hologic/Gen-Probe
APTIMA Combo 2® for 
CT/NG
(1st set of swabs)

Positive agreement
cervical 100.00 50/50

vaginal 100.00 49/49

Negative agreement
cervical 100.00 104/104

vaginal 100.00 102/102

Abbott RealTime CT/NG
(2nd set of swabs)

Positive agreement
cervical 98.04 50/51

vaginal 100.00 49/49

Negative agreement
cervical 100.00 103/103

vaginal 100.00 102/102

Table 12: Total agreement of results obtained with PelvoCheck® CT/NG and reference methods for all samples.

Hologic/Gen-Probe 
APTIMA Combo 2® for CT/NG x

PelvoCheck® CT/NG

Abbott RealTime CT/NG x
PelvoCheck® CT/NG

Hologic/Gen-Probe 
APTIMA Combo 2® for CT/NG x

Abbott RealTime CT/NG

cervical vaginal cervical vaginal cervical vaginal

CT 98.70 % 98.01 % 99.35 % 99.34 % 99.35 % 98.68 %

NG 100.00 % 100.00 % 99.35 % 100.00 % 99.35 % 100.00 %

In general, the total agreement of the results obtained with all three methods was high regardless 
of the pathogen and the type of swab. The total agreement of PelvoCheck® CT/NG with the results 
gained with both reference methods for CT in cervical swabs was 98.70-99.35 % and for vaginal 
swabs 98.01-99.34 %. In case of NG, the total agreement of PelvoCheck® CT/NG with the results 
achieved with both reference methods was in cervical swabs 99.35-100 % and for vaginal swabs 
100 %. The positive agreement (sensitivity) of PelvoCheck® CT/NG with the results obtained with 
both reference methods for CT for cervical swabs was 96.15-98.04 % and for vaginal swabs 
94.44-98.08 %. In case of NG, the total agreement of PelvoCheck® CT/NG with the results gained 
with both reference methods was for cervical swabs 98.04-100.00 % and for vaginal swabs 
100.00 %.

Discrepant results between the Hologic/Gen-Probe APTIMA Combo 2® assay for CT/NG and the 
PelvoCheck® CT/NG or Abbott RealTime CT/NG assay, might be caused by the fact that two different 
sets of swabs had to be used, of which the APTIMA-swab was always taken first. In addition, most 
of the discrepant results showed alternating positive and negative results. In contrast, all cervical and 
vaginal swabs spiked with CT or NG (verifiable true positive swabs and equal for all 3 methods) were 
tested positive and no discordant results compared to the two reference methods were detected. 
In no analysis, false positive CT or NG results were noticed with PelvoCheck® CT/NG and therefore, 
the negative agreement of PelvoCheck® CT/NG was 100 %. 
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12.  PElvOCHECK® CT/NG SHORT PROTOCOL

12.1 Room 2: PCR setup of reaction mix

! Preferably prepare dilution of Uracil-N-Glycosylase and PelvoCheck® CT/NG PCR MasterMix in a clean bench.

 ➠ Dilute the Uracil-N-Glycosylase 1:50 in PCR-grade water.

 ➠ Mix the UNG dilution carefully.

 ➠ Prepare the fi nal PCR MasterMix for the required quantity of PCR reactions.

1
reaction

13
reactions
(1 chip)

26
reactions
(2 chips)

39
reactions
(3 chips)

52
reactions
(4 chips)

PelvoCheck®

CT/NG PCR Mas-
terMix

19.9 µL 258.7 µL 517.4 µL 776.1 µL 1,034.8 µL

HotStar Taq® 
Polymerase
(5 U/µl)

0.1 µL 1.3 µL 2.6 µL 3.9 µL 5.2 µL

Uracil-N-Glyco-
sylase (Dilution of 
1:50, 
0.02 U/µl)

1 µL 13µL 26 µL 39 µL 52 µL

Total volume 
before addition of 
sample DNA  

21 µL 273 µL 546 µL 819 µL 1,092 µL

 ➠ Mix the fi nal PCR MasterMix carefully.

 ➠ Aliquot the fi nal MasterMix: add 21 µL of the fi nal MasterMix for each PCR 
reaction into a 0.2 mL PCR reaction tube of a PCR strip.

PCR

Room 2
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12.2	 Room 2: Manual PCR - DNA template addition / 
PCR reaction

➠➠ Add 5 µL of DNA template for each PCR reaction.

➠➠ Mix thoroughly.

➠➠ Start the PCR reaction with the prepared thermal cycler program.

Time Temp. °C No. of cycles

20 min 37 °C 1

15 min 95 °C 1

30 s
60 s
30 s

94 °C
65 °C
72 °C

45

10 min 72 °C 1

Hold 10 °C ∞

PCR

Room 2
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12.3 Room 3: Hybridisation - Preparation / Hybridisation
reaction

!
Begin preparations at least 30 minutes prior to hybridisation.

 ➠ Equilibration of the PelvoCheck® CT/NG hybridisation and washing buffers.

 ➠ Preparation of oCheck® hybridisation chamber.

 ➠ Pre-incubation of PelvoCheck® CT/NG chips.

 ➠ Preheating of water bath to 50±2 °C.

 ➠ Preparation of washing solutions.

 ➠ Dissolve potential precipitates in the PelvoCheck® CT/NG hybridisation and 
washing buffers by equilibration to room temperature (18 to 25 °C) and mix well.

 ➠ Prepare the washing solution mix for the amount of PelvoCheck® CT/NG chips 
to be analysed.

Number of PelvoCheck® CT/NG chips

Components 1 2 3 4

Purifi ed water 100 mL 200 mL 300 mL 400 mL

PelvoCheck® CT/NG   
Buffer A

10 mL 20 mL 30 mL 40 mL

PelvoCheck® CT/NG   
Buffer B

1.25 mL 2.5 mL 3.75 mL 5 mL

Total volume 111.25 mL 222.50 mL 333.75 mL 445 mL

 ➠ Aliquot the washing solution mix into two oCheck® WashBoxes.

 ➠ Preheat washing solution II in a water bath at 50±2 °C.

 ➠ Prepare the oCheck® Hybridisation Chamber.

 ➠ Pre-incubate the amount of PelvoCheck® CT/NG chips to be analysed in the 
prerepared oCheck® Hybridisation Chamber at room temperature (18 to 25 °C).

 ➠ Mix PCR products and briefl y spin down.

 ➠ Mix PelvoCheck® CT/NG Hybridisation Buffer and briefl y spin down.

 ➠ Mix 30 µL PelvoCheck® CT/NG Hybridisation Buffer with 10 µL PCR product in 
a 0.2 mL PCR reaction tube of a PCR strip.

 ➠ Mix thoroughly and briefl y spin down.

 ➠ Transfer 30 µL of the hybridisation mix into each well of the
PelvoCheck® CT/NG chip using a multichannel pipette.

 ➠ Avoid air bubble formation.

 ➠ Incubate the PelvoCheck® CT/NG chip for exactly 30 minutes at room 
temperature (18 to 25 °C).

Hybrid. & Washing

Room 3
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12.4 Room 3: Washing and drying / 
Scanning and evaluation

 ➠ Remove the magnetic slide holder from the oCheck® Hybridisation Chamber.

 ➠ Drop the slide holder into the oCheck® Washbox with washing solution I.

 ➠ Attach the oCheck® handle.

 ➠ Wash the PelvoCheck® CT/NG chip(s) in washing solution I at room temperature 
(18 to 25 °C) for 20 seconds.

 ➠ Wash the PelvoCheck® CT/NG chip(s) in preheated washing solution II in a 
water bath at 50±2 °C for 30 seconds.

 ➠ Remove any liquid from the PelvoCheck® CT/NG chip surface by centrifugation.

3 minutes
500 x g

1 minute
max. speed

or

 ➠ Scan the PelvoCheck® CT/NG chip(s) with the CheckScanner™.

 ➠ Perform scanning and analysis as described in the User Guide of the 
CheckReport™Software.

 ➠ Create reports.

Hybrid. & Washing

Room 3


