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AmpliVue® C. difficile Assay 

Frequently Asked Questions 

General 

How can I cut down on the chances of contamination in the lab? 
Our assays are very sensitive and each lab needs to take all precautions to avoid carry-over and residual 
contamination. Be sure to clean well with 10% bleach, work in a uni-directional manner, change tips 
between each sample, use barrier tips, and change gloves often.  
 
What is the precision of the AmpliVue C. difficile Assay? 
The reproducibility of the AmpliVue C. difficile Assay was evaluated at three test sites.  Each site tested a 
reproducibility panel and assay controls for five days in triplicate.  Additional information regarding the 
performance characteristics for the reproducibility study can be found in the AmpliVue C. difficile 
Package Insert (PI) on our website at quidel.com.  
 
How accurate is the AmpliVue C. difficile Assay? 
Four locations within the United States were used in the evaluation of the sensitivity and specificity of 
this assay. Eight hundred and forty (840) samples were tested by both the AmpliVue C. difficile Assay 
and the Tissue Culture Cytotoxicity Assay. The assay achieved a sensitivity and specificity of 93.6% and 
94.1%, respectively.   
 
What is the limit of detection (LoD) for C. difficile using this kit?   
The final assay LoD is 4.2 CFU/assay.  Additional information regarding how the limit of detection was 
defined can be found in the AmpliVue C. difficile PI.  
 
What is the target for the AmpliVue C. difficile Assay? 

A conserved fragment of the C. difficile DNA, which is intact in all known A+B+ and A B+ toxinotypes of  

C. difficile. Organisms described as A+B+ or A B+ are based on the actual detection of the toxins. The  
AmpliVue C. difficile Assay is  based on sequence analysis and the presence of the tcdA and tcdB genes, 
not the presence of toxins.  

What detection technology does the AmpliVue C. difficile Assay use?  
The AmpliVue C. difficile Assay combines simple sample processing, a proprietary isothermal 
amplification technology named Helicase-Dependent Amplification (HDA), and a self-contained 
disposable amplicon detection device for the detection of C. difficile directly from C. difficile-Associated 
Disease (CDAD)-suspected stool specimens.  
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Which proficiency should I use to validate Amplivue C. difficile Assay? 
Check with your local and state regulation for proficiency requirements. If you are using the CAP 
proficiency, Stool Pathogens (SP) is the evaluation. For the API proficiency, 347 or 350 C. difficile toxin or 
antigen. 
 
Are there any special licensing or certifications required to run the AmpliVue C. difficile Assay?  
The qualifications for laboratories performing a moderately complex test can be found on the CDC 
website at cdc.gov. For additional information you should contact your State Agency CLIA Contact.   
 
What are the requirements for setting up a correlation study? 
The assay should be treated in the same way any other FDA-cleared moderate complexity test brought 
into the laboratory is treated.  There is nothing written in the regulations, that we are aware of, that 
identifies an assay like AmpliVue requiring anything additional.  
 
What are the CMS suggested CPT codes and National Limit Amounts for the AmpliVue C.difficile 
Assay? 
For reimbursement information and support, please visit: http://www.quidel.com/products/ 
reimbursementinfo.php or contact Quidel directly at (800) 874‐1517 Option 2, or via e‐mail at 
reimb.support@quidel.com. 
 
Can I use any heatblock for the lysis and amplification steps?  
Both the 95°C Lysis Block and the 64°C Amplification Block are available from Quidel. The 95°C Lysis 
Block is designed specifically with holes to fit the buffer tubes and maintains a temperature of 95°C ± 
2°C. Digital dry baths maintaining 95°C are available through Labnet International, product number 
D1100, and have been used successfully with AmpliVue at a number of facilities. The 64°C Amplification 
Block is designed specifically with holes to fit the reaction tubes, maintains a temperature of 64°C ± 2°C 
and has a heated lid. The heat block that is used for the amplification process must have a heated lid.  
There are inserts for the heat blocks that can be bought from other suppliers that may fit the tubes, but 
it is extremely important that the block and insert being used will allow the tubes to remain in contact 
with the block for optimal and even heat transfer.  If using an alternate heat block, please ensure that 
the heat block maintains the specified temperature for the entire heating period. 
 
Specimen Collection, Storage and Handling 
 
What sample types can I use with the AmpliVue C. difficile Assay? 
The AmpliVue C. difficile Assay can be used with unformed or liquid stool samples from patients 
suspected of having CDAD. 
 
Can we use bloody or mucousy stool samples with the AmpliVue C.difficile Assay? 
Bloody specimens would be acceptable up to a 5% concentration as was validated in the Analytical 
Specificity-Interfering Substances study reported in the PI.  In this same study, mucus was also tested up 
to 3 mg/mL and resulted in a positive result.  The lab should confirm that they are swabbing the actual 
fecal material and not the mucus.   
 
How should specimens be handled and stored prior to the heat lysis process?  
Specimens should be transported to the lab in a sterile labeled container according to hospital standard 
operating procedures. If specimens can be processed within 3 to 4 hours after collection, transport at 
room temperature is adequate. Specimens should be kept between 2° to 8°C during transport. 

Specimens may be stored between 2° to 8°C or 20°C for up to 7 days prior to testing.  
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Can I use Cary Blair or any other transport media with the AmpliVue C. difficile Assay? 
The AmpliVue C. difficile Assay was not validated for use with any type of transport media.  This was 
beyond the scope of clinical trials and FDA clearance. It would need to be validated by the facility before 
use.  
 
Kit Formats 
 
What kit formats are available and what does the kit include?  
The kit comes in one format which allows you to run up to 16 tests per kit.   
The kit includes:  
 Detection Cassettes – 16 ea/kit 
 Dilution Buffer – 16 tubes/kit 1.8 mL 
 Reaction Tubes – 16 tubes/kit 
 Amplicon Cartridge – 16 ea/kit 
 Lysis Buffer – 16 tubes/kit 1 mL 
 Flocked Swabs – 16 swabs/kit 
 
Kit Storage 
 
What are the storage conditions for the kit and the components?  
The assay reagents and detection cassettes should be stored as indicated on their individual labels.  The 
Dilution Buffer, Lysis Buffer and Reaction Tubes should be stored at 2° to 8°C.  The Detection Cassettes, 
Amplicon Cartridge, and Flocked Swabs should be stored at 2° to 30°C. 
 
What is the shelf life of the kit?  
The kit shelf life is 24 months from the date of manufacture. Actual expiration date of product shipped 
will vary depending on lot availability. 
 
Quality Control (External Control) 
 
What is Quidel’s quality control recommendation for these tests? 
Quidel recommends that the reactivity of each new lot and each new shipment of the AmpliVue C. 
difficile Assay be verified on receipt and before use.  External control tests should be performed 
thereafter in accordance with appropriate Federal, State, and Local guidelines.  The Quidel Molecular C. 
difficile Control Set Cat. #M108 may be used as external controls (contains a positive and negative 
control). Controls should be run and interpreted in accordance with your lab practices and policies. 
 
What is the CLIA quality control policy for these tests?  
Based on the Memorandum the Office of Clinical Standards and Quality/Survey Certification Group 
there are two mechanisms for meeting the federal guidelines: 
 

 The default mechanism is to follow 42 CFR 493.1256(d)(3) – which states that two levels of 
external quality control per day of patient testing will be performed.  All manufacturer’s 
instructions must be followed, per 42 CFR 493.1256(d)(2); and, 

 

 A new program (Individualized Quality Control Plan (IQCP)) has been announced.  The Centers 
for Medicare & Medicaid Services (CMS) is incorporating into the Interpretive Guidelines (IG), 
based on 42 CFR 493.1250, key concepts and graphics from Clinical and Laboratory Standards 
Institute (CLSI) Evaluation Protocol-23 (EP-23), ‘Laboratory Quality Control Based on Risk 
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Management,’ as alternative Clinical Laboratory Improvement Amendment (CLIA) Quality 
Control (QC) policy. 

 
For more information please request the technical bulletin for Quidel AmpliVue C.difficile Assay Quality 
Control Requirements.  
 
What is the CAP quality control requirement for these tests?  
CAP Molecular MOL.34220: Validation studies must include daily comparisons of external controls to 
built-in controls for at least 20 consecutive days.  Then external controls are run for each new lot 
number and new shipment and before use or every 30 days whichever is more frequent. 
  
How many tests can I get out of the Quidel Molecular C. difficile Control Set (M108)? 
Approximately 40 AmpliVue cassettes can be run from each control set. 
  
I would like to run Limits of Detection. Are your controls quantified? 
No.  The controls included in the Quidel Molecular C. difficile Control Set are unassayed controls.  Any 
quantification of controls is the responsibility of the end user.   
 
Process Control  
 
What is the concentration of the process control?  
That is proprietary information. 
 
Can I use a process control (internal control included in Lysis Buffer) other than what is provided in the 
kit? 
No.  We do not recommend deviating from the PI. 
 
Can a sample with another manufacturer's process control be used in your assays? 
No.  The sample must have a Quidel process control in it; therefore, you should not use a sample lysed 
using another kit. 

My process control line (C line) did not show up.  What should I do? 
If a line for positivity is presented then the control line is not necessary.  If the sample is negative and 
the control line is not detected then the assay result is unresolved and should be repeated.  
 
Why is the C line not necessary to call a positive result?  
The process control is intended to show any inhibition during the assay. A positive result tells you that 
no inhibition has taken place, the sample has been processed correctly, and the integrity of the reagents 
and cassette detection has been confirmed. This occurs because of an overabundance of amplicons 
which generate competition with the test targets. 
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Reagents 
 
My kit was placed in the freezer (–20°C or –80°C) upon arrival can I still use it? 
It is recommended that the kit not be used. The proper storage conditions of the kit are 2° to 8°C for the 
Dilution Buffer, Lysis Buffer, and Reaction Tubes. The Flocked Swabs, Amplicon Cartridges and Detection 
Cassettes can be stored at 2° to 30°C. 
 
Can I purchase the reagents individually?  
The reagents are produced in a kit format.  Individual reagents are not available for purchase.  If a vial or 
any other material is damaged upon receipt, please contact Quidel Technical Support for replacement 
arrangements. 
 
Heat Lysis 
 
How long are samples stable in Dilution Buffer and/or Lysis Buffer? 
Samples in Dilution Buffer as well as samples in Lysis Buffer are stable up to 24 hours at room 
temperature prior to heating. Samples in Lysis Buffer are stable up to 24 hours at room temperature 
after heating. 
 
What temperature do the samples need to be lysed at? 
The samples should be lysed at 95°C ±2°C for 10 minutes ±2 minutes.  It is important this temperature 
be maintained throughout the lysis time. 
 
What if I forgot to heat lyse my samples? 
It is recommended that the entire assay be repeated.  
 
Detection 
 
How long after the 10 minute read time are results valid? 
Results are stable up to 30 minutes after the cassette has been snapped shut. 
 
What if I can’t see the fluid flowing up the detection strip in the cassette? 
If liquid is not flowing in the cassette we suggest gently tapping the cassette on the bench top to help 
start the flow of liquid.   If this action does not start the flow, and it is recommended that the assay be 
repeated.    
 
Reporting 
 
What is the approximate test time for the AmpliVue assay?  
The total assay time is approximately 80 minutes.  
 
Can I use the results if I forgot to vortex my tubes? 
Failure to vortex the tubes is a major deviation from the PI. It is recommended that the assay be 
repeated.  
 
What does the T1 line tell me? 
The T1 line is for triplex assays and is not used on this assay.  
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What does the T2 line tell me?  
The T2 line tells you if the toxigenic C. difficile DNA was detected.  For interpretation of the results, refer 
to the AmpliVue C. difficile Assay PI.  
 
What do I do if I get an invalid result for the positive control? 
We suggest that the run be repeated.  Controls should be run and interpreted in accordance with your 
lab practices and policies.  
 
What can cause a false positive with a negative control? 
This could be caused by contamination from the target toxigen or a “high” negative, which means it may 
be negative but close to the LoD. Controls should be run and interpreted in accordance with your lab 
practices and policies. If a repeat is necessary, we would suggest running the assay with the Negative 
Control from the Quidel Molecular C. difficile Control Set, Cat. #M108.  
 
What can cause a false positive with a patient sample?  
This could be caused by a cross contamination from another sample or a “high” negative close to the 
LoD.  
 
What can cause a false negative with a patient sample? 
Some suggested causes are mutations or polymorphisms in primer or probe binding regions, improper 
collection, storage, or handling of the specimen, inhibitors present in the specimen, technical error, 
sample mix-up or because the number of organisms in the specimen is below the analytical sensitivity of 
the test.  
 
Additional Information 
 
Does the AmpliVue C. difficile Assay detect hypervirulent strains? 
The AmpliVue C. difficile Assay has been shown to detect hypervirulent strains, but will not differentiate 
them from other toxigenic genotypes.  
 
Is it relevant which toxins are recognized for the clinical management of patients?  
No. There is no relevance in what toxins are actually produced.  As long as it’s toxigenic C. difficile, then 
the patient is considered C. difficile positive and treated with the same drugs according to standard 
clinical practices.   

Is it important to identify the toxins to determine the bacteria toxigenecity?  
No, because the toxins degrade quite rapidly at room temperature and the toxin A or B Enzyme 
Immunoassays (EIA) have differing sensitivities to different strains of C. difficile. The EIA’s have a very 
low sensitivity (approximately 50%), which makes them very unreliable in terms of being able to detect 
the toxins.  Molecular assays (whether they target tcdA or tcdB) generally detect toxigenic C. difficile and 
do not detect non-toxigenic C. difficile.  The genes are far more stable than the proteins and they end up 
being a much more reliable test for the presence of toxigenic C. difficile than the EIA’s.1   

Presence of the C. difficile bacteria but without toxins, is this important from the clinical point of 
view?  
There is no diagnostic need to determine if someone is a C. difficile carrier presence of toxigenic C. 
difficile in stool from asymptomatic patients as this is still considered to be quite rare (2-3% of the 
population) based on standard clinical practices.  Molecular tests are sensitive enough to pick up 
carriers; however, because they all specify that loose or unformed stool be the specimen tested (rather 
than solid stool), it is highly unlikely that you would pick up a carrier. If a hospital would like to use an 
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assay to detect carriers, then they could use a molecular test but it would need to be validated for this 
use.2 

We need more explanation about how the AmpliVue assay was validated with the different strains. 
Our validation studies were done in accordance with FDA guidelines and we initially determined the LoD 
on two separate strains of C. difficile.  We then evaluated an additional 24 strains that represent 
multiple different ribotypes at 3x the LoD and all of them were able to be specifically detected by the 
assay. 
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