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Note: This document is intended to be used as a template for developing a method validation plan. Existing entries are intended as guidance and may be changed, deleted, or augmented as needed for the laboratory’s specific requirements. Parentheses in blue provide specific examples for appropriate input. This document provides a record of the Planning and Development stage. 

1.0 Purpose of Validation
1.1 Type of Validation:
☐Initial validation
☐Revalidation
☐Modification to procedure
☐Relocation of equipment
☐Change to instrument hardware or software
☐Change in database
☐Change in reagent formulation
☐Change in reagent manufacturer
☐Change in patient population
☐Change in intended use
☐Other_________________________________
1.2 Statistical methods defined in this plan are designed to address the specific needs of the validation. The (comparison or reference method or material) will be used for evaluating performance. (method name) is expected to (describe improvement or how the new method differs from established testing)

2.0 Scope
2.1 Method Validation Plan for: (insert method name)
2.2 Branch/Laboratory: (branch and laboratory name)
2.3 Test Procedure Document Number(s) and Revision Number: 
	Document Name
	Document Number
	Revision Number
	Effective Date

	
	
	
	

	
	
	
	



3.0 Summary of the Test Procedure Purpose/Principle: 
3.1 Assay result type (choose one): 
☐Qualitative
☐Qualitative-titered
3.2 Assay regulatory type, as applicable (choose one): 
☐Laboratory Developed Test (LDT)
☐Modified FDA-cleared/approved
  ☐ Not Regulated
3.3 Agent or analyte detected by the method: (insert name)
3.4 How test results are to be used: Describe how the test results will be used. Include the following elements as applicable: 1) Presumptive, screening, monitoring, confirmatory (e.g., presumptive to detect infection, screening test to rule our disease(high sensitivity, low specificity), a confirmatory test (high specificity), to monitor treatment response, to characterize or phenotype a pathogen, a research trial or surveillance activity falling under CLIA); 2) Detail if the results are used alone, or in conjunction with other assays as part of a specific testing algorithm and the extent to which interpretation needs to be in conjunction with clinical signs and symptoms. (e.g., Stand-alone test, used in conjunction with other assays (list related documents title and number). 3) Specify if result use differs among sample types or among patient populations.	
4.0 Limiting factors and justification for limited sample size:
4.1 Sample scarcity, urgent public health response. 

5.0 Acceptance Criteria:
	Performance Characteristic
	Comparator Method Specifications (if available)
	New Test Procedure: Minimum  acceptable values

	Sensitivity
	Enter the percentage
	Enter the percentage

	Specificity
	Enter the percentage
	Enter the percentage

	Accuracy
	Enter the percentage
	Enter the percentage

	Precision/Reproducibility
	Enter the percentage
	Enter the percentage

	Reference/Normal value
	Enter whether the analyte is expected to be present or absent in the target population
	

	Applicable Genome Region
	
	Enter the region of the genome in which sequence of an acceptable quality is expected to be derived

	Clinical Validity (as applicable)
	Positive Predictive Value (PPV) and Negative Predictive Value (NPV) of comparator method
	Enter the prevalence in the relevant population(s). Enter the minimum acceptable PPV and NPV.

	Any other performance characteristics required for this validation (e.g. cross-reactivities,  interfering substances)
	(row may be deleted if not applicable)
	(row may be deleted if not applicable)



6.0 Sample Requirements
6.1 Sample Selection Summary
a. True Positive samples: justify True Positive sample selection according to the following three criteria:  Diversity, expected sample testing volume, public health impact.
b. True negative samples: Justify True Negative Sample selection according to the following three criteria: Agent or analyte similarity, symptom similarity, and healthy population
c. Note: If revalidating after a change to data analysis methods only (“dry lab”) the samples selected may be electronic data
6.2 Clinical Samples
	Total positive samples
	#

	Total negative samples
	#

	Sample volume (units)
	#

	Sample matrix
	(serum, sputum, spinal fluid, etc…)

	Sample matrix
	(add rows for each matrix to be validated)



6.3 Origin of Clinical Samples
	Sample Material
	Source
	Description/ Characterization

	
	(internal or supplier name)
	(CDC or ATCC Strain #)

	
	
	


	
6.4 Human subjects determination # for use of left-over clinical specimens, as applicable:___________
6.5 Contrived “spike-in” specimens:
	Total positive samples
	#

	Total negative samples
	#

	Sample volume (units)
	#

	Sample matrix
	(serum, sputum, spinal fluid,etc…)

	Sample matrix
	(add rows for each matrix to be validated)



6.6 Origin of Contrived “Spike-in” Samples:
	Sample Matrix
	Source
	Description of “spike in” material
	Description of Titrations

	
	(internal or supplier name)
	(CDC or ATCC Strain #)
	

	
	
	
	



7.0 Performance Characteristics:
	Characteristic
	Number of samples
	Planned Calculations/Evaluations

	Accuracy
	(# of positive samples and # of negative samples) will be measured
	

	Precision/ Reproducibility (Qualitative)
	(# of positive samples and # of negative samples) will be measured in (#) separate runs over at least (#  ≥ 3) days, at least # days apart, by # different operators.
	

	Precision/ Reproducibility (Raw Value) (e.g. ANI score)
	As above, but evaluating raw, quantitative values, if available, prior to qualitative cut-off for resulting.
	

	Clinical Sensitivity
	(# of positive clinical samples) will be measured
	

	Analytic Sensitivity
	(# of quantifiable samples at specified concentration levels near the expected detection limit) will be measured
	

	Clinical Specificity
	(# of negative clinical samples) will be measured
	

	
Analytic Specificity
	(# of negative samples known to contain potentially cross-reactive agents or analytes) will be measured
	
With description of cross-reactive agents or analytes

	Limit of Detection
	Depth of coverage range of (# to #) will be used to determine the informatics LOD
Target biological material present in the range (# to #) will be used to determine the biological LOD
	Informatics LOD = (minimum depth of coverage and consensus % necessary to achieve accuracy) 
Biological LOD = (minimum amount of target biological material necessary to achieve accuracy) 

	Reference/Normal value
	Determine: Literature review or to generate in-house data. 
In house:  (# of normal population samples) will be evaluated
	Summary of results
List of references

	Applicable genome region
	(#) samples will be sequenced
	Region of the genome in which sequence of acceptable quality was derived in the tested samples

	Clinical validity
	Determine: Literature review or to generate in-house data. 
	Positive Predictive Value: TP / (TP + FP) , and Negative Predictive Value : TN / (TN + FN) by sample type and/or population
or
List of references



8.0 Interfering Substances
8.1 If interference is observed during these studies, the interferent should be tested by serial dilutions to determine the lowest concentration that provides interference. Assay limitations may be added to the validation summary.
	Potential interfering substance to generate false negative result
	Concentration
	Volume of Positive Clinical Specimen  Diluted, or titered “spike in” specimen
	Results


	List here in multiple rows: e.g. Hemoglobin, human anti-mouse antibody, rheumatoid factor
	High end of clinical range
	
	# detected / total # replicates



9.0 Matrix Equivalency (if applicable)
	Characteristic
	Number of samples
	Planned Calculations/Evaluations

	Other Matrix Equivalency
	Measure # of titrations of analyte (high, medium, low, and equivocal if applicable) in # replicates of negative reference matrix in parallel to # replicates of negative test matrix 
	





10.0 Multiplex Assay Performance (if applicable)
10.1 For assays that detect multiple targets, it is necessary to show that high concentrations of one target do not interfere with the detection of other targets.
	Characteristic
	Number of samples
	Planned Calculations/Evaluations

	Multiplex Analytic Sensitivity
	List common co-infections
	Describe the analytical sensitivity in the presence of co-infections 



11.0 Roles and Responsibilities
11.1 (Insert name) is responsible for preparing the Method Validation Plan
11.2 (Insert name) is responsible for performing the Method Validation
11.3 (Insert name) is responsible for Document Management
11.4 (Insert name) is responsible for review and approval of the Validation Protocol prior to testing.
11.5 (Insert name) is responsible for review and approval of the Validation Protocol upon completion.

12.0 Proposed Timeline
12.1 Identify expected timeframe for each experiment and establish a timeline for completion of the validation and approval of the method for implementation by the laboratory to report results.

13.0 Related Documents
	Document Name
	Document Number
	Rev. #
	Effective date

	(Method name) Procedure, if applicable
	
	A
	TBD

	(Comparison Method name) Procedure, if applicable
	
	
	

	
	
	
	

	
	
	
	



14.0 Instrumentation
	Name/Model
	Serial/ID #
	Cal Date
	Cal Due Date

	
	
	
	

	
	
	
	



15.0 Bioinformatics Pipeline
	Name
	Version #
	Parameter Settings
	Developer
	Tech Support POC

	(list the hardware, software, transmission system, backups, networks)
	
	
	
	

	
	
	
	
	



16.0 Training Requirements
16.1 Personnel performing the Method Validation are required to complete and document training in the test procedure prior to validation.  The following staff are trained and documentation is complete.
	[bookmark: _GoBack]Personnel
	Type of Training
	Date Completed

	
	
	

	
	
	




17.0 Plan Approval (as applicable, please submit concurrently to CLIA Laboratory Director for approval)

Approved By:  _________________________________ Date: _______________
CLIA Technical Supervisor (as applicable)


Approved By:  _________________________________ Date: _______________
Team Lead


Approved By:  _________________________________ Date: _______________
Quality Manager (as applicable)


Approved By:  _________________________________ Date: _______________
Branch Chief
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