
Using BLAST to Compare 
Protein Sequences:

Influenza Vaccination



Basic Local Alignment Search Tool

http://blast.ncbi.nlm.nih.gov/Blast.cgi



A Tool for Comparing 
Primary Sequence Information

Compare Two or More 
Sequences to One Another

Compare a Sequence “Query” 
to an NCBI Database



Terminology

• Query Sequence:  
• Same root as “question”
• Sometimes called a “reference sequence”
• The sequence to which other sequences are compared
• Independent or control variable. 

• Subject Sequence: 
• The sequence being compared 
• Dependent or experimental variable

• BLAST Scores
• Max Score, Total Score
• Query Coverage 
• Percent Identity



The “Local” in Local Search Tool

• Sequences are broken into “words”

• Defaults vary by program (11-28 bases or amino acids)

• BLAST looks for word matches, then tries to extend those 
words

• Proteins: 
• BLAST Scoring Table contains the probability of each amino acid 

being replaced with another amino acid (ex: ELVIS vs. ELVES)

• Nucleotides: 
• Plus points where Nucleotides match, minus points where they do 

not match [default is adjustable]



How to BLAST

Comparing Two or More 
Sequences to One Another 

Compare a Sequence “Query” 
to an NCBI Database



Available Genomes & Databases



BLAST Results Homepage



BLAST Results: Descriptions & Scores



BLAST Results: Graphic Summary –
Multiple Sequence Alignment of Sample 

Sequences



BLAST Results: Graphic Summary –
Identifying a Sequence in the NCBI Database



Pairwise 
Comparisons & 

Default Alignment 
Format 



Reformatting Results Creates Custom Views: 
Query-Anchored with Dots for Identities



Examples of Query Sequences

• Genetic Testing: Comparing a patient’s BRCA1 gene 
sequence to a sequence known not to contain cancer-
causing mutations

• DNA Barcoding: Comparing your DNA sequence to all 
of the DNA sequences in the NCBI database to identify 
your unknown sample

• Evolution: Compare the human sickle cell allele 
[hemoglobin genotype AS] to the hemoglobin gene 
from other species to predict if other species get sickle 
cell disease



BLAST Scores: Query Coverage

ATGCCGACAG

AGGGCAACAG

Query Coverage: Where does the match start and where does it end?

Which alignment has the highest query coverage?

ATGGATACGT 

TGAGATGATC

ATGCCGATTC

AGGGCAACAG

ATGGATAAGT 

TGGGATGATC

1. 2.

3. 4.



BLAST Scores: Query Coverage

ATGCCGACAG

AGGGCAACAG

ATGGATACGT 

TGAGATGATC

1. 2.

ATGGATAAGT 

TGGGATGATC

3. ATGCCGATTC

AGGGCAACAG

4.

Query Coverage = 3/10 = 30% Query Coverage = 10/10 = 100%

Query Coverage = 6/10 = 60% Query Coverage = 7/10 = 70%

Query Coverage: Where does the match start and where does it end?

Which alignment has the highest query coverage?



BLAST Scores: Percent Identity
Percent Identity: Where the query and subject sequences align, how 

much of the alignment is identical?

Which alignment has the highest percent identity?
(= Number of matches / Length of Query Coverage)

ATGGATACGT 

TGAGATGATC

1. 2.

ATGGATAAGT 

TGGGATGATC

3. ATGCCGATTC

AGGGCAACAG

4.

Query Coverage = 3/10 = 30% Query Coverage = 10/10 = 100%

Query Coverage = 6/10 = 60% Query Coverage = 7/10 = 70%

ATGCCGACAG

AGGGCAACAG



BLAST Scores: Percent Identity

ATGGATACGT 

TGAGATGATC

1. 2.

ATGGATAAGT 

TGGGATGATC

3. ATGCCGATTC

AGGGCAACAG

4.

Query Coverage = 3/10 = 30%
Percent Identity = 3/3 = 100%

Query Coverage = 10/10 = 100%
Percent Identity = 7/10 = 70%

Query Coverage = 6/10 = 60%
Percent Identity = 5/6 = 83%

Query Coverage = 7/10 = 70%
Percent Identity = 4/7 = 57%

ATGCCGACAG

AGGGCAACAG

Percent Identity: Where the query and subject sequences align, how 
much of the alignment is identical?

Which alignment has the highest percent identity?
(= Number of matches / Length of Query Coverage)



BLAST Scores: Use Together

Look at query coverage and percent identity together

Which alignment shows the best match?

ATGGATACGT 

TGAGATGATC

1. 2.

ATGGATAAGT 

TGGGATGATC

3. ATGCCGATTC

AGGGCAACAG

4.

Query Coverage = 3/10 = 30%
Percent Identity = 3/3 = 100%

Query Coverage = 10/10 = 100%
Percent Identity = 7/10 = 70%

Query Coverage = 6/10 = 60%
Percent Identity = 5/6 = 83%

Query Coverage = 7/10 = 70%
Percent Identity = 4/7 = 57%

ATGCCGACAG

AGGGCAACAG



BLAST Scores: E-Values

E-Value: How likely is our result? Could it be due to chance?

An E-value is essentially the same as a p-value.  
p = 0.05 means that 5% of the time (1 in 20) you will see this result 

even if it’s not “true” (it’s due to random chance)

What is the likelihood that this result is due to chance? 



BLAST Scores Comparing Patients 
& Vaccine Strains of Influenza

Reference Sequence: Current Vaccine Strain

2008-2010 Vaccine
2011-2016 Vaccine



BLAST 
Alignment

Influenza Strain 
Infecting 

Classroom 
Patients

Current Vaccine Strain

2008-2010 Vaccine
2011-2016 Vaccine

Take-Home: If the 
patients had been 
vaccinated they probably 
wouldn’t have gotten sick!



Distance Tree of Results
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