INSTRUCTIONS FOR RUNNING A DIAGNOSTIC BLAST

1. Click on the ‘i’ button in the PowerPoint (slide 17) to view the DNA sequence for the N antigen from your patient.

2. Save this sequence to your desktop for later use.

You can now use this sequence to find out the type of Influenza infecting your patient.

3. To do this launch internet explorer and type in the following URL: http://www.ncbi.nlm.nih.gov/  OR click the link at the base of PowerPoint slide 17)
4. Click on ‘BLAST’ in the menu

5. Look in the Nucleotide box and Click on the ‘Nucleotide-nucleotide BLAST (blastn)’ option.

6. Open the nucleotide sequence file that you saved to your desktop (if you haven’t done this, go to the ‘I’ link on slide 17).  Copy the sequence and paste it into the BLAST Search box (see picture below). Select the option “others (nr etc)” for Choose databases and then Click on the BLAST! button
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Sequences producing significant aligmments:
(Click headers to sort columns)
[Accession | beseription [ Maxscore | Totalscore | Query coverage | Evalue | Maxident | Links |
AYS77316.1  Influenza A virus (A/Thailand/4(SP-528)/2004(HSN1)) neuraminidase 2767 0.0
AY643383.1  Influenza A virus (A/chicken/Thailand/CH-2/2004(HSN1)) 2722 00
Influenza A virus (A/Thailand/1(KAN-1)/2004(HSN1)) neuraminidase 722 00
Influenza A virus (A/Thailand/3(S-83)/2004(HSN1)) neuraminidase 00
Influenza A virus (A/Thailand/2(SP-33)/2004(HSN1) neuraminidase 00
Influenza A virus (A/Thailand/S(KK-494)/2004(HSN1)) neuraminidase 00
Influenza A virus (A/Tiger/Thailand/VSMU-1-SPB/2004(HSN1)) 00
Influenza A virus (A/Gs/Thailand/78/2004(HSN1)) neuramindase (NA) 00
AYES1as11  Influenza A virus (A/bird/Thailand/3.1/2004(HSN1) neuramindase 00
AYES1440.1  Influenza A virus (A/Ck/Thailand/S.1/2004(HSN1)) neuramindase 00
D0236076.1  Influenza A virus (A/cat/Thailand/KU-02/04(HSNL)) neuraminidase 00
DQ0E3590.1  Influenza A virus (A/chicken/Bangkok/Thailand/CU-6/04(HSN1)) 00
DQ0E3586.1  Influenza A virus (A/chicken/Suphanburi/Thailand/CU-1/04(HSN1)) 00
AYES14s2.1  Influenza A virus (A/Qa/Thailand/57/2004(HSN1)) neuramindase (NA) 00
AYES1430.1  Influenza A virus (A/Cki/Thailand/1/2004(HSN1) neuramindase (NA) 00
DO0E3613.1  Influenza A virus (A/chicken/Nakhon Sawan/Thailand/CU-39/04 00
DQ0E3587.1  Influenza A virus (A/chicken/Bangkok/Thailand/CU-3/04(HSN1)) 00
DQ0E3600.1  Influenza A virus (A/white peafowl/Bangkok/Thailand/CU-16/04 00
AYESIe38.1  Influenza A virus (A/Cki/Thailand/73/2004(HSN1)) neuramindase (NA) 00
D088S620.1  Influenza A virus (A/Thailand/NAGO/2005(HSN1)) neuraminidase (NA) 00
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8. When the next screen comes up, Click on the Format Button and Wait for your results………..

9. Scroll down and look at the alignment for the first result.  It looks like this:
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Query 1 GCTTATTGGTCTCAGGGAGCARRAGCAGGAGTTCARRATGAATCCAARTARGRAGATAAT

LELCCCEEC DD
spier 1 GCTTATTGGTCTCAGGGAGCARRAGCAGGAGTTCAARATGAATCCAARTARGRAGATAAT

Query 61  AACCATCGGATCAATCTGTATGGTAACTGGAATGGTTAGCTTAATGTTACARATTGGGAA

TEUCCLCDECE LD T
Sbjct 61  AACCATCGRATCAATCTGTATGGTAACTGGARTGGTTAGCTTAATGTTACAARTTGGGAR

Query CTTGATCTCARTATGGGTCAGTCATTCAATTCACACAGGGARTCARCACARAGCTGARCC

LELCCCEDEC DL L
sbjet CTTGATCTCARTATGGGTCAGTCATTCAATTCACACAGGGARTCARCACARAGCTGARCC

Query AATCAGCAATACTAATTTTCTTACTGAGAARGCTGTGGCTTCAGTARAATTAGCGGECAR

TELCCLCUEC DL DD
sbjet AATCAGCAATACTAATTTTCTTACTGAGAARGCTGTGGCTTCAGTARAATTAGCGGECAR

Query TTCATCTCTTTGCCCCATTARTGEATGRGCTGTATACAGTARGGACAACAGTATARGEAT

LELCLCEEC U LT
sbjet TTCATCTCTTTGCCCCATTARTGEATGRGCTGTATACAGTARGGACAACAGTATARGGAT

Query CGETTCCARGEGGRATGTGTTTGTTATAAGAGAGCCATTCATCTCATGCTCCCACTTGEA

LCCCCCUEC D E L
sbjet CGETTCCARGEGGRATGTGTTTGTTATAAGAGAGCCATTCATCTCATGCTCCCACTTGEA

Query ATGCAGAACTTTCTTTTTGACTCAGGGAGCCTTGCT GRATGACARGCACT CCARTGRGAC

TEUCCLDEEC L LT
sbjet ATGCAGAACTTTCTTTTTGACTCAGGGAGCCTTGCT GRATGACARGCACT CCARTGRGAC

Query CGTCARAGACAGARGCCCTCACAGRACATTARTGAGTTGTCCTGTGRGTGAGECTCCCTC

LEUCUECECCE DL
sbjet CGTCARAGACAGARGCCCTCACAGRACATTARTGAGTTGTCCTGTGRGTGAGECTCCCTC

Query CCCATATARCTCARGGTTTGAGTCTGTTGCTTGET CAGCARGTGCTTGCCATGATGECAC

AT e
sbjet CCCATATARCTCARGGTTTGAGTCTGTTGCTTGET CAGCARGTGCTTGCCATGATGECAC

Query CAGTTGATTGACARTTGEARTTTCTGECCCAGACRATGERCCTETGACTGTATIGRARTA

LECCCCECCE LD
sbjet CAGTTGATTGACARTTGEARTTTCTGECCCAGACRATGERGCTGTGRCTGTATTGRARTA

Query CAATGGCATARTAACAGACACTATCARGAGTTGGAGGARTAACATACTGAGAACTCARGA

T T
CAATGGCATARTAACAGACACTATCAAGAGTTGGAGGARTAACATACTGAGAACTCAAGA





Answer questions 4 & 5 on your worksheet.

10. Next, Go back up to the top of the page and then Scroll down until you see a list of ‘Sequences producing significant alignments:’

[image: image3]
11. Click on the first accession code in the list AY577316.1 (it looks like this but the code may be different as more results get added to the data base).

Use the information here to answer questions 6 - 9 on your worksheet.

12. Now return to the previous screen (like that shown in the picture above) by clicking on the ‘back’ button in the top toolbar. Look down the list of matching gene sequences to determine other animals that are infected with this influenza strain.

Use this information to answer questions 10 & 11 on your worksheet.
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