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Table S1. Detailed NGS analysis of KNU18-91 isolate 
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Fig. S1. Raw ELISA data to conduct TCID50 assay. KNU18-91, H5N3, H1N1 were infected to MDCK cells at MOI=0.01, 

Infected supernatants were collected at each 12hpi for 72 hours. Serial 10-fold dilutions of three different viruses’ 

supernatant at different hpi. KNU18-91 (a-f), H5N3 (g-l), and H1N1 (m-r) were infected MDCK for 3 dpi., cell 

monolayers were fixed with 80% acetone and then blocked with 5% non-fat milk. Cells were washed with PBST 3 

times and incubated with 0.1 g/well of anti-influenza nucleoprotein (Medix Biochemica, Finland) at 37ºC, 1 hour. 

Wash cells by PBST 3 times, add secondary Ab in the form of horseradish peroxidase (HRP)-conjugated rabbit anti-

mouse IgG (Abcam, Cambridge, UK), incubated at 37ºC, 1 hour. Cell then were washed with PBS-T for five times to 

remove nonspecific biding and 100  of 3,3′,5,5′-tetra methyl benzidine (Sigma-Aldrich) substrate solution was added, 

it was followed by 100 μL of H2SO4 0.18M solution to stop reaction. 

3: 103- fold dilution of stock;  

4: 104- fold dilution of stock;  

5: 105- fold dilution of stock;  

6: 106- fold dilution of stock;  

7: 107- fold dilution of stock;  

8: 108- fold dilution of stock;  

9: 109- fold dilution of stock;  

10: 1010- fold dilution of stock;  

NC: negative control (uninfected virus); 
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Fig. S2. Raw ELISA data to conduct TCID50 assay to measure virus titer in lung. After 3, 6, 14 dpi of intranasal 

challenge of viruses into female Balb/c mice 8 weeks old (initial intranasal virus = 104 EID50/mouse). Mice lung 

were collected and virus titer (TCID50) was conducted by ELISA method (n=3) 

0: 100- fold dilution of stock;  

1: 101- fold dilution of stock;  

2: 102- fold dilution of stock;  

3: 103- fold dilution of stock;  

4: 104- fold dilution of stock;  

5: 105- fold dilution of stock;  

6: 106- fold dilution of stock;  

7: 107- fold dilution of stock;  

8: 108- fold dilution of stock;  

9: 109- fold dilution of stock;  

10: 1010- fold dilution of stock;  

NC: negative control (uninfected virus); 



   

Fig. S3. Hemagglutination assay. The mouse antisera were treated with RDE and then serially diluted with PBS, 

mixed with 4 hemagglutination units of a virus, and incubated for 30 min at room temperature. The HI result was 

obtained from the highest serum sample dilution that inhibited hemagglutination. 

 

 


