Focus-forming assay
2021/6/10 HE & YHOIE
Materials
e \ero cells
e Dengue virus
e 96-well flat plate
e 2% FBS DMEM
e Opti-MEM
e Carboxymethylcellulose overlay
e Phosphate buffered saline
e Methanol
e Primary antibody (mouse anti-Dengue virus)

e Secondary antibody, substrate

Methods

1. Vero cell@ 96-well plate O 3x10* cells/well 2 seeding P$Ct (90%

confluency)
2. Methylcellulose overlayE 37°C water bath0| E7}=£CH
3. VirusE 10-fold2 2% FBS DMEMO] dilution TC}.
4. Vero cell HIX[E H2|22 well & 50ul €10 1A[ZF 37°C incubation $HC}.
5. ASHe HE|1 PBSZ washing PHCH

6. 1% Methylcellulose overlay (OptiMEM+2% FBS: 2% Methylcellulose = 1:1)
£ 200pl E=Ch



7. 48hr =9t 37% incubator XA incubation.
8. OverlayS M7t X7h2 PBSZ 2% washing SFCH

3.

9. Methanol 2 100ul €1 5

i

HT

10. PBSE 2% washing $HC}.

11. Blocking buffer & 100ul €1 10&

12. 1X} antibodyS 50ul €3 1A|Z} incubation $HC}.
13. PBSE 2% washing $HC}.

14. 2Xt antibody (anti-mouse biotin conjugated antibody)E 50ul €11 30&

incubation $HCt.
15. PBSE 2% washing 2L}
16. HRP (1:10,000 dilution)E 50ul 21 102 incubation $HC}.
17. PBSE 2% washing 2L}

18. substrate (DAB)E 50ul 2=CH 2-102 ML 7|Ct2|HA ZAMO| £|=X] 2t

19. di0|Fo2 2&sto] Mgt o 4Hi0M cell counting BHCt.

20. FFU/ml = (mean foci/well) x (dilution factor) / (ml inoculum)

S =0 10° 24 B HOM 3078 M=Z7b FERE EEH 30x10°
x20=6x10" FFU/ml)




