
!Viral P!l!a!q!u!e! !A!s!s!a!y: !Abridged!

! Materials:

• 30 ml of exponential culture of SF9 cells diluted to 5x105 cells/ml
• 6-well plates (2 each)
• 1 bottle 4% Agarose Gel  (Invitrogen cat. number SKU # 18300-012)
• 1 bottle SF-900 (1.3X) medium (Invitrogen cat number SKU #10967-032)
• 1 sterile bottle
• 0.5 ml baculovirus supernatant (preferably from transfection or 1stamplification)
• 100 ml ESF921 medium (Expression Systems; cat. # 96-001)

!
!1!.! ! ! ! ! !P!l!a!t!e! !2! !x! !6! !w!e!l!l!s! !w!i!t!h! !1!x!1!0!6! !c!e!l!l!s! !p!e!r! !e!a!c!h! !w!e!l!l! !a!n!d! !i!n!c!u!b!a!t!e! !f!o!r! !3!0!-!6!0!m!i!n!.!
!
!2!.! ! ! ! ! !S!e!r!i!a!l! !d!i!l!u!t!e! !0!.!5!m!l! !o!f! !t!h!e! !o!r!i!g!i!n!a!l! !v!i!r!u!s! !s!t!o!c!k! !i!n!t!o! !8! !t!u!b!e!s! !w!i!t!h! !4!.!5!m!l! !m!e!d!i!u!m! !e!a!c!h!
!
!3!.! ! ! ! ! !A!s!p!i!r!a!t!e! !t!h!e! !m!e!d!i!u!m! !f!r!o!m! !t!h!e! !c!e!l!l!s! !a!n!d! !a!d!d! !1!m!l! !f!r!o!m! !d!i!l!u!t!i!o!n!s! ! !-!3! !t!o! !-!8! !t!o! !2! !w!e!l!l!s!
!
!4. I!n!c!u!b!a!t!e! !a!t! !r!o!o!m! !t!e!m!p!.! !f!o!r! !1!h! !(!y!o!u! !c!a!n! !r!o!t!a!t!e! !v!e!r!y! !s!l!o!w!l!y! !o!n! a “!b!e!l!l!y! !d!a!n!c!e!r”!)!

!c!o!v!e!r!e!d! !w!i!t!h! !a!l!u!m!i!n!u!m! !f!o!i!l!.!
!
!5!.! ! ! ! ! !I!n!c!u!b!a!t!e! !4!%! !a!g!a!r!o!s!e! !i!n! !7!0!!°C! !a!n!d! !2!1!m!l! !o!f! !S!F!9!0!0! !x! !1!.!3! ! !i!n! !5!0!m!l! !t!u!b!e! !i!n! !4!0°!C! !b!a!t!h!
!
!6!.! ! ! ! ! !N!u!c! !t!h!e! !a!g!a!r!o!s!e! !i!n! a !m!i!c!r!o!w!a!v!e! oven !f!o!r! !a! !f!e!w! !s!e!c!o!n!d!s! !t!i!l!l! it !b!o!i!l!s! !(!j!u!s!t! !t!o! !m!a!k!e!

!s!u!r!e! !i!t! !i!s! !a!l!l! !d!i!s!s!o!l!v!e!d!)!, !a!n!d! !a!d!d! !7!m!l! !t!o! !t!h!e! 50ml! !t!u!b!e containing the SF900x1.3!
!
!7!.! ! ! ! ! !A!s!p!i!r!a!t!e! ! ! !t!h!e! !m!e!d!i!u!m! C!O!M!P!L!E!T!E!L!Y !f!r!o!m! !e!a!c!h! !d!u!p!l!i!c!a!t!e! !a!n!d! !o!v!e!r!l!a!y! !2! !m!l! !o!f! !t!h!e!

!d!i!l!u!t!e!d! !a!g!a!r!o!s!e!.! (quickly, before the cells dry out!)
!
!8!.! ! ! ! ! !L!e!a!v!e! !a!t! !R!T! !f!o!r!m! !2!0! !m!i!n! !t!o! !l!e!t! !a!g!a!r!o!s!e! !s!o!l!i!d!i!f!y!.! (covered with aluminum foil)
!
!9!.! ! ! ! ! !P!l!a!c!e! !i!n! !humidified! !c!h!a!m!b!e!r! !i!n! !t!h!e! !i!n!c!u!b!a!t!o!r! !f!o!r! !a!t! !l!e!a!s!t! !5! !d!a!y!s!.! (plaques can be

seen well usually after 7 days, and can be picked up after about 10 days)
!
!
Pfu/ml (of original stock) = 1/dilution factor x number of plaques x 1/(ml of
inoculum/plate)




