TN° Conjugation to SRBC for Hemagglutination
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Reagents: Cacodylate buffer pH 7.5 Na Cacodylate 574 o BESSATCR 19 ¢0) AR A 4RFrak
or cacodylic acid '
(bath forms available)

0.28M = 4. 489/]00 ml disr WO
. P 50% NabDH ~ 3w\

' ' (2 AMG ‘grwnd ) )
1X PBS pH 7.3 moke fon 10XPES ¢ PHZ SN NaoH _ A

1XPBS + 1% glucose pH 7.3
1xPBS - glycylglycine

(glycylglycine HCH - 5.0 x 107M <> 233 mg/250 m} 1X PBS to pH 7.2

b , SRBC in- Alsever's ' ‘ﬁ?‘* /f*?m«,
Procedure ‘

Wash SR3C 4X in PBS clucose . 1 K.

To } mt packed SRBC, add 20 mg TNBS in 20 m1 cacodylate buffer

Mix gently in small -Erylenmeyer for 10 min at R.T. licom
(50 m1)

Add 1X P8BS to 50 ml

Spin in cold for ~10 min at 2000 rpm (Bodmer)

Resuspend to 50 ml in 1XPBS glygly

Let stand at R.T. for 10 min

Spin in cold -

. Wash 1X with 1XPBS g]yg]y

Wash 3X with 1XPBS-1% glucose

Resuspend in 20 m1 ISOMEM to make a 57 so]ut1on for Cunningham P1aqu1ng

Use within 24 hours
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These cells are used in <<ONP plaguing system and if prepared the evening before use,
give the same numbnr of de\reToped and chrect rﬂaques as DNP-alanylgTycylglycine -SRB
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