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- E%&BE&: Pinot noir (Sonoma Coast)
o SRR

(Fisher Scientific cat. #03417-500)
HIMEAEH (Sigma cat. #A3803-10G)
=ZB2R% (Sigma cat.#T1377-100 mL)
Ferric chloride hexahydrate

(Sigma cat.#236489-100G)

(+)- JLFZ (Sigma cat. #C1251-5G)
ZB& (Sigma cat. #242853-2.5KG)
S1k5H (Fisher Scientific cat. #5271-3)
&

(Fisher Scientific cat. #5318-500)

ZE% (Acros cat. #61509-0040)
HAERSH (Sigma cat. #243531- 500G)

B8 Bt
« SpectraMax Plus 384 FLIR AR
(Molecular Devices cat. #PLUS 384)
« RIMA]IE 96 FLIHFLIR
(Costar cat. #3635)
s MEBIKS
(Drummond Scientific cat. #2704174,
2705402, 2705412, 2704180; Drum-
mond Digital Microdispenser cat.
#3-000-510)
. MEB RSB ERL
(Eppendorf cat. #epT.l.P.S.; Reloads
cat. #022491539, 022491512, 022491547)
c HEBOEBOH
(Eppendorf cat. #5424)
cl5mLBEELE
(Eppendorf cat. #022364111, 022363557,
022363514, 2236357-3)
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JLRRINERL
ERARPHIT-RIERE, UEE
0-300 mg/L JLHE, 8MKRERITETL.
BEHR C RRAFRRATE 262 L,
BIREIR%R LiR7, HEg8MFLHmA
38 UL SHHBER. BIREITES, #H—
TIEE 10 9%, HEBIKYAPTF 510 nm
EERAEE, &H&CAEEH.
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Solution name/final

Reagent and reagent volume

solution concentration (L, mL) or mass (g, mg)

Microplate

Final volume

(mL) deionized Storage

water or buffer

Buffer A « Glacial acetic acid (6.0 mL) Fill to 500 mL
» 200 mM Acetic acid « NaCl (4.97 g) DIHO Room temp.
« 170 mM NaCl + 10% NaOH (adjust to pH 4.9) 2
Buffer B . .
« 12% EtOH (v/V) : gg(t)ass'“rf“ b};tartrftgo(z'ig) Fillto 500 mL |
« 5 g/L Potassium * 200 proof ethanol (60 mL) DIH,0 oom temp.

bi + 2.0 N HCl (adjust to pH 3.3) 2

itartrate
Buffer C « Sodium docecyl sulfate (25 g) .
« 5% Triethanolamine (v/v§ Triethanolamine (25 mL) E'IHHt%SOO mL Room temp.
* 5% SDS (w/v) + 2.0 N HCl (adjust to pH 9.4) 2
Buffer D + Maleic acid (11.61 g) .
+ 200 mM Maleic acid + NaCl (4.97 g) Ellth%wO mL Room temp.
+ 170 nM NaCl + 10% NaOH (adjust to pH 1.8) 2
Ferric chloride « Ferric chloride hexahydrate .
+0.01 N HClL (0.27 g) Ellth%loo ML | Room temp.
« 10 mM FeCl, «12.1 N HC (80 pL) 2
Bleaching . I Fillto5.0mL | Prepare as
+0.36 MK,S,0, Potassium metabisulfite (0.395 g)| H,0 needed
Catechin . .
.| » (+)-Catechin (50 mg) Fill to 50 mL R

+ 1 mg/mL (+)-Catechin . ( Freeze (-20 °C)
. 10% Ethanol (v/v) 200 Proof ethanol (5.0 mL) DI H,0
Protein . . Fill to 50 mL Prepare as
+ 1 mg/mL BSA + Bovine serum albumin (50 mg) Buffer A needed

R 1 LBEMEMRSEISNRFIAFIE (388 Harbertson £ A 2003, Picciotto 2002 )
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1R4E Heredia ARG %, BEEBEFRTE
B B RS, 500 uL HRBRNEEE
HSAIE 1.5 mL HEBLER, &8,
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1E 300 pL & C . 1§ 262 L Z45ik
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1RIE Heredia EANTGZE, BEEEESR
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700 200 pL 47k D HAZEES KRR
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Component

Tannin

Calculations

Abs due tannin= [(Tannin Finaljzero catechin}]
(Tannin Background * 0.875)

Factors

X2

X
Dilution
factor$

x5

Sample calculation

« Tannin Final = 0.50, Tannin Background = 0.05, zero catechin = 0.002, intercept

(b) = 0.0075, slope (m) = 0.0053;
« Abs due tannin =[0.50-0.002]-(0.05*0.875) = 0.4542

« Tannin = x = (y-b)/m then multiply by factors = [(0.4542-0.0075)/0.0053] *2*5 =

843 mg/L CE

IRP

Abs due IRP! = [(IRP Final)fzero catechin}|IRP
Background * 0.875)

n/a

x 20

Sample calculation

« IRP Final = 0.80, IRP Background = 0.10, zero catechin = 0.002, intercept (b) =

0.0075, slope (m) = 0.0053;
« Abs due IRP = [0.80-0.002]-(0.10*0.875) = 0.7105

« IRP = x = (y-b)/m then multiply by dilution factor = [(0.7105-0.0075)/0.0053]*20 =

2,652 mg/L CE

(Measurement D-Measurement A)/factor

Anthocyanin Muliply D and A by respective dilution factors, where gl(\)”l%; by 2 X ;O
dilution factor for D is twice that of A . X
Sample calculation + D=0.4503, A= 0.3800;
« Anthocyanin = [(0.4503*10)-(0/3800*5)]/0.0102 = 255 mg/L M-3-G
x3
LPP (Measurement BMeasurement C) * factors x 1.08 x5
x4/3
Sample calculation » B=0.2200, € =0.1200;
« LPP =[(0.2200-0.1200)*3*1.08*4/3*5 = 2.16 AU
x3
SPP (Measurement C) * factors x 1.08 X5
x 10/7

Sample calculation

+ C=0.1200;
+ SPP =0.1200*3*1.08*10/7*5=2.78 AU

2Abbreviations: CE, catechin equivalent; IRP, Iron-reactive phenolics; M-3-G, malvidin-3-glucoside; LLP, large polymeric
pigment; SPP, small polymeric pigment; AU, absorbance unti.
bDilution factor of 5 used fo rall wines except Pinot noir, for which a factor of 1 was used. Dilution factor of 20 used for all IRP

calculations.

Insert “Abs due tannin” (y) into equation of line from catechin standard curve and solve for x, where y = mx+b and then

Tannin =x = (y-b)/m.

dInsert “AbsdueIRP” (y)into equation of line from catechin standard curve and solve for x, where y = mx+b and then IRP=x =

(y-b)/m.

£ 2 EABEHIEMBRNENITHEEL (B Harbertson F A, 2003; Picciotto 2002)
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Bring pHto 4.9 Bring pH to 4.9 Bring pH to 9.4 Bring pH to 1.8
Read at 520 nM Add BSA Add FeCl, Read at 520 nM
MEASUREMENT A MEASUREMENT D
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Large Polymeric Pigment= B-C
Anthocyanins= D-A
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