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Lampiran 1: Prosedur Ekstraksi Isoflavon dari Tauco

Tauco

diekstraksi soxhlet dengan n-heksana
teknis, 3 -4 jam

v

I
4

Sampel bebas lemak

n-heksana teknis + [emak

dicampur dengan Metanol 80% (1:10)
didinginkan pada 4 °C, 12 - 24 jam

disaring

v

v

Filirat

Endapan

l dievaporasi vakum pada 40 °C

Residu

v

'

Filtrat

endapan

dicampur dengan metanol
disaring

l dievaporasi vakum pada 40 °C

Residu

didinginkan pada 4 °C, 12 — 24 jam
disaring

v

v

Filtrat

Endapan

l Dievaporast vakum pada 40 °C

Residu untuk wji
isoflavon
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Lampiran 2: Analisis kuantitatif Isoflavon dengan KCKT

Perhitungan konsentrasi daidzein dan genestein dalam 100 g sampel

Ax = area rata-rata yang didapatkan dari puncak isoflavon
Ag = area rata-rata dari standar isoflavon

ms =massa isoflavon standar (ug )

iny, = massa isoflavon (ug )

C = konstanta volume terhadap jalur kerja
" Perhitungan yang dipakai adalah:

Ax
m, = Cx—x m,

5

Konsentrasi isoflavon adalah m,/100 g sampel

Perubahan volume sampel terhadap jalur kerja:
amL—>bmL=cmlL

Keterangan:

Tanda (— ) artinya diencerkan sampai b mL dari a mL

Tanda (= ) artinya diambil ¢ mL dari b mL

A. Konsentrasi daidzein dan genestein dalam 100 g tempe

Perubahan volume sampel terhadap jatur kerja:
1mL—>IOmL:ImL-—>5mL:>2mL—>4mL:>2,3mL+4OmL::>20;.LL

a. Konsentrasi daidzein

Adaidgzein = 63750 satuan luas
Ag daidzein = 651876,5 satuan luas

M, gaidzein — 0,2 Ug
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Mg~ [(10/1)x (1071) x (5/1) x (5/2) x (4/2) x (4/2,3) x (40/2,3)
(40000/20)] x (63750/651876,5)x 0,2 ug

Mygidgein = 2957870,548 g

Mygigein = 2957,8705 mg

Konsentrasi daidzein adalah 2957,8705 mg/100 g tempe

b. Konsentrasi genestein

Agenestein = 33284,5 satuan luas

Ag genestein — 2069868 satuan luas

g, genestein = 052 Mg

Mgenestein. = 1(10/1) x (10/1) x (5/1) x (5/2) x (4/2) x (4/2,3) x (40/2,3) x
(40000/20)] x (33284,5/2069868) x 0,2 g

Meenestein = 486366,5 ug

Mgenestein 486,3665 mg

Konsentrasi genestein adalah 486,3665 mg/100 g tempe

B. Konsentrasi daidzein dan genestein dalam 100 g tauco

Perubahan konsentrasi sampel terhadap jalur kerja:
ImlL— 12mL=2mL—>4mL=33mL->60mL=20ulL

a. Konsentrasi daidzein

Agudzein = 103660,5 satuan luas

A daideein = 051876,5 satuan luas

Mg, gaidzein = 052 M

Mygidzein = 1(12/1) x (12/2) x (4/2) x (4/3.3) x (60/3,3) x 60000/20)] x
(103660,5/651876,5) x 0,2 ug
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Maaidzein = 302792,5 ug
Myaidzein = 302,7925 mg

Konsenirasi daidzein adalah 302,7925 mg/100 £ tauco

b.  Konsentrasi genestein

Agenestein = 52620 satuan luas

Ag penestein = 2069868 satuan tuas

My, genestein = 0,2 ug

Mgenestein = [(12/1) x (12/2) x (4/2) x (4/3,3) x (60/3,3) x (60000/20)] x
(52620/2069868) x 0,2 ng

Meenesiein = = 48406,7 ug

Mgenesein = 48,4067 mg

Konsentrasi genestein adalah 48,4067 mg/100 g tauco



Lampiran 3: Isoflavon dalam Kedelai'®

RlonC- o
0
- d
H
H
(a)

No. Senyawa [soflavon R Ra R3
1 Daidzin H H H
2 Glisitin H QCH3 H
3 (Genistin H H OH
4 6”-O-Malonil daidzin | COCH,COOH | H H
5 6”-O-Malonil glisitin COCH,COOH | OCH; H
) 67-O-Malonil genistin | COCH,COOH | H OH
7 6”-0-Asetil daidzin COCH; H H
8 67-0-Asetil glisitin COCH;,4 OCH; H
9 6”-0O-Asetil genistin COCH; H OH

Daidzein: Ry = OH; R, =H; R; =H; R4y = OH
Genestein: Rj= OH; Ry, =H; R3; = 0OH; Ry =0OH

(b)

() Struktur isoflavon glikosida; (b) Struktur isoflavon aglikon
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B-1060 HSM: SAMPLES Sedes: 6022 Report originat Systeny; Sys
D-T000 HPLC System Manager Repcrt

Anatyzed: 14751700 10148 Am Reported: FELFAG0 11146 Am
rrocessad: faifﬁﬂ t1r:a¢ am

Bata Path: CI\WINZEAPP\NSMA\zamples\DATANOGLEN

procassing mMethod: tvmh

System({acquisition): svs 1 seriesUz2

Application: SAMPLES Vial amher: 1

Sample Name: tmhili Vial Type: UNR

nfecrion from this wviai: & of % voiume: 29.0 ul

sample cesceriprion:

Chirom TYVPe: rlixed WL Chromatogram, 249 nm

YRS PRI FRRTI TR ATH FARTITY PRDUE IOV TN

T

Acquisition Method: tmh
golumn Type: Deveioped By: ratna
Pump A Type: L-TFi00
Solvent A: airfacet
PUme B8 TVDe: L-TL40
Solvent A: meoh/facet
Peak uantitatioan: ARSA
catoulacion Method: ARBAS

NO. RT Area wonge i B
i 2.807 L 15080 1.359 BE
& 8,583 280G .33 BB
"3 3.36 526756 6,158 BV
% 8.88 115865 1.54% vy
5 G080 THE65 J.940 Vil
B 1:.0% 112798 1.332 ke’
F 14,64 TIG64F1IE 1.946 ViV
& 15.65 61555 &.786 VW
9 16.85 355FH &.506 e
16 16,55 THEDT J.595 VB
b ZE.TT 129435 g.1.52 =11
18 28.61 1G836 §.38F BB
i3 31.%% 35671 G.362 BB
14 54,800 v 644008 F.E68F BB
i5 54 .99% y 2O3578L 23,3555 BY




D-T0id> HEM: SAMPLES Series: (022 Reporr ariginal Svsremy: Sys
ié 4i.7%1 2311548 2., 45% v
7 44,57 I5LL73 G.E78 vy
L8 28.53% 158270 t.682 v
19 3789 L1z3414 L.a38 wr
20 £5.67F 122647 1.442 VV
21 56¢.48 2520453 2.56%8% vy
pipin 5i.47 058646 2,458 vV
25 52.51% 1E564T t.349 v
za 93,41 161934 L.913 vy
25 54.49 233876 Z.645 gy
26 55.5% 310043 3.663 vy
&7 5. 64 LEE501 1.dds s
28 56.5%9 534551 5.%a% vv
z9 5%.85 1038 TT 4, 79% vy
30 57. 44 545855 5.9%6 VV
3% 56.52 §38731 5.345 v
52 59,41 158955 1.856 Vs
$464818 100,000

Feak rejection level: &
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D-T000 HSM: SAMPLES Serfes; 0023 Reporm: original System: Sys {
D-T000 HPLC System Manager Report
Analyzed: 10/31/700 2116 pu rReported: 14731700 01:86 e

Frocessed: 19/51/00 0L:t6 PMm
Pata Path: C:\RINIZAPPARSM\samples \DATANGGEIY
processing mechod: tmh

systemi{zcquisition): Sys 1 series:00zs

Application: SAMPLES Vial Mumber: 2
gample Name: tmhddS vial Type: UNK
rnjeccion from this viai: 1t of % vioiume: 26.8 ul

sample pescriprion:

chrom Tvpe: rixed wh shromatogram, 269 nm
,_g' A
. 44 . H
t.id 3 4
= F
E} &
.12 3 z
L i
— .20 —f i
g 3 !
A "y An
= ” T
008 4 3 i
) E R !
X oesd
& 3 G I ﬂLm
R 4 3 ! 13
a a’ai E "1 1‘] & e "‘-:ﬂﬁ‘)"‘
3 : w0
=z & i - HEG ﬁ;uﬁ.,
0.02 4 o U, oo BB - o
3 ;; T g T & g ZE= BN Idyy «”4} e
E] ) & [ - : NPV | i3 o e
i’y 4 T o re) “¢ oo £ v vy ‘-_..»-5-*
.00 — wa 5O & I WNoe e H A
3 m‘_ b et ' : m__:_x.-=..——--l——l}--—]:"*"““"
= g voaso© R LTt
-]ﬂ.‘.‘{j’»“d.‘.’.;\'»’,’{".t’-,’ TaTaTaNgES l’l.n.unhi FRIATRAE ﬁ.dni{if\'-.‘.’{.’q"-.‘«’-,’.’vf-’-.’{’-.‘-"".’;&f SRR ,t B ,&‘.t t.{i}.ﬂ.—}

L]

5 is =11 8% 3G 35 £0 45 13 k= £

Frmbmsibiwre Tism {min}

Acquisicion Method: tmh
Column Typel Developed by: ratna
Pump A Type: L-F106
 Solvent A: air/facet

PUmp B TYDe: L-Ti00

Solvent A: mechfacet
Peak Quantitation: AREA
valcutation Method: AREA%

NO., RrRT Area oonce i B
t 2.83 1345360 t.70%9 1]

& G.86 3156% 8.373 BB

3 3.35 253217 2,957 BE

& 5.9% 22408 O.565 BB

5 1g.11 15440 f.185 BB

% t1.453 23538 .27 2151

F £3.41 33563 G.354 BB

8] 16.659 14166 3.167F PR

9 1i7.15 15469 0.154 BB
1% 29, a0 L2H016 G.554 B85
1t 28.80 L1500 9.13% =1
1% 38.35% 11380 $.155 BR
13 32.1¢ 31286 G.365 f=¥z)
14 “é 36 54745 T.7d6 BB
15 57.26 2OBGOLE £2.818 BB
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D-70d) HSM: SAMPLES Serfes: 6023 Report; originat Systeny: Svs
i€ 44,8% 586167 5,478 BY
7 45,61 131827 L.55% s
ie 327.T% Lr8YeLy 2.5 v
13 28.,.7Z2 133789 1L.934 e
20 54.56 256304 3.5867% TV
23 51.4% 254672 3.0i6 vy
2L 52.75 16245 bo162 Vv
25 55.40 51485 t.795 v
za 32,61 2654383 3,193 Vv
25 55.5% 534158 £.388 LA
26 56.78 354145 4,645 e
&7 54.95 3455684 5,524 ¥V
£8 57.57 HOEHILE T .805% Aty
Z3 38.43 H13843 T.28% ve
HELQTEY 104,808

Peak rejectlion Llevel:

[¥)
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D-T000 HSM: SAMPLES Series: 90235 Report: original Svystem: Sys t
D-T000 HPL.C System Manager Report
Analyzed: 10451700 O02:40 pu reported: 10731700 03:28 pm

Frocessad: 10/5L760 05128 pM

Data Path: CI\RWINZZAFPPABESM\samples\DATANGORSN
processing Mechod: tmh

systemfacquisitiony: sys t series:gUuzs

Application: SAMPLES Yial fhambers: L
Sample Name: tmhO(1 vial Type: UNR
nfeccion from chis viai: § of & volume: 20,0 ul

sampie pescriprion:

chrom Type: Fixed &b Chromatogram, 24690 nm

0.010 —
3 Ao
i BT
30 AN
9.908 —f o - PoOEN
= 4 = "
z 3 T T 2
= 3 ; 2
) g.000 —3 a N
e : RS
i o1 |
i 4 .~ i
g 4 K
@ 1 - H
z -9, 00y — PR
a =
N
~0.020 ~J X
E§,
e - TTITIR I L S L A S N LS E R PR S SR P AT S TITET
i3 ¥ a0 i faf13 8% 98 5% £& 15

Acquisition Method: tmh

column Type: pavelioped by: ratna

Pump A Type: L-71
Solvent A: ailrfacet

PUMP B Type: L~Ti00
Solvent A: meohfacet

Peak Cuantitation: AREA

Calculation Method: ARRRE

O, RrRT Aresg wone 1 BC
t Z.U3 2BBST Z .28 B
& F.FF e LT 5.87%% Vi
3 3.9% 3665 G.2E6F TRV
& 3.28 L4467 F 8,758 Ve
3 3.47% THLIET 5965 BYV
13 5.41 Z2QUSU3 15.698 v
i 5.8¢ 1553218 i4,.883 V
& 11.25 14845 1.1463 BE
£ 15.4% 16640 9.855 BE

10 14,989 5460 §.27% BB
it 19,17 S8THSR 7.89L B5E
iz PE. 43 34311 S.EEE BB
i3 24,35 2ETES 1.936 BB
td 25,55 1FESS $.585 BB
is 52,32 SEEGO s.528% BB



D-TO00 HEM: SAMPLES Series: 6024 Reporr; original
1é 35.44 ¢ 1639578 5,149 BB
17 36.80 305469 £2.505 B
8 38.22. 52528 4,112 BE
12 32.93 3300 J.8589 231
26 43 .43 &0FFE 4.7F58 BV
21 45.58 226554 i7.775 i
ko 47.41 12869 1.008 ve
1277212 120,080

peak reieccion level:

0




D-T000 HSM: SAMPLES Series: 06023 Reporr: original Sysremy: Sys
¢hannel I MNolse: Not Measurad
channel { prifc: mor measured
Cconflguration paramesters:
mnrerface maodute: o-TOGO sradlient mode: gigh
cnannel ! Derector: L~T2sd channel 2 petector: None

Tolumn Oven: Nore
Pump A: I-~FI1006
Pump ¢: None
Column Mamss

Method mmtormation:
Method Namws: bmh
Descriptiont

analisapes .

Bump Sebup:
Atl pumps

Pressure bimit: 9 ta
Famp A {(L-7100):

| malvent aA: atrfacer

Pomp B (L-Ti001 3

Salvent B: meonfacet

PUmp Table

Tine sair/a smaot/ Total Tlow
fmin) fmtrmind
6.0 100.9 .6 1.600
5.0 ta0.0 &.9 L.O08
75,90 2,0 190, 0 1,090
66.0 i60.6 6.6 1.000

Channel L tUetector (L-T7479):
Spectral Bandwidth: 24 nm
Absorbance Modo: Normal {2, 0Aw)
mavelengrh range: 1939 ve 5%9 om
start Time: 0. 00 min

Method DP for chartast 1

watoeutlacion mechod:
Tatenlation Method: ARSBASR

Peak ldentitlcatign wWindow: % Time

o m .

Aubozramplesr: Manuval
Pump B:r L-7160
Bxternal Instrument foftwars: HNone

Duveloped byr rakna

220 kgtiom?z

mvent marent, Bvent. nvent.
3 g

L it e L T Y e —

e ey - -

Spectral Interval: 149¢ msec
Autoc Pero before Injection: YES
pronivoring wavelenth: 240 nm
sSTop Time: $0.00 min

peak guantivacion: area
voncentration gaata £rom methoct.

UNK peaks 1dentitication rutle: Cilosest peak

Update RT in component Tabie: N0
pgo library search: wo
Component Taple
RT #indow  Funci runch Funch
{mind %)
3.0 19,900

Do blank subtraction: Mo

Tolsrance
£2)

mregration Tabie




B-700¢ HSM: SAMPLES Series: H025 - Repore orginat Sysreni: Sys t
Time runction vailuefstatus

(ming

2,88 NOIgE 10

.00 SMOOTHING {QFF

0.00 SENRSITIVITY 248

.00 N~MICTHO O

pap processing serup:
pear spactrum incegrarion enanleao: mo
Chromatogram o create: Flxed at zZ80 mm

DAD Display Format:
Time range: 9.00 to $0.0¢ min
wrrsat: 0.0
Auto Mark Peak wWh NO
3-0 resotution: Medium
3-p rotation: 30
plsplay spectra onlv: o

Ferrorm system suitabilllity test
Perform module performance tewh T MO
rerform data diagnosis N

&

.y

shromatogram oisplay rormat:
aAntoscale Tine fSange:y 0,99 T.Oo 9,00
Use albernabe scale: NO
Scats to Full <hrom Times Range: YES
paseline overlav: rms
Marker-rn signals: wWo
Show ilntegration time tables
Show gradiant curves: WO

min

L)

reak purity oneck enabled: NO
Pelete DAD Jdafa Arter reéporting: wo

Apsorbance scale {Au): Auto
wavelength range: 120 ro %90 nm
specrrum olisplay: absorbance
Anto B85 Subtractlon: NO

E-0 tiits 30

3-p mirror: NoO

RepOrT Spectra: Peak top and sides.

AGtoscale: oS

saror MO

rejection ievel: & uv ~ ssc
STarc-end marxers: res

labels: Time, Mone

sawpling period time table: MO

Aubo
feak
raeak
Fea
Bt

Report channeil I labels in the chromatogram overiay graph.

pleTture in plicture: wone
Beport Eormakb:
tfse primary iayout: YTES

print primary lavout reporc: YES
Accuisition ppoe: wo
Bepsooess DUE: RO
Concentration tnit: Other
Concentration acale tactaor:
doncentration
voncenrration
woncentration
Congentration
niection report
infection rsport
rniecrion report
radaction report
miection report

L.Qaod

tnit: ocher

sS0ale racrtor: t.9004

DI - B o

cotunn ! header:
column 2 header:
column 5 header:
aolumn 4 header:
Co tumn

J header;

RT
ARERM
Lusiel ok
BC

aivide by sampie amountc:

ugse gonpouaent mulitipliec:
PE-NUM

Repurted peake: 231 Poaks

Tee secondary tayout: NO

Print secondary layout report: Ko
acquisicvion macro name:

Reproccos macso name:
concentration L name:

no

soncenctracion £ name:

RICH
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D-7000 HSM: SAMPLES Serfes: 0028 Reporr: oripinal Sysrem: Sys t
D-7000 HPLC System Manager Report
Analyzed: 11761700 11:01 Am reporced: 11/01/00 12:02 om

processed: 1i70L700 L2:02 PM
Pata Path: <\RINIZAPP\NSM\samples\DATANGO2EN

processing sMethod: tmh

System(acoquisitiony: Sys 1 gertes:00ze

Application: SAMPLES vial Mumber: 1L
Sample Name: tmhGil vial Type: UNR
rnfeccion from this wial: § of 1 voitume: 20.0 ul

Sample pescription:

chrom Type: rixed wr chromarvogram, 2460 nm

o
8

e s s p
o o
[ L 3 a

Maopbaior (BD)

e
8

Jml?uwm@whm@wduulquuhmj

TTTT T T T T T TSI LTI R T T TTTTT T
vy 1 v

AVALIALIRANAG f<I‘..’|,U.",'\‘li!.'-..w',».‘\’.';.‘!.'n.\m“-,\i“;‘.f{'-..i':.‘;l;l‘.!;‘,\i.:.,“t‘r"-;".,‘-,‘.‘.;\‘.;-'{f.'\.‘-'}...“’.frlfn.‘-'n.‘-.’._’.’.]%‘.}.'lilli‘,: l';

I S i 15 2113 42 iy 15 40 4% k73 i &5

e
]
Pl

Fubwmbive Thae acis}

Acquisition Msthod: tmh
<olumn Types paveloped byt ratna
Pump A Typur L-FLI60
Solvent A: airfacet
Fump B Type: LR
Sotvent A: meahfacet
feak Quantitatlion: AREA
“aloculacion Method: AREAE

NO. RT Area wong 1 BC
1 Z.TT 3360 1,778 BY
& 3.04 PFE5 g.058 TBE
3 3.23 730 O.167F BB
4 5.4% baTa54 4,708 BY
5 5.5 22080 9.429 BB
5 8,77 132405 2. 7t9 e
7 i3.84 I6EED ¢.310 BB
B 17.23 55485 $.145 B
5 16.2% 44654 &.185 BB

tg 14,44 56545 0.64%90 BS
1t zz2.9t 225480 0.329 =353
i 24, 8¢ 18750 #.357% BB
13 26.40 32160 §.618 . BB
id 50.%6 5445 8.161% By

i5 32.49 52554 1.000 BE




D-1060 HSM: SAMPLES Series: HO28 Report: originat System: Sys ¢

ié 35.%% ~ 1635353 £.867 BB
17 37.15 L6838 G.54% BB
i% 38.55 SETEY L.005 BE
19 23.79 L2072 Zz.304% BY
28 45, 5% 361538 &.8BB7F gty
21 37,65 52204 1.756 vy
5 ag. Tk SO56% f.7504 vy
25 52,21 552174 6,320 vV
z3 n3.84 243783 3,438 vy
45 56.55 SU5555 I7.83% Vi F
26 57,17 §5742d4 5,455 v
by 57.24 4584159 &.557 vy
b3 58 .00 tandss L4, 596 s
29 59 .49 2724812 3.278 ve
S2RA34G 180,000

eak rejection tevel: O

} SA§ nuasig fenfspo uoday 3200 sanag SETIINYS JISH 0004-Q



B-7600 HSM: SAMPLES Sertes: (6028 Repor: originaf Svsteme: Sys f
<hannel I Nolse: Not Measured
channel 1 prifr: wor measured

Configuration paramsters:

mrerrace Moduie: D-POOG gradient smode: migh

Thantnel $ patecstoni L-T250 Channel £ Dereotor: mone

Colunn Ovens: Nooe Autosampios;: Manuai

Pump A: L-71068 Pumsygs B L-7188

Pump ©: None Bxternal Instroument softwars: None

CTOIUMn MName:

Method Intormation:
Mebhod Name: tnd Duvaioped by: cabaa
tescription:
analisapss

Bumg Seboep:
All Puamps Fregaure Limits g 1

o]

420 wqgrlon?
PUmMp A {L~Ti00):

Bdoivent A atrifacet
Pomp B (L-TL0Q):

folvent B: neahfacet

FUmMpP Table

Time Fair/a Tmeot./ Total Elow mvent, Bvent, gvent, mrant

fming {misfmin) 1 Z 3 3
.0 i90.0 4.0 1.000
5.4 109 .0 0.9 t . 904

33.0 0.0 1g9¢.9 L.900Q

£3.0 186,83 5.6 B s 1 1

S A M A S Y S o X TR TS RS SSYR S LT ISP DO R NS T ST RR EY BV BS v i bk oy WO TIPS RT TV A DR I AT IS et fre v AT N e T T T NS S N Y NS EFE SS I e e mm r wr o mw

Channel L Oetector {L-7T437):

Spectral Bandwidth: 4 um Spectral [otervat: 1800 maeg
Abscrbance Mode: Rormal . 0aw) Auty Pero before Injection: Yo
wavelength rRange: (49 ©vo 350 nm tronicoring wavelentch: 249 om
start Time: .00 min stop Time: $0.090 wmin

Mebhod DE For chanael 3

calculation method: Faak guantivacion: area
maloviation Methoo: AREASD concentration Mata rrom metnod.
feak ldentitication Mindow: % Time
UNE peaks identitication rutle: Closest peak
vpdats RT in componsnt Tablis: o oo Diank subcractions B
po ribrary search: o

2

[

Domponent Talbie

RT window Funci funch Func? D-OGns ToOlaranos
{min) (2} (%}
3,00 1¢.,.00

jgrgqemesed uoTieInbTIVGN

¥ SAg TASAG TEmBR0 oty 200 59188 SATOAVS TI5H 0004-Q
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P-T600 HSM: SAMPLES Series: &029 Report: ovdginal System; Sys §

b-7006 HPLC System Manager Report

Analvzed: $1761/00 12118 em reporved: 11701760

. processed: L
pata Paths ©:\WINISAPE\HSMisamplesiDATAVGOZEN
processing dechod: Tmi

system{acquisition): sys 1 Berises10UzY

Appiltcation: SAMPLES Viat Mumber: 2
famplie Names tmhdOD vial Type' UNR
rnfeccion from this vial:s & of 1 voiume: 2&6.4 ul

sample pescriprion:

shrom Type: rixed wL chromatogram, 2460 nm

i

85152
LtAOLF00 Ottty em

3
0,06 &. ,{?\,
I 4 =
.3 & 3
9.08 =5 = £
R s
- &
o &E 3 i . .'E
— v 2w g
2 ER i
& 4 I w i
0.93 3 SR}
5 3 g0
3 3
_g a0z 3 | LA o
Fy __'\ t ‘-? ,-‘- s
# : IH.: 1 z ! ot
* EYY 5 Bt -
- e 137 £y
* AL Aser aa y X,
e0g -2 b e mep s mmed HI[L S S
. . ; & ol . R Diee 3 B emmgTeea
3 A g JEd gd AN U e
. P ~ = i P S
—0.01 o i %d-w_ﬂ%__\,_;_g_—g—-ﬁn-wﬁ-"‘" -
_;1:.’. 5
R O S T SRR R S S SR S R SIS 13
£ 5 id is 30 8% 34 1Y AL ALY =+
Pebmnisen Tiwe (san}

Acquisition Method: wmb
wolumn Yype: pevaelopaed byt ravaa
Pump A Fype: L-7106
Solvent A: alrsfacet
pump 8 Type: L-Ti00¢
Sotvent A: meoh/acet
Peak (Quantitation: AREA
¢aloutation Mothod: AREAS

NG, RT Arsa wonc 1 Bo
1 z2.91 178329 2.385% =154
& 3.80% 22063 &.255 BV
3 3.3% 14157 &.189 B
4 5.58 515258 4,815 By
o} 5.8% a8 0.11i5 RS
4 .12 19a35T Z.598 vH
F i6.5%8 FEES §.104 BB
8 iR 13349 8,176 BB
g 15,57 16840 0,845 BB

i io.45 ETS5id 0.565 BB
1t 23.97 2{97TL 0.289 =1}
Iz 85,45 13465 ¢.15d BB
i3 2F.07 B355 §.114 85D
£ 28,65 258520 &.518 BB
is 5G.47 5186 6,088 BB



A

D-T006 HSM: SAMPLES Serfes: 6029 Reporr: original System: Sys ¢t
i6 532.06 23668 0.3%86 BE
7 36.16 7 355540 4,720 BB
i8 3T.aa tzavnd 0. 144 BE
19 35,88 9328700 12,489 B
sy 41,78 BEOFE I.3123 BV
21 48,60 516363 §.525 v
j:9.3 48,65 221061 £.55a¢ L
z3 5L.7L Zai 8T 4 .580 vV
22 32,43 155I8Y 2.2L3 \a%
25 53.41 155574 Z.61L5 VWV
26 54.37% 2626021 3.%766 v
&7 55.5% 52145% &.94T '
Eds) 57.25 1L Y55 t3.582 v
z9 3T.47 S EAVEAY) 7.43% A
30 57,87 LRGR4EE 17265 Pt
3% 55.33 163526 1.36% BB
TafagLe 109,000

Poak rejection isvels
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D-%600 HSM: SAMPLES Series: (4030 Reporr: originat Sysrem: Sys t
D-T000 HPLC System Manager Report

Analyzed: 11701700 01:25 em roporteds 11701700 08124 Pm

Data Path: < \WINS2aPE\MsMisamples\DATANGOSON
processing method: tmh

systemiacguisition) st Sys 1L
Application: SAMPLES

Sample Wame: tmh01id

rnfecrion from this vial: 1 of 1
sampls pescrdiprion:

Processad: 11701700 O0Z:2a pMm

Serles U030

¥ial thamters: 10
vial Type: UNK
volume: 20.0 ul

chrom Type: rixed wr ohromatogram, 2484 nm
0.05 -3
3
0,05 —
B D.04 -3
& 3
[ 0.03 3 B
X = &
"I by . @ hG
3 o.02 3 zle 5 ¥ oo bg
- | =i, e R éi:g e
3 B @iy Hag Yl
p.oA 3 i 1 = Hooo® = Aewn ol
3 nig 8w 7 N T pd
3 = ﬁ o = ™ ~ Ay
S & & N' . e
0.00 F—llifoir— e N
o
:}rilxﬁitxr}ﬁitﬁzﬁtsiét;VSIK!1!}!3%$E$€Ki}k;{;\$§§%§T313k§r5§§§i‘5%$§£\§¥$iixif\f}.l’%i%&l§§€$§5f3¥§¥$T£§§?Sifl§f5?SC315t§
o [~ 16 1% 50 4 55 35 46 i5 =0 E~
Prbenbien Time {man}
Aoquisicion Method: tmb
Column TYPa: peveioped byi ratna
Pumg A Pype: I-FLO0
Solvent A: airfacet

pump B TVpe: L-T71i00
Solvent A: meoch/acet

Peak (haantitation: AREA
waloulation Method: AREAS

No. RT Area gong 1 B
b 1.37 82249 Q.LE3T sy
2 287 58211 1.1I33 YV
3 2.88 5152 0,958 Vb
4 3.03 15885 &.254 BV
5 3.533 121686 &.270 VB
<] 3.57T 810890 1.55% BE
7 5.3 5600 g.184 BE
g i11.5% F5RG G.144 BB
4 My it G408 &$.160 BB

by 25,440 td4368 6.875 B8
it 32.85 39rZa O.T80 BE
1% 36.15 ~ 635560 1.214 BE
i3 3F. 58 19568 &.,53%4 BB
td 35.463 54580 &.656 B
is ar. o8 &T855 1.29% BY



N

L]

D-7000 HSM: SAMPLES Series: 0030 Reporr: original Systemw: Sys
i6 453,71 46856 0.658 b
17 44.13 397778 T.815 vV
18 27,867 863568 1.652 v
Ly 39,04 LOLITY 1.944 w
24 53.75% Ed3EEE 12,313 VWV
21 56.2% G7F5685 i6.888 Rt
bk 56.59% i5s3i6% L.958 AAi
23 57.58% 553252 ta.s591 v
zg 3T, 60 319370 #§.114 v
25 58.08 1441385 EF.591 VWV
2¢ 55,44 168040 2.087 TBEB

S5£25895 108,000

reak rejection lewvel
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-7000 HSM: SAMPLES Serfes: 0050 Reporr: original Systeny: Sys t

shannel 1 Nolse: Wot Measursd
shanne? 2 porirc: ot Measured

ronflguracion parametsrs:

Intaertace Mmoduie: pD-7O0Y gradient mode: ®igh

channel § petector: L-Ta50 cnammel £ ooteotor: HONS

Solumn Dven: Hone Aubtoramples: Manual

Pumg Acr L-F108 Pump B L-FiI066

fump ¢ Mons External Instrumsnt Jcftwares Nons

SOIUmn Mame

dethod Intormation:
Mebhod Name: bEmi Dewveioped by cabna
mesceriptions
anatisapss

Pump Setup:
Atl Pumps Eresasuare Limit: Q

vt
b

4720 kgricm?
pamp & {L-7100) ¢

solvent A: alrfacet
Pogp B (L7100}

Solvent 8: meohlacet

pump Table

Time Falxn/a rmant, Total £Low mvent, Event et mwant

tmin) tmntfmin) L Z 3 4
0.0 1000 6.0 1,000
5.0 100,09 0.9 t.900

39.% 7.0 90,0 1.0y

£6.0 iIG6.6 a.G 1.560

- v i O S R ER S3 ER XM S S A S5 SR A DR TR KD MW EY T 5D R ror S S S M R S omn o g pm oy e mm mm e g mm e e mm o T RS M RN W S 3R KT MO WS S SR AR W T KW W NP M WP Y TV P

Channsel 1 fYeteotow {L-T430) 3

Spectral HSandwidth: 4 nm Spectral fntervai: 1800 msec
Absorbance Mode: Normal {2.fav) Auto Zero pefore Injsction: YES
wavelongrh Range: %% vo 5%0 nm moniroring wavelenths: 240 nm
start Time: 9.00 min stop Time: $9.00 min 3

Method DP for chanmel 2

saleulation Method: Peak guanticacion: Area
Caloulation MBEhod: AREAR concentration data from methiod.
Peak identitication window: % Time
UNK peaks identitication rule: Ulosest peak
vpdats RT in component Tabls: WO 0o blank subtraction: NO

. po library search: NO

Component Table

BT #indow Funci Funci NGy EGOnG Toisrance
¢min) (%) 2]

meregration Table




D-7000 H3M: SAMPLES

Serfes; 0030 Report. originat Sysreny Sys |
Time ranction vaiuesstatus
fmdn}
.60 NOLSE JRY;
0.00 SMOOTHING QOFF
0.00  SEMSITIVITY 20
.00 H-METHOD 6]

pAD processing setup:
peak spectrum integration enabled: w0
" Chrometogram to creste: Fived at IS oW

DAD Display rormat:
Time range: 0.6 to $0.00 min
grrset: 9.4
Auto Mark Peak WLy MO
3~-D resolution: Medium
4-p rotation: 3¢
pisplay spectra only: NO

pertorm system suitabiiity test
Perform module performance best
rerform data diagnosis 3

,"
%55
g &

cnromatogran olspiay Forpat:
sutoscale Time Range:; 0,00 to §G.00
Use alberaabe suzle: RO
sgale to Fuil ¢hrom Time Range: YES
maszaline overlay: TES
Marker—-on Signais: MO
show integratilon time table: WO
show gradient curves; NO

F

report channel 1

min

picture in pilcrure: mone
Report Foomak:
tise primary iayout: TEF

Print primary layout report: YES
ascquisition DDE! HO
Beprocesa DUE: ¥HO

concentration tait: Other

geakx puritvy check enabled: NO

pelete pap data arfcer reparting: MO

absorpance scaie {Au): Awto
wavelength range: 190 to 5%0 nm
spectrun bisplay: absorbance
mato BE subtraction: MO

3-0 tiit: 30
3-b mirror: NO
|RDOTT Spectrat

A

peak top and sides.

AUtoScCale:r YES

Aubs h
Paak
pealk
=T
show

A~ Jawiy
rejection tevel: § uv * sec
starc-=nd markers: ¥YES

iabels: Time, Hone

samp ling period time table: NG

iabeis in the chromatogram overlay graph.

Bupurbed peaks: ALl Peaks

s aacondary layout: NO
print secondary layout report: NO
acquisicion macro name:
Reprocess macrs nanye:
Concentration 1 name:

Concentration
concentration
concentration
concentration
Concentratlon
Injection
injection
misction
rnjeccion
mjection

[at I S el o

report
repoEt
report
report
report

acale ractor: L.uddo

gividge by sample amount; RO
nic: sicher

scaie ractor: 1.0000
use compotnent moltipliexr: N0
colamn neader: PE-HUM

<O Lumin header:; RT

coOlumn neader: AREA
COLumn header: CTOMCL

oo lunn teader: BT

Mom W

concentracion 2

name:
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D-7060 HSM: SAMPLES Sedes: 605t Repotr; original Sysremy: Sys ¢
D-70006 HPLC System Manager Report

Analyzed: 11701700 OR:26 Pm Reported: 11401700 03:2% pu

processed: 117017500 05129 PMm

Data Fath: <@ \WINISAPP\HSM\samples\DATANGOZIN
processing mechod: tmb

gystem{acauisition): sys ¢ saries1093tL

Application: SAMELES viai Mamber: 1L
Sample Mame: tmhi0l vial Type: UNE
rnfection from this vial: 1 of % volume: 20.0 ul

sample pascoriprion:

chrom Type: rixed wL chromatogram, 240 nm

1.
.88 3 @
T !
3
a.et—g
= E)
2 Be93
B £}
X E
1A
g 0.0 3
4 ER
aﬁa-é i S -
= S -
-m01-§~~ﬂ% : 4 :
ER
e.i_‘.‘",\'{;’ (‘ BN 'lf‘\.“’».‘.}.’;l}(’.'ii.’-'\'j,l".‘-,‘df":'.‘n...~"z"“’ SES LSRR ‘-i‘\"."\'.’.‘C.‘{‘.'_"’-'I‘-'}‘{_‘.'._?.*{I.‘{;\}:.’ti.“,ﬂ,n,i't;
1] 5 i i¥ ot ] 5% 55 =3 [ 4

Frubaeriion Timw {mim}

Acguisition Method: tmh
Coiumn Typet neveioped by: racna
Pump A Type: L7180
Solvent A: airsfacel
pumip B8 Typed L-Ti00
Sotvent A: meab/acet
Peak (mantitation: AREA
eatoutacion Machod: ARBAL

NO. RYT Arsa wone 1 BC
t z.91 9522Q L.79% 55
2 3.04 20540 &.38% BV
3 3.35 15560 0.%83 VB
4 3.57 34888 &.645 BB
b .18 20080 G.3%6 BE
4 1z2.4a9 18959 G.340 faf=)
F iF.EF SEIEG §.4%1 BB
& 16,91 36025 &.565 BP
o 35.67 55840 O.F2F BB

14 36.57 / E21040 £.264 BE
1t B3T.865 13350 9.251 2353
Iz ' 35.09 3826 g.608 B
i3 £3.84 159685 2,064 BV
i4d 46,40 347860 F.dF5 v
i5 25.05 19a088 f.942 v




D100 HSM: SAMPLES Series: 6051 Report: original
i¢ 45,07 85534 i.624 vy
iw 28,92 41540 1.7440 v
18 55.67 02198 1t.55: v
13 74,80 3098240 %.830 L'a'y
a8 56.335 S558TFEG 11.154 ViV
23 5%.4% TR3E4R £3.617F v
Fog s 57,95 525657 9. .854 a7
&3 58,149 1252240 25,402 \'a s
z2 99,49 9Z84Y L.7a7 THS
3314313

164,440

Peak relectlion level:




L]

B-2000 HSM: SAMPLES Series: 005t Repor: original System: Sys 1

¢hannsl I Holse: Not Measursed
whannel it prift: Not Measured

eonfiguration paramsters:

rmmrerrace module: o-Tido sradient mode: zigh

channel §@ peracror: nL-T450 Cnannel £ DeTector: done

Column Oven: None Anbosamples: Manual

Pump A: L-7100 Pump Br L-7100

rump ¢: Nons ‘ Zxternal Instrument Software: Nonse

COINAN Name

Method mtormetion:

Mebhod Hame: tmb . Desveiopad by cabna
tescriptiont
anatrisapes

Brump Swbup:
Alf! Pumps Pressure Limit:

o
'nd

424 rgr/om?Z

[i

pamp & (L~7100)
soivent aA: airfacet

Pump B (L-T109):
Sotvent B: meohfacet

Fump Table

Time xair/fs. Imeot/ Total ELow gvent, wzent, mvent mvent.

{min) {mi/min} L 2 3 g
0.9 160.0 0.8 £.600
5.0 100.0 a0 LLO00

35,0 9.4 19G,0 1.000

0.0 10G.6 5.6 1.660

Channel i Cetector (L-74357):

Spectral Sandwidth: 4 nm Spectral Interval: 1¥U0 maec
Absorbance Hode: Normal {Z.0AU) Auto Bero pefore Indection: YES
wavelsngth mangse: 169 o 5490 nm ponivoring wavelenth: 2469 nm
start vime: O.00 min seop Time: &0.0¢0 min

Mabthod DP Lo ohannel 1

walcularion Method: peak guantitation: Area
calcilation Metnod: AREAL concentration data Trom meThod.
Peak identiitication wWindow: % Time
UNE peaks fdentitication rute:; Closest peak
Updats RT in component Table: MU oo blank subtraction: N
o tibrary search: Mo

Component Tabbe

BT window runci runcs funcs E-COnC Tolerance

{min) $5) - (%)
3.00 19,00

rmregration TEDLS




00 HSM: SAMPLES  Series: du3t (Repor oviginat — System: Sys t
e Fancrtion value/srarus
)
D NOISE mn
an SMOOTHING )y
343 SENSITIVITY 240
oav) N-METHON u
processing wserup: Peak purity check enabled: o
23l SPecrrim iﬁf&gr rion enabled: MY pelaere DAL data Aariey TEDutt;iﬁ‘ o ow]
Twwonatogroaw Lo creates Fired at 280 taw
" pisp WMats Absorbance sca

rmat
G.00 o 40,000 min

uto Mark Pesk WLy NOD
-0 resoiution: Medium
~f rotationt 3&

rigplay Spectra only: oo

9]
pod
L
E
U

= 1ays
auto B3 SubT raction: NG
3-0 titt; 230
- mirror: No
RePDOYT Specrral Peak Top and sides.

Torw system sultability test b

PRGN At i (e rrormdie  tus TR

form data diagnosis TN

ONALOIran Display FoOomars ARLOBCAle: THNS

wtoscele Time Hange: 9.0 to §9,090 min

fue alitornate gogie: WO Aubc zero: BN

lcale To Full <hrom Time Ranges: YES Peak rejsocion level: & uv 4 sec
sazeline overiay: ras Feak starv-end markers: YEsS
mrEer-In signals: oo Feak labels: Time, wone

itow lnteqration Tine table: oo
how gradient curves: HNO

-

show samp ting period Tlme Table: MG

wport channsl I labels i Che chromatogram overiay grapi.

ricture in piceture: wmone

ramt Eisomat

rge primary tayout: YES

rrint primary layout report: YRS
woauisiction pogs o

Beeporbad peaky: ALL Bweaks

trae secondary layout; MO

BPrint seoondary iayout rsports NO
ACUisitTion Macro names

Rﬂprﬂ?}ﬂs-’ﬂ AT ENT 1A D
Concentration L name:

concentravion £ name:

leprocess DDE: RO

ouneentratlion L Unlt; Othex

oncentration 1 scale tactor: L.ooogd
qoncentration 1 divide by sample amounc: N
mncentravion £ oniv: vther

;oncentration £ scale facror: 1.00090
roncentration 2 use component maitiptier: W

fhieader:
headers:
headey:
heaoer:
header:

miection report colamn
miscTion CeSport oolumn

jecrion report coliumn
miection report oolumn
miection report column

Ly 22 b

LA

B NULT
Ry
AREA
Rl g
B




¥y HSM: SAMPLES Series: 0032 Reporr: original Systeny: Sys 1

D-T7600 HPLC System Manager Report

lyzad: 131702/00 88:20 Am raporved: 11702700 16:45 am

processads 11502500 09:20 am

a Path: CrARINISAPP \MSM\sampies\DATA\CGO32Y
cegging Mmechod: tmh

temiacouisitiony: $vs 1 series Uiz
lication: SAMPLES Yial tumber: 10
pie Wame: tmhdid Vvial Type: UNR
eccion from this viai: 1 of & volume: 28.0 ul

pila pesoriprdion:

shrom Type: rixed wo chromatogram, 249 nm

=y
E: 1
.97 3 B
R 3
é 3 F:
. e o
98 -3 T r
3
o.05 3 i
3 2 1l
&ﬁi-g P i
= v {
4
= i
ER il
o.ox — P B o i
kS il I Had 1
U TN BRI
Q E Ql 1 1 & N ".' ": b pusl ‘-\ . » “l‘:'. R
E P 2w N e C
“d il & =2 o (:_'__,__‘l-'
9.00 3 et
i b
O S H LR R S O e R PR R SRR S S R ST O S AP AT T 3
g ) i% i 54 35 35 3% 445 4% 5G 5 &=

uisiction Method: tmb

tumn Types oaveioped by: ratna
p A Pyp=r L-FLE0

Solvent A: alr/acet

P B Typa: r-Tidd

Sotvent A: meab/facet

g Ouantitation: AREA

.culation mMothod: ARBAL

i Area wonc f B
] Z.9L 103327 t.152 =153
! 3.87 5076 0.356 BV
B 3.55 Gr55%9 &. 6058 VV
: §,.25 2H4E60 g.804 TBB
5 it.79 347586 9.45% ve
7 19.99 2504 .04y 2354
3 i6.43 SEEG G.108 BB
¥ 16.53 4766 &.058 BE
¥ 51.15 LRE8G §.045 BB
t 55.9% 4§20l 1.05% B8
. 3%.498 ~ 218803 1.599 my
: 37.78 7 6120 3.567 BB
H 35,25 IGRRETFE ii.8268 VB
i £2.1% 125508 1.535¢% BY
5 48.55 514168 8.597%8 v




DT HSM: SAMPLES Series: (132 Repore: originat Sysrem: Sys |
ié : 45,65 195015 £.155 ‘ v
17 49.1% Ed5TE6 2.4654 vV
&3 58.05 152960 r.7549 v
Ly 50.99 8940 J,738 r
2o ' 51.8% 351531 3.853 V¥V
23 52.36 285441 3.10% vy
Fos 55.46 21535586 Z.54%2 VY
z23 54.00 128T085 t4.1U8 v
za 37,94 BB2ZEIY 9,574 v
25 57.68 EG6G61 4.45% V¥V
26 536.15 17L3564 18,850 vE
41235358 10U, 00t

Poak reisction isvel: O






