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DY 77 LY RREEDEFHLRZETT, EIAN XD LD BAETHEFEZFEmT
256, BEBEIPREMNICET 29— (heterogeneity) DFER EH 5. EEE k.
BLN EZEHTEIECRYIED Z PR EELHY ET, TDLD RIFEICE
Y =77 LORARDMELUIE % Similarity Score & FE(ENZEE L TEH L T, B4 % M
95 ENAIEETT,

Similarity Score DEHFEDHEIFRDBY TF, FLWVWFHEFIE 7T Y XLlF 120
LEZSRIZE L,

1) Standard (FZ4E5 : #82#8[@]). Sample GHET 2> 7L) DBIE
R—&GTct Y- I L%2BBLET,

ssssssssss

2) Evaluation Software < Sample Comparison % f#&#fr

@ Standard D VR LEIERERA S, ZEIE (Variation window) % FRE L 7,
Standard D& Y & LBIEDFHt > % —2"F L (Average) ZFlv& L T, ZEHE (Variation
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ERD
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YA 7IETIERE—DRERERST 2 BAUEDORYBELAET —2%2EELTLEEW,
Standard, Sample. Control MAITE (X, B U&MH (iR, F6 - BEERHE. MEEE) =X

L TLIZE L,
BB LD TFAILELTRELLEAET—2TH, BIFEICZNEFNDT—27 74

WP IAA THBTEITI) T ENATEET,

1-2. fRt A&
Z ZTIE. FeyRilla & EBGEERMOBEERZGICBEITTEE CRBNMLE T,

Biacore T200 Evaluation Software B X £ 9,
File — Open 1 5. ﬁﬁﬁ%}ﬁ’) 77 AINERERRLET,
D7 7 AL EFNALEHEICIE, File — AppendResultFile %7 ) v 7 L £7,

File | View Evaluation Tools Window Help

lot = i Bar Chart | ] Kinetics / Affinity = - Concentration Analysis ~

Apply Evaluation Method...
Save Evaluation Method As...

Print... Ctrl+P

Properties...

l
BMT2774)L%&RLT, Openx 27Uy LET,
LUTOERIAY ForEEEd, OKEZ 27U v 7 LET,
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Biacore T200 Evaluatio [ |

Appending a file will delete anw uzer-defined evaluation items.

Cilick QF if wou want to do thiz. Othermize click Cancel.

]9 ] [ Cancel

BEO7 7 A VERPALHEICIE, FREBRIEZBRYRLET,
!
FRAATREEE Y —0 7 LZ2ERT 585513, BEAD Allsensorgrams =7 U v 7 L £
ER
i Biacore T200 Evaluation Software 3.0 [Multiple result files] TG = 7 —

File  View Evaluation Tools Window Help

© [ [l | 54 | A Solvent Correction | n] Sensorgram ~ 4] Plot + |ui] Bar Chart | /2 Kinetics / Affinity = | Conc ion Analysis ~ - Th ynamics | i
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!
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File View Evaluation Tools Window Help
P I | & | A Solvent Correction | : |a Plot = i Bar Chart | Kinetics / Affinity - -5 Concer
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|s¢] Remove || Edit
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[ ] Create Sensorgram Comparison @1
jD Mame:  Sensoreram Comparizon|
ED Curve Type: [ReferenceSubtracted v]
3 Include G) Ligand Analyte Sample Type Curve File Cycles Conc
v HEK RIIIa F158 infliximab Sample * | Fr=2-1 11 5 24.69;74.1
v HEK RIIla V158 infliximab Sample * | Fr=2-1 11 10 24.69;74.1
v N/A infliximab Sample * | Fc=4-3 11 5,10 24.69;74.|_
v HEK RIIIa F158 omalizumab Sample || Fc=2-1 11 6 24.69;74.]
v HEK RIIla V158 omalizumab Sample * | Fr=2-1 11 11 24.69;74.1
v N/A omalizumab Sample * | Fr=4-3 11 6;11  24.69;74.
v HEK RIIIa F158 rituximab Sample [ Fr=2-1 11 3 24.69;74.
W HEK RIIIa V158 rituximab Sample * | Fr=2-1 11 8 24.69;74.1
v N/A rituximab Sample * | Fr=4-3 11 38 24.69;74.1
v anti-His Rituximab Sample * | Fr=4-3 2 3;5;8;10 24.69;74.1
v anti-His Rituximab Sample * | Fr=2-1 3 3;5;8;10 24.69;74.1
v anti-His Rituximab Sample * | Fr=2-1 4 3;5;8;10 24.69;74.1
v anti-His Rituximab Sample |v | Fc=2-1 7 3;5;8;10 24.69;74.1
v anti-His Rituximab Sample * | Fr=4-3 g 3;5;8;10 24.69;74.1
v HEK RIIIa F158 Rituximab Sample [ Fr=2-1 1 5;10 24.69;74.
W HEK RIIla F158 Rituximahb Sample * | Fr=2-1 2 5;10  24.69;74.
| v HEK RIIla F158 Rituximab Sample > | Fc=4-3 3 5:10 24.69:;74.1 7
4 I 2
[ HMext > ] [ Cancel ]

@O Name (@t 2 AHLET, @
WEILEEL|W Y —2F L) ZBIRLET,

Cycle Type |£. Reference Subtraction (23> k0O —

TAVRTTFTOT—=7ILT, BITICERT 22U —77 LDOFEIRE, Sample Type
(Standard. Sample. Control) DFEREZITWE T, BRLIc2t Y —J I LD AV FE
— Keywordtable TZE 417> C< /&L, @ Include DIFICF = v 7 & ANT, BITIC
FERTLZE Y- 7 LERIRLET, @ Ligand ZH LW Analyte LTV — M2 HNT 535
HIZlE. T—7/LD Ligand £7-lZ Analyte 7 U v 7 L TL 2Ly,
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[ ] Create Sensorgram Comparison ﬁ1
Mame:  Senzoreram Comparizon
Curve Type: | ReferenceSubtracted v]
Include Ligand & Analyte rSample Type’ Curve File Cycles Conc + [ Ihclude Selected ]
HEK RIIIa F158 trastuzumab Sample | Fc=2-1 11 4 24.69;74.1
v HEK RIIIa V158 infliximab Sample 0 Fc=2-1 11 10 24.69;74.1
v HEK RIIla V158 omalizumab Sample | Fc=2-1 11 11 24.69;74.1
¥ HEK RIIIa V158 rituximab Control > | Fr=2-1 11 8 24.69;74.1
v HEK RIIla V158 Rituximab Standard |+ | Fc=2-1 1 38 24.69;74.1
v HEK RIIla V158 Rituximab Standard |+ | Fc=2-1 2 38 24.69;74.1
v HEK RIIla V158 Rituximab Standard |+ | Fc=4-3 3 38 24.69;74.0
¥ HEK RIIIa V158 Rituximahb Standard |+= | Fc=4-3 4 3;8 24.69;74.1
v HEK RIIla V158 Rituximab Standard |+ | Fc=2-1 5 38 24.69;74.1
v HEK RIIla V158 Rituximab Standard |+ | Fc=2-1 6 38 24.69;74.1
v HEK RIIla V158 Rituximab Standard |+ | Fc=4-3 7 38 24.69;74.1
v HEK RIIla V158 Rituximab Standard |+ | Fc=2-1 g 38 24.69;74.1
v HEK RIIla V158 Rituximab Standard |~ | Fc=2-1 9 3;8 24.69;74.0
v HEK RIIla V158 Rituximab Standard |+ | Fc=2-1 10 38 24.69;74.1
v HEK RIIla V158 trastuzumab Sample | Fc=2-1 11 9 24.69;74.1
N/A infliximab Sample |= J| Fc=4-3 11 5;10  24.69;74.1
N/A omalizumab ol Fc=4-3 11 6:11  24.69;74.0 7
4 | i | b
[ HMext > ] [ Cancel ]

SampIeType T. TNZENhDtE>rH%—7F LIZDWT, Standard. Sample. Control MR
ZITWET, EFKTHE Nextz 27U v I LET,

!
BELIC3DODR7HAFRENTVLET,

Thumbnails : LY =TT LERDIDDRT

Comparison settings : &7 D 7= D comparison setting & parameters 8 E % 7

Results : ERERET

Thumbnails % 7 Tld. BIEZLIC Sample Type TED T I N7f=t > H—2"Z LD Thumbnail H°

FREINT L\i@'o Standard : 5. Control : 7=, Sample : %,
+ 7#—7“5 La@RT B, BEATE Y —7 7 LOFEMBEREBITICLAL A —
DFERNTEET,
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Sensorgram Comparison Scraen

Sample: Rituximab  Ligand: HEK RIIla V158  Status: @

»

Thumbnails §| Gamparison Settings | Resuhs‘D Sensorgram

ﬁ ‘ 200
_,.g‘fsf&’ks.. P
&

Time 50
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100 100 200

{ Time
( /\ \ = Display Original Sersorarams
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P
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e

Included Curves

Includ Blank Conc Flow e Di:s(.s;'lme Temp (°C) ‘

im
vastuzumab/HEK RIla  [E] e | File# |Cyde# curve Cydle# @M (ul/min) I
s;

1 3 Fe=21 2 24.69 30 60.1 300.2 25
L™ \ k
e

infliximab/HEK RIa V158 @

vl 1 8 Fc=2-1 7 24.69 30 60.1 300.2 25

2 2 3 Fc=21 2 24.69 30 60.1. 300.3 25

666.67 i
[ Back |[ Finish ][ Gancel |

B/ D Thumbnails T, BITICFHEL Z X WH Y TS NIE, ZET 2T —0 T L4
ETHI Y v 7 %FEIRE, SetSelectionToRejected 27 1) v 7 L TL2& Wy,

Includ ~
o File#
J/ f, ¥ 11
AN
et "
Time
inflizimab/HEK, RIlla W Export Curves...
Export All Graphs And Table...
Copy C e .
infliximab HEK RIOa 158 x
H/ J/ \|x Set Selection To Rejected
\ Set Selection To Compare

B B h s | AL RS, (ct5 s RABERE
& LD Y~ 7 LD Normalize ICAKELLEELFT,) HIBREEZZE L-VLWEE
l&. EEZ Thumbnails % 7' £ ® Tools — Remove Data % &R L T, L/ N—%BEL CH|
BRIBLYTEIEBELTC. OKZZ Uy 7 LTS W, RALERED. 2t rH—7F Al
BIGENET,
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!
Comparisonsettings X 7%= 7 U v 7 L9,
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T sy —7 7 LoEE e BTTLTYXLEREL T,
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Standard deviations +/~ !
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{NOTE: The Default Value for Standard

Sensorgram Comparison Screen = [ E [
Tools - Standard : Rituximab Ligand : HEK RIIla V158
e
Standards (normalized)
Thumbnaildl Comparison Settines,
RU
120 7] Zoom lack
ff Sensorgram selection 100
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8
2 Aleorithm for Comparisan
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— Average

— Average Pus S0

— Average Minus SD
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= [] Zoom lack
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[ Back

]

Finish | [ Gancel

(D Sensorgram selection

XD IBEED O, BITEEZERTE XS,
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@ Algorithm for Comparison

RXo2BEA L, BFOTILITY X LEZEIRTEET,

Standard deviation approach :  Standard D J{& (Average) & Standard deviation & X —
I L TEHIED Window 238 E T 57 7A—F, SDEDT 74/ M 3 ICRESNTWL
29, 1~20 DEHETHRETE XY,

Max / Min approach : Standard 7 — 7 D HRfE (Median), &/IME., RAEZ X—XIIE
BIED Window Z 3% E T 5 7 7’0 —F,Curvefactor DT 7 # /L L1 ICEEINTUVWET,
1~10 DFHFETHRECTEE T,

@ Normalize

BEATICERT 22— 7 LIZDWT, Normalize (f6&E% 100 &ht) L7t ¥ —
I LEFERTAERICFIvIEAMET (F7ALITFzv IR ATOET), &
nICEY, BNV AY FOREECF Yy 7Fvr—20REBEOEVWETERT 5 &<,
LY =77 LORRKBENAIREE RY £9, Fzv 7 EALLEZEIE. LEDEVWD®
YU =TT LRI S NG TR ZITWE T, BEENSRUUTOEY -5
L5 1% Normalize 2MTR £ Ao

BIRLI-ERTEICK->T, BEAD Standard > Y — 7 5 LOXRRHIEEL X9,

<Rt rY¥—77 LOEDHIER>

oY =77 LOFEAEIREITWZWEEICIE, BIEAL L Tools > Remove Data % B4 L
£,

Remove Data DV A > N7 T, ~VRXAH7 ) v LTHIREEZ N7 v 7 L TEREE.
Remove Selection #7 1) v 7 L T 72& W\, &t % —0 7 AT, ZBE L ZBEHIRAE
INEd,

Sensorgram Compsrison Screen )

imob Ligand : HEK RI1l V156
malized)

n P P (.1 "
s wch - M i)
. g | 1 Remove Data
]
Stardard devistuns +/~1 g | ﬁ\ < Remove Selection >
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..§}1,|—‘—|

Association and dissociation. Standard deviation approach (3SD) (CERE L 7=3H5E

Standard : Ritwdmab Ligand = HEK RIa V158

Standards [normalized)

RU

120 ] Zoom kock
Curve plot
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]
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H
& — Awarags
.i — Aversge Pus S0
4t
— Ayerage Minug 30
z
0 —— ol
L
-10n 0 on 200 ng 40 S0 G0 o ann 500
Time E)
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- |
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Curve plot DK

FRt :  Standard DAY P FILE Y =5 L, (BE. EH)

2B 1 Standard T Y —7 7 L% L 7 reference standard £ — 77 L,

S Variation Window, FH L7t H—27 7 L (BE) £ $8E L7 SD ® Window (R
EDFARR).

Deviation plot D 3R/x

XEfh: BFME. Y®: Deviation ICEX#Z /-7 Av k,

FE:  Variation Window, F8EL72SD D 7By b (+ 3SDICIEBEL/-HA. Y8 = = 3
SD TEE).

7"t Standard LY =77 LD 7 Ay k& FITIT S Deviation TR, Deviation (£
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ROATEHEINXT,

Sample — Average
SD

Deviation =

Association and dissociation. Max/Min approach (Curve factor = 1)IC:RE L7=35H5&

Standard : Ritusimab Ligamd: HEK RN V158

Stendards (normalized)

RU

120 ] Zeomlack
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€ Standard DF U P F LY =TT L, (BE. EH)

2 Standard LYY — 77 LOEBOREEICEIF2E7Ay FORREZHEA L
reference standard > 9 — 27 Z L,

St ¢ Variation Window, Standard Z>H—7 7 LD, EEOKEICEITSE7AY b
=AME (Maximum), &/ME (Minimum) Z 7’8 b,

Deviation plot D 3R/x

X4 K. Y8 Deviation ICEEIR 770 v b,

EE ©  Variation Window, Window limit ® FfR1E, HE XUV TREIIROATEEHINE T,
Z Z T, Tolerance |Z. (Minresponse — Median) CEZR I NTWE F, T D 7=, Deviation plot
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® Lower window limit (T EfFE TR REINFE T,

{ Max response — Median) = Curve factor

Upper window limit =
PP Tolerance

i Min response — Medion) = Curve factor
Tolerance

Lower window limit =

Fxfe :  Standard €Y —2 7 LD Deviation, XOAXATCEHEHINF T,

Sample — Median

Deviation =
Tolerance

l
BTV RLZRER, Result 7% 27Uy LT, BREERLET,

Sensorgram Comparison Screen - — =
Tools ~ I Sample: infliimab ~ Ligand: HEK RIIIa V158
Thumbneils | Gomparison Settings | Resits || sensorgrams (normalized) and Deviations (overlay) 2
| Scatter Graph | Bar Graph \ RU Sensorgrams (normalized) [ Zoom lock
120
100
] g i 0 ® inflzimab
120] = £l ¥ o
2 3 £ 5 — Average
g 100} £ o g 4 — Average Pius 5D
H 2 = 4 2 20
g a0 H £ H = — Average Minus SO
2 H E 0] e — e
E 60] i H 20
E bl -100 0 100 200 300 400 500 800 700 200 200
@ 40 Time s
20| Deviations (overlay) ] Zoom lock
g 25
. g 12 ) ~— [\\ /,‘I\ = inflxximab.
mples =] o - — 5D (positive}
g - v (positive)
HEE — 5D (negative)
g 25+
Results Summary Table -100 0 100 200 300 400 500 600 T00 800 800
Time s
File Ligand Sample Temp ( °C) imil Score (%)
Result details A
1 HEK RIIIa V158 Rituximab 25 99.99 - = = = o =
File | Sample . | similarity score. [ POINISTRCIde T Polns OutSida T StrIanLy Rating Of
11 HEK RIIla V158 | trastuzumab 25 44.02 — ! ! noe nge nts Outside Range
11 | infliimab 0 73.81 : 67.38 32.62 0.197
11 | HEKRINaVi58  infliimab 25 73.81
11 HEK RIIIa V158 omalizumab 25 53.06
11 | HEKRINaViS8  rituximab 25 100
Comments a
[l e — ’
[ Back |[ Finish | [ Gancal |

B|H ZZ D Bar graph Tl Similarityscore D#&EJ 7 7 & <) =T =7 IUAHhFRRINET,
BIRL7-Y v 7ILOFFEMIE, BEATHEZ TEEY,

120 Sample [CDW TR L Y #> FRETEMERIE L TWSIHBEICIE, BEALD Bar
graph & table (CIZFIIENRTRINE T, B4 OFERIL. EEA T D Result details THEFR
TEEY,
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o . - P A= S 1=PAN
Association and dissociation, Standard deviation approach (3sD) ICERE L5 A
Sensorgrams (normalized) and Deviations (overlay) X
RU Sensorgrams (normalized) [ Zoom lack
120 4
100 4
i
- ( ® infizimab
é 807 Y — Average
=
B 40 4 %& — Average Plus 5D
20 7 ﬁ& — Average Minus 5D
E 04 __'____f"'"‘-—u_n.
-20 t t t t t t t t t y
-100 0 100 200 300 400 500 600 700 300 900
Time s
Deviations (overlay) 7] Zoom lock
® 25
i
" ; m infliximab
& > el T . — . - HI\ — SD (posttive)
E 7
'ﬂ -5 — 5D (negative)
5 -254 . . . . . . . . . !
2 -100 0 100 200 300 400 500 600 700 800 900
Time ]
Result details o
- R Points Inside Points Qutside Similarity Rating Of
File Sample Cydle No. Similarity Score Range (%) Range (%) Points OQutside Range
11 infliximab 10 73.81 67.38 32.62 0.197

EEA L ICIE, IR L 72 Sample @ Curveplot #&F R~ L £9,

RE . FEIRL7/-Sample Dt Y —7 7 L,

21 Standard DFH LY -7 T Ly

F66: ¥HEeoY—-—II7L £ EBELESDOEUY—TT L4,

BEAPEICIE, BIR L 7= Sample @ Deviation plot Z#F R~ L £ 7,
8 . Sample @ Deviation 7' H v b,
Bt . Variation Window, * 87 L 7= SD.

BEATOT— 7L TlE BITEROFEMZ R TE £ 9, (Max/Min approach $ R TYI,)
Result details ® ®

File ‘ sample ‘ Cyde No. | ISimiIarit\r Score Pgints Inside Points Outsidj Similarity Rating Of

(D similarity Rating of Points Outside Range

Variation Window 7" AN 7=2TH 7Oy MZOWT RO A HEHE L 7= Similarity Rating,
Variation Window %> Window ®#& E® 7’0 kL, Similarityrating ICB85 L A, TD
Blx. 0~1 OEHE%Z & Y, Window »OANTWEEBDIEEZRIETYT, TDfEIX. T

Biacore T200 v3
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L@ TR & D Similarity Score EH IIZHEHONE T,

%" (standard distt:nu::e}2
Similarity rating = =

. 2
zi sample distancs)

Standard distance :  window limit D&, F7zld P REH, S OER (FTRO A ICHEY),
Sample distance : & sample DFIIE. TP REHL L OEH (FRO BIZHH),

-——— Average Plus SD

St.unl:lurd distance Standard

B: _ "~ Average  Minus
Sample distance
SD
) - Sample

@ Similarity Score

Similarity Score (£, Variation Window R 7' 0 kD E|E & Window ADFRA > k DEIE &
window limit 75 D EEEfE (Similarity Rating) #Z & L TEHE L £3, StERITRDEY TT,
0~100 %DIEZEXY £ 7,

Similarity score = %inside + (%outside x Similarity rating)

l
B/ £ D ScatterGraph X 7% 7 Vw7 LT,

YT IIZDOWT, X8 . PointsInside Range  (%). Y #H :  SimilarityScore (%) @
TRy FEHRTEET,
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| Thumbnails | Comparison Settings | Results |

Scatter Graph | Bar Graph
120
100 E
o
o
E
=
80 2 £
- E +*
£ g g
£ £ =
3 60 g £
] T g
2 L
5 -
T 40
H
20
0 ; + t t J !
2 20 an 50 20 100 120
Points Inside Range|%)

Results Summary Table

File Ligand Sample Temp ( °C) Similarity Score (%)
1 HEK RIIIa V158 Rituximab 25 99.99

11 HEK RIIIz V158 trastuzumab 25 44.02

11 HEK RIIIa V158 infliximab 25 73.81

1 HEK RIIIa V158 : omalizumab 25 33.008

11 HEK RIIIz V158 rituximab 25 100

ZDO7 0y kTl Similarity Score & —#&IZ. Variation Window R{E| DR A > b+ BIE % FER
TEHIET REDEWVICOVT, ZLDNIHERE (A) HEENDD. ZThedh, WL
DHhOKRELRRE B: R/A VDRBAREENAEANGE) NEEFNINZHEZRT 5L
NTE£Ed, UT. 17X b2SH,

1 |
e
PR
< |
e
A: Manysmall - I
o deviations s I
a P I
b s

: N .
= s I

é S
wn - |

'/ L ]
p B: FE\.-.lrIc!rge I
r deviations |
g |
e

s |
Iy |
[
Points inside window (9] 100

!
BB EERETFTOT—7ILAIHED Comment ICEEDIA Y FEANTEZIENTEET,
AL TIVIY Y2 LT, XY bEADLTLIEE N,
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Hesults Summary Table

Similarity Score (%) Points Inside Range (%) Comments B
100 100 High
65.18 60.25 Low
87.88 82.02 High
71.78 65.38 Low
100 99,99 High

z
z

!

Evaluation Explorer a
|%] Remowve |- Edit

[~% Senzorgram

Loaloall ke

Fanf Senzorgram Comparizon

[~ Pt

- g Baseline: Capture

“egil Gapture
[~% Repart Paint Table

BT T L7z, VA4 F7AETDFinishz 7 YUy 7 LTI,
fRAFTFE SR (L. Evaluation Explorer /%)L 0, Sensorgram 7 # /L Z |ZBINENE T,
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2 REBTEDRENE

CFCA (Calibration Free Concentration Analysis)
RERELE L LAVEERTTEE (CFCA; Calibration Free Concentration Analysis) &, 777

74 bOILERM E Y — 0T LOEEEEIHAIIC RE (PREARE) %
FRALT, =774 v 747128, um/iﬁli%ﬁ?% T 74 bR FOITEEZ
BHIDHETT, BLIEEESFHLVWEEY, BEY VTV OBEEEREZER

TmWEEICEM T, S HIC, Ewau“@mmu@wwmmm HUWTH, CFCA
S VBB EEREZRDE Z L IFEWTT,

diRl =¥ (M ,k ,Conc) ° 100w min
_ wom d[R]/ dt /
dt ' /
i, / -
/ 5 ul/min
Mw :HFE (Da) ’ ________J;>/////// s
km | NRABFITURR— MEHK S T T

CFCA Tld, VA Y FAETE 713 % <EE( (] : HF= 150 kDa T 5000 RU L E) L.
RANIVRR=FY I T—=2avEETTHEEEBEBL T, .E’fbi?ﬁ‘%“%@
WT. UEEEEREIR. 7F 714 FOHFE (Mw), X b7V ZR— MRE (kn).

74 MEE (Conc) TRESNET, D/, ELROWEBEES®EE (dR]/ dt) @E%z%f
FMALTY Y TR T7F 74 VEREZEHT A ENTEET,

BEIE. 7H 74 bZ2RE2TE 6HLT100 plimin Z#E2) THRMLT, -7
LD SR AREEZROET, YA TV RAFR— MR (ke) 13, TEUEE (D). H
R, 7JO—tC/ILBEHIOHETEET, Son2RRTOELYY -0 L% 1:1 #FE
aﬁmmmwmvzwmwww

SE L
Christensen, Anal. Biochemistry  (1997) 249, p.153
Sigmundsson, K., et. Al, Biochemistry  (2002) 41, p.8263

Biacore T200 v3
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CFCA # £ T 57O DEBEM

O T7F74+ S>FE = 5,000Da
@ HEEEETEH (k) 10" > ks > 5X10°M7's”
® EE/=E TEHREITELCEELET,

(% F & 150kDa Tld. 5000RU L EIFphE, )
CFCA TRIFHRIERI’BONDREL Pk, 05~50nM T

® MR 5 pl/min 3 & T8 100 pl/min Z#E L £ 9,

® Y7otk LERBCDFENAELRRDIDFORAEBRDEEICIL
CFCAIZERTZE £ A,
B) 7+ 74 LD Ige DR Y J O —FIILFURDIHBEIZIL CFCA IE
AIBETT AT F 714 FDIgG & IgM DIEETAR DI5E 2 1E CFCA
EERBTEEZ A,

@D YU7rLvREIL V77 yAELEREL. V7 7Ly RElLzEzLsIWE
Y =5 LEFMBLTCFCAZERBL T,

SERFERIBAE FFENEEIEE TWEIBAICERLEENEH TE A,

® 7FIA R

i

HE2-1. XAV RAR— b, RS VRR—FY I F— 38 F

A POLERERERLET, 7FH 74 bOrY—F v TRE~OILE (0 REIL,
RATKHONET,
TF 74 FOIEGRE (molim?) =77 74 MEE X X b7V ZR— MRE (k)

3 | D2 x f
km=0.98XV 0.3xh2xwxl

D BRI (m¥s) f EIEFRE (m¥s) hiT7A—tLOSHI
(m) w :7A—ELOE (m) | 7A—tILDEE (m)
YHRETWDL LW ET, YAV FOBEELENZWEEICIE YA FZYRR-FU
T arvARI YT nTY,

Biacore T200 v3
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R 2-2. IEURE O Ko
CFCA £ =M T 2454, 20 CIo B I BIBURKA /S5 X — & £ LTHETT,
TEREE, HTOY A ZERRICE > TRESN, RAICL>THHTEET,

324.3x10™"" ,
D - fxlreIxMw113 (m IS)
f PR
N 220 CTOKIZHT 27 F 74 MAEDOREME
Mw I TFE (Da)

BB UTOTETHIERBEEEL 2N TEXT,
D Biacore 7 = 7 ? Biacore T200 DILERIEH Y — L
© XHME

@ EBMICEH (BRODITCHEED TR L)

Biacore 7 = 7 @ Biacore T200 DILERIE H Y — )L IC L BIEURE D kD

ROTRKLRIZT7I7ERLET,

http://www.biacore.com /diffusion_calculator

4 ERCHE

Diffusion Coefficient Calculator / Converter

This on-line taol is designed to help yvou calculate difusion coefficients for use in Calibration-Free Concentration Analysis

assays. s accessible only via a valid product key associated with the appropriate types of Biacore software.

To gooess this section, yWou nead o be logged In and havie a valicl 'Frocuct Key' registered In your account details, If you do

hot have g Biacore webalte account et ol can sighup fiere,

User D

Passwaoard:

FORGOT FASSIWORD 7 LOGIN

21— —4% (UserID) &£/¥2 7 — K (Password) # AL T, LOGINZZ U v o7 LFd, (B

IS, A—HY—FEHEHIVLETT,)

Biacore T200 v3
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Diffusion Coefficient Calculator / Converter

This an-line tool i= designed to help you calculate diffusion coefficients for use in Calibration-Free Concentration Analysis
aszavs. Mis accessible anly via avalid product key associated with the appropriate types of Biacore software.

Molecular weight:

Frictional ratio:

Viscosity relative
to water at 20°C

Calculate diffusion coefficient at 20°C

@ laooon | oa

@ « Choose molecular shape  » | Globular {1.2)

Enterwvalue

@ o se standard value (1.00)

Enter value

@

CALCULATE Diffusion coefficient at 20°C

Convert diffusion coefficient from temperature T to 20°C

Temperature T:

D at temperature T:

BHmEmLET, 20 ClcH

D Molecular weight:

@ Frictional ratio:

25 °C)

4.00e-11 ()

6.03e-11 &S

COMUERT Diffusion coefficient at 20°C = 3.49e-11 uESl

FHIEREZEH L 7,

»FE (Da) ZANDLET,
EEEREE,
OChoose molecularshape IZF T v 7 %& AL,

Globular (1.2

BIRLET, UToD, 3SEBEDMLERTEXT,

DWEZY 7 L TEZEDES

Globular (1.2) + + DX /7B (FEAZTEE)

Bl) ikl &

Moderately elongated (1.7) - + - RWR /XU &
B) 747 AXIFURT IR/ =Y
Elongated (2.5) + - - #E<, RLWR Y /X/E
B 7470 /= hraRIATvRE

Biacore T200 v3
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O Entervalue ICF = v 7 H AND & EEDEEZANTEET,

@ Viscosity relative to water at 20°C

20 CIZEBTBKIZHTBT7F 74 MBEDRE,
O Usestandardvalue (1.00) ICF v 7 &2 AND &, SR

Z1ELET, WHRERE)

O Entervalue ICF v 7 &% AND & EEDEEZANTEET,

DO~@DHEFEIET Lz, L TE sy y o LstEs

NERENES,

Convert diffusion coefficient from temperature T to 20°C

Temperature T: 24 )
D at temperature T: 4.00e-11 (i)
CONUERT Diffusion coefficient at 20°C

RITLET, OICHERR

3.49e-11 uEEl

EETTIE. FEDREICBITAILEREL S, 20CICHE T AILBEBEEAEHRT L &N
TEET, XHPEHICL>T, 20 CLUATOILEBBRENEOSNTWEIIBEICHAHATE

9,

Biacore T200 v3
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2-1. 7877 LDELT

o

T > 7 L — k D A Y % K % N
https://www.biacore.com/lifesciences/Application_Support/index.html @ Laboratory Guidelines etc
— Methods "X 70— KL TL/EEW, 77 AJL% : BiacoreT200 calibration-free
concentration analysis2.bme % X 7 > 0 — K L T, C:¥Bia Users¥Methods And Templates (&
FLTLIZEW,

Toolbar @ Run Method 7 1 3> ( =0 ) F7-1% Menubar ® Run — Method %7 ! v ¥

LET,
!

, ,

Lock ini (3 Methods And Templates -

Mame Type Modified

Biacore Methods
- Biacore_T200 Calibration-free _concentration? Method Builder 2008/02/22

7] Show importable wizard templates [ Mew.. | [ Qoen. | [ Cancel

REFELILZ77AL%EEIRLCOpen®x 2 )y LET,

!
Method Builder ® Main X 1 7 A 7 A'F&R/R S 11 £ 9, Overview BHIZIZ XV v F2EKRDEE
BEEMNRRINET, UTICEEERICDOWTCERH L £9, 73 Biacore T200 H ANFEENR
MEAE -EARRER- 2B L T/ZE 0,

Biacore T200 v3
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acore_T200_Calibration-free_concentration2 - Main

> Assay steps General settings
Goncentration unit = nhl

Data collection rate = 10Hz

Startup Sample compartment temperature = 95 ° G
[Startup] Startup 3 times as entered. Detection = Dual
i
o Sample
[Sample] Sample 1 time as entered. Settings for assay step "Startup”
Temperature = 25° &
Blank
[sample] Sample  1timeas entered.  Before / after | every 12
t Control Sample Settings for cycle type "Startup”
[Control sample] Sample  1time as entered.  Before / after / every 40 Sample I- Buffer, 86, B

Regzneration 1: Ree solution, 30
Report points

Setup Run

< I ] » Expand All Gollapse Al

GeneralSettings =7 Y v 7 L £,
ﬁ Biacore_TZOO_Ca\i;aﬂog—free_conoentmﬂn2 - Main _- ‘ ‘ —

General Settings [ Data collection rate Detection Sample compartment temperature
[0 +| He [Dual - 25 Vary with analysis temperature
Aszay Steps
Cyele Tvpes
’ Migcellaneaus sett
Concentration unit Buffer settings
W] [position

After run

, Specify analveis temperature after ruD

[ Save ] [ Save fe. ]

== — —

(D Data Collection rate
10Hz 2R L £,
@ Detection
BEE—FZUTD 2> (DualMult) HSERL ET,
Dual 2-1. 4-3
Multi 2-1,4-3. 2-1,3-1,4-1

(3 Sample compartment temperature

Biacore T200 v3
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Yo TNav =Xy FORE (4~45 C) Z2FRELEFT, BHIE. 25 C
@ Concentration unit
TytAFEEBRLTHAVWSBEBEMARIRL T,
(® Buffer settings
BRI 7= IRERBEADLET,
® Afterrun
Frvl7EANTELLE, DRAENMKRT LRI, Eo Y —KRADRENEEL
CREICEBEEINET,
XE%. AssaySteps 7 U v U LET,

— ——— — T —
ﬁ Biacors_T200_Calibration-free_concentration2 - Main - ' E
=
g .
n L Startup
K oelete N\ Startup] Startup 3 times as entered.
[ psseuStess 5 [ — |
[sample] Sample 1 time as entered.
t Maowve LUp
o [
I Move Down [Sample] Sample  1time as entered.  Before [ after / every 12 cycles.

‘Control Sample
[Control sample] Sample 1 time as entered.  Before [ after [ every 40 cycles.

t

Cycle Run List..

g
[2]
o
2

fezay step properties
Baze settings Recurrence

Mame: Startup Repeat aszay step within: -

Purpose: [Slarlup hd ] Every ovele
g;glgetc;pf: [Btartup - Distributs

[] Run assay step onee first

OCCLPrEncEs evenly

[] Run assay step once last

Humber of replicates

2 ] times
@ Az entered (1,23,1,23)
() Order (11,2233

() Random

Aszay step preparations

Temperature: 25

Buffer:

=

[ Help ] [ Save ] [ Save fiz. ]

D Startup #FEIR L £9,
@ TRHROLIICEELET,
Number of replicates
times R=ZFTAVREADIZHDRZ— T v 7 ORIEEEK
ZIEELET, 3EULEZEEL X7,
l

Biacore T200 v3
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ﬁ Biacore_T200_Calibration-free_concentration2 - Main 11 -

T
= Startup

[Startup] Startup 3times as entered.

>

B Sample )
Gycle Types Sample] Sample 1 time as entered.

e

Blank

t
[Sample] Sample  1time as entered.  Before [ after / every 12 cycles.

‘Control Sample
[Control sample] Sample 1 time as entered.  Before [ after [ every 40 cycles.

t

Cycle Run List...

fezay step properties
Baze settings Recurrence

Mame: Startup Repeat aszay step within: -

Purpose: [Slarlup

Every ovele

Connect to [Startup Distribute

OCCLFENCES BYEN ‘y’
cycle type:

[] Run assav step onee first [] Run assay step once last

Aszay step preparations lumber of replicates
Temperature: 25
Buffer: @ A entered (1,25,1,23)
(20 Order £1.1.2.23.3)
() Random

[ Help ] [ Save ] [ Save fiz. ]

e — — |

D Sample Z#ERL 7,
@ TEHROLIICRELET,
Number of replicates
times R UAIE [E#EEIR L £,
l

Biacore T200 v3
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[tz [

ﬁ Biacore_T200_Calibration-free_concentration2 - Main

t Maowve LUp

I Move Down

Cycle Run List..

fezay step properties
Baze settings

‘Startup

[Startup] Startup

3times as entered. ‘

1

Sample
[Sample] Sample

1 time as entered. ‘

@ Blank
Sample] Sample

1 time as entered.  Before / aff ‘M

‘Control Sample
t [Control sample] Sample

1 time as entered.  Before [ after [ every 40 cycles.

Recurrence

Matne: Elark

Purpose: [Sa mple

@ Every

Connect to

Sampl
cycle type: [ ample

Aszay step preparations
Temperature: 25

Buffer:

Save

] [ Save fiz. ]

() Distribute

Run assay step ohce first

Repeat aszay step within: 3ample -

12 |2 oyole

oCcUrrences evenly

Run assay step once lag

Mumber of replicates

times

@ Az entered (1,23,1,23)
Order £1,1,2,2,3.8)

() Random

@ Blank Z R L £7,
@ TRHROLDICEEL X,
ODistribute |ZF = v 7 & AM. occurrences evenly T 1 Z &,
2RHEYA7IVHNT, BFIC7 7V I7DOREEZEREL X T,

Recurrence

Number of replicates

times

YR LRIERBERRL £,

!

CycleTypes =7 U v 7 L£ 9,

Control Sample IC DWW T %, Blank &[ARICERE L £,

Biacore T200 v3
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— —— —
ﬁ Biacors_T200_Calibration-free_concentration2 - Main — M

e Dezcription of selected cycle type
This cycle is used in startup step
General Satt Gontalns injection of appropriate start up sample (default: butfer) and
d regeneration
dasay Steps

[ Oycke Tpes [

Commands | Repart Paints/—

f Tupe Method Variables | Evaluation Varisbles

Sample solution:  Buffer Set property as variable
Sample | Sample solution
Satup Ru . . TR
Regeneration 1 Contact time: 36 () Contact time (s)
Disznciation time (=)
Dissociation time: § (s Flow rate (pl/min}

Flow pate: M iulfmin
Elow path
dic
Mix  with:
Fraction: E (%) of mix solution
[[] Stabilization period after mD ()

Extra wash after injection wwtc
Stabilization period: D(s)

(B ] [ se (sns]

@O Startup e 7 Vw7 LET, 7774 PAEBIORZR— T v 7O#MEHREL T,
@ Commands ¥ 7 ® Sample1 Z27 U v 7 L %9,

@ Settings for Samplel TR X — b 7 v ZHY > 7L (Buffer) FRINDFEMEMG A RE L £ 7,
RERRELNE, Y TURMER—&EZHREL £,

Type High performance Z &R L £ 9,
contact time e (). ERIF 36 M T,
Dissociation time frEtR (). ERIF 58T,

Flow rate FiE (pl/min), EASIZ 30 pl/min T9,
Flow path Both Z&#EIRL £,

Sample solution Buffer (7> = JHEER)

@ 51 EHEE. Commands X 7 D Regeneration1 2 1) v 7 L £,
® BEZHEERELES,
Regeneration solution BEBRRLEANDLET,

contact time HnEERE (s)
Flow rate iR (ul/min)
Flow path Both ZER L £9,
Biacore T200 v3
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— —— —
ﬁ Biacors_T200_Calibration-free_concentration2 - Main — M

Cycle types Description of selected cycle type
Thiz cvcle iz used ih sample and control sample steps and containg
injection of sample or control sample at varied flow rates and
QemeralSat sample ) i IE A P P
Aszay Steps
Cycle Types [

Several dilution of zample can be uzed for more robust evaluation.

Gommands | Report Paints

Gapiure

High pertormance - ethod Wariables | Evaluation Wariables

Remaove .
_ ample solution:  Is variable Set property as varisble

Setup Fun Sample 1 S Sample solution
= = \ Regeneration 1 Contact time: afi () Gantact time (z)

S Dissaciation time (s}
Dissociation time: & () Flow rate (ul/min)

Flow rate I variable
Predip

Fraction \II (%) of mix solution
[[] Stabilization period after mEI ()

wazh after injection with:

StabilizatiMwgyi

Save ] [ Save fe. ]

@ Cycle types currently in Method @ Sample 27 U v 7 L £ 9,

@ Commands ¥ 7 ® Sample1 Z27 U v 7 L %9,

@ Settings for Sample1 TY > ZILRIMNOFEMEH%EZEL £,
Type High performance Z &R L £ 9,
contact time e (). ERIF 36 M T,
Dissociation time frEtR (). ERIF 58T,

Flow rate Is variable ICERE SN TWE T, EFIL. Setup Run @
Variables TAH L £9,
Flow path Both Z&#EIRL £,

@ Bl &%=, Commands X 7 D Regeneration1 7 ) v 7 LT,
® BEZHEERELET,
Regeneration solution BEBRRLEANDLET,

contact time NIRRT (s)
Flow rate iR (ul/min)
Flow path Both &R L £9,

Biacore T200 v3
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- - N=1=)
Variable Settings % #i{R L £ 9,
o ——— — B S W —
ﬁ Biacors_T200_Calibration-free_concentration2 - Main E
I Aszay steps Define variable handling for each Assay Step

Startup

General Settimg SamEIe : () Define all values at run time.

Blank

Azsay Steps \ Control Sample () Defing all values in method

@ Define some values in method and athers at run time.

Cyele Tvpes

| vareoe [ . L e _

Walues for these variables are defined in the method Values for these variables will be defined at run time.
Command | Variable C d Variable
Sampl iBlank Sample 1 :Sample solution
T How e
Sample 1 (MW

Sample 1 D26

Sample 1 :Dilution

Enter values for vaNles defined in the method. These values will be used for all cycles in the assay step

Sample 1
Blank

No

(b | [ |(sws. ]

e |

Assay Steps D Sample =7 ) v 7 L £9, BIEA LT, O Define some values in Method and
others at run time. ICF v 7 Z ANE T, Te® 5 BHICDOWLTIE, Setup Run LIED
Variables TABD L £9,

Sample solution Y TILE

Flow rate  (ul/min) [—4 > 7L, 5pl/min & 100 pl/min @ 2 iR Z R EL £,
MW (Da) DTE

D (20°C) 20 ‘CIZH I 2 ILBREL

Dilution B TILOFERIEER

UTFICo2WT, BERTFCTHREL X7,
Blank BiTROXF—"T7—FELTHBLET . 777 Tundh
ZRELEST YV TILOHEICIE N £/ E AN LET,
l

Biacore T200 v3
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ﬁ Biacors_T200_Calibration-free_concentration2 - Main - u
Chyeryiem Aszay steps Define varisble handling for each Assay Step
(| Startup = (|
General Settinfle Sample () Define all values at run time.
Blank I

Azsay Steps Control Sample () Defing all values in method

@ Define some values in method and athers at run time.

Cyele Tvpes
Wariahle
Walues for these variables are defined in the method Values for these variables will be defined at run time.
Werification Command Variable Ci d Variable ‘
Sample 1 iSample solution Sample 1 :Flow rate (plfmin)

Sample 1 iMW bo3

Sample 1 :D(20°C)

<L
Satup Run Sample 1 iBlank -

Sample 1 :Dilution

Ei es for variables defined in the method. These values will be r all cycles in the assay step

Sample 1
Sample solution | MW (Da) [ D(20°C) | Blank | Dilution
Buffer iYes

(b | [ |(sws. ]

= |

Assay Steps @ Blank &z 7 1) v 7 L £9, BIEA LT, O Define some values in Method and
othersatruntime. (ZF = v 7 &% ANF T,

e

Flowrate (ul/min) (22U T, SetupRun LIETAHDL £T,

BEETT, TELDEBICDOWTAALET,

Sample solution “Buffer" AL £9,

MW (Da) FAT

D (20C) RAT

Blank TIVv oYU TINDGEEITIE, Yes"F Ly T AN LE T,
Dilution FATI

!
Control Sample |&. Sample L FBRICETEL £,

!
Verification #7 ) v 7 L 39,

Biacore T200 v3
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[&] Biacore_T200_cCalibration-free_concentration2 - Main x_ “ —

g “Werification results
The method has been verified and can be used to setup a run.
General Settings
dasay Steps
Cycle Types
[ e |
>

ET

[ Save ] [ Save b ]

Xy ROREICAMEHEE T 411£“The Method has been verified and can be used to set up a
run ERRINE T, MBI EIHEIIXEBONERRIND DT, BRICIE->TEIEL
9, WEZ%., SetupRun %27 YU v 7 LET,

= Biacore_T200_Calibration- concentration2 - ... |G
I— e ee———

Detection

Elow path: | 2-1

[ < Back ][ Mext ][ Cloze ]

WY)7 Flowpath Z#IR L. NextxZz 27 U v o7 LEd,
l

Biacore T200 v3
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Biacore_T200_Calibration-free_concentration2 - \a’an’abr&“— | |
’@mpg\

Sample |
~ Blank
\ Control Samplg
Yariable values for Assay Step Sample
Sample 1
Sample solution | Flow rate (ul/min) | MW (Da) | D{20°C) | Dilution
1 sample 1 5
2 sample 1 100
3 sample 1 5
4 sample 1 100
5 sample 1 5
6 sample 1 100
*
Import < Back ” Mext » ] [ Cloze

Samplez 7 Vv o LEd, TBERHICOWTANDLET,

Sample solution YT (BRHIHEICIILEEBELTEMLET)
Flow rate  (ul/min) [—4 > 7L, 5pl/min & 100 pl/min @D 2 R ZREL F T
Mw (Da) DFE
D (20°C) 20 CIZH T 2 ILBUREK
Dilution H o T OFRER
l
Biacore T200 v3
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Biacore_T200_Calibration-free_concentration2 - Variables“_g'

ay steps

Sample
‘ Blank
Control Sample

Wariable values for Azzay Step Elank
Sample 1
Flow rate (pl/min)
1 5
100

Impaort < Back l[ Mext > ][ Cloze

Sl EHE. Blankz 2 U v LT,

Flowrate  (ul/min) Sample L [EAl—DRRZHEL ET
Control Sample [&. Sample L RBRICETEL £,

HE®. NextxZ 27U v LET,

AESA 7L R EDRREINET,

Biacore_T200_Calibration-free_concentration2 - Cycle run Iis_ =)
Cycle | Assay step name | Sample 1 Solution | ‘Sample 1 Flow rate (pl/min) ‘ Sample 1 MW (Da) ‘ Sample
1 Startup Buffer
2 Startup Buffer
3 Startup Buffer
4 Blank Buffer 5
5 Blank Buffer 100
6 Control Sample control sample 1 5
7 Control Sample control sample 1 100
8 Sample sample 1 5
9 Sample sample 1 100
10 Sample sample 1 5
11 sample sample 1 100
12 Sample sample 1 5
13 Sample sample 1 100
14 Blank Buffer 5
15 Blank Buffer 100
16 Control Sample control sample 1 5
17 Control Sample control sample 1 100
Ll [ 3

[ ek | [ oveien ][ Print [ <Beck | Nest> | [ close

Biacore T200 v3
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Next #7 U w27 L%,
l

T Method Builder - System Preparations

X

Brime befare run

[] Momalize detectar

[ < Back ][ Mewt > ][ LCloze ]

BIE AR DEIIC. Prime 5L Normalize 2B 2B Y BEICIETF v 72 ANE T,
AN, NextZ7 VU v o7 LET,
!

E Biacore_T200_Calibration-free_concentration2 - Rack Positions ‘ ‘ =NRCh X
[Reagant Rack,2 Position Vo(luull;‘ie Content Type %a&“}::a% SSEBL%)I ;
CJEO QO 61 control sample 1:Control sample N«
R1 A2 118 control sample 1: Control sample Ne
R1 A2 61 control sample 1:Contral sample Nc
QO“OQO‘O R1 A4 118 control sample 1 Control sample Nc
R1B1 61 Buffer Sample Ye
R1 B2 118 Buffer Sample Ye
R1 B3 61 Buffer Sample Ye
R1 B4 118, Buffer Sample Ye
[Eﬁ ‘el Mioroplate R1B5 61 sample 1 sample Ne
Rl B& 118 sample 1 Sample Ne
R1 B7 61 sample 1 Sample Nc
leOOOOOOO R1 B8 118 sample 1 Sample Nc
“QOQOQOQO R1 B9 61 sample 1 Sample Nc
‘e 00 |y T — i
uffer artup
: 8 8 8 8 8 8 8 8 R2 A1 1199 Reg solution Regeneration
]
TOCO0O000
00000000
00000000
‘@OO00000
@OO00000
@OO00000
QO8O CO00
A B © D E F 6 H
4 m +
[ ][ b o] [ B | o ] [ ]

BRlOXRTY Y IILDEBEY Y 7LE (W) ZHRLET, KPOY > TLEs Y v od
HEENIIHIGT BTy 7 EORELBARTINE T, IBERELAHER LA H/NA
TILBLOY T EZTy Iy FLET,

2 2-3. VY TIUBOESE

B TNAIEIR, LREEICYIVEDL TR CTHBNICREINET, HorLopd >
TIIBENRE > TWB T L — b aERAT 25454, BEAZ T O Menu — Export Position
ZETL, YU TIWNBZ X TR OTFR 774 LELTRELEYT, HESREH%
EELI-ET7 714 /)L%{R7EL. Menu — Sample Position Import TZ D 7 7 4 L% StHMA
e, Y TEIENEESINET,

Biacore T200 v3
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R 2-4. B—/NNATIHhoDY 7Y v oE

YUTNMIER, B—Y > 7LTH->TH, FMEHKS. MILCEESND L ICHEE
NTWET BIRIEE—D Control Sample TH > TH. R1IAT A5 R1A12 12 12 /A TILIC
DI Ty T BELSICHEREINES), B TILZRANA T OERLI-WEEIE
TV eREFRALES,

(8 s oot ronire —————————— E®)

Y

‘Rgagam Fack 2 ] Pasition Sample 1 &
L [ ] a any Contral sample
Control sample
R1 A3 148 Megative control Control sample 40
2. O R1 84 148 Megative control Cantrol sample 40
R1 A5 143 Megative control Control sample 40
R1 AR 148 Megative control Control sample 40
! R1 A7 148 Positive control Control sample a0
R1 A2 148 Positive control Control sample 40
‘gﬁ Deep Well Microplate J R1 29 148 Positive contral Contral sarnple 40
R1 A10 148 Positive control Control sample 40
R1a11 143 Positive control Control sample 40
B O . O O O O O O R1A12 148 Positive control Control sample 40
nO@OOOOO0  ||re 148 Analyte & Sample ]
10 O . O O O O O Q R1B2 145 Analyte A Sample 180
R1B3 148 Analyte A Sample 10
¢ Q . . Q O O Q Q R1B4 148 Analyte A Sample 20
& O . . O O O O O R1BS 148 Analyte A Sample 40
OO0 R1ES 148 Analyte A Sample 80
| eccee [TEREEL TN =
? O . . . O O O O R1B9 148 Analyte A Sample 160
e O . . . O O Q Q R1EB10 148 Analyte A Sample 10
3 C) . . . O O C) O R1B11 148 Analyte & Sample 20
100080000 [n= | mmmr = :
yte A Sample a0
! O . . . O O Q Q R1C2 148 Analyte A Sample 160
A B C D E F G H B P o s o
¥
Help ‘ Denu v| | < Back HMext > Cloze I

Menu 7> Automatic Positioning % 3R L £ 3,
!

T= Automatic Positioning

Change the order in which the samples are positioned by ordering the regions. The first region in the list is positioned first
Region | Color Drientation Anchor Rack | Yial Si{e | Pooling |\ First Sort By

Control sample [ Cyan - £ Column - | Bottom left |« [ Sample |+ | Small - Ascending .
Sample Il DarkEle = £ Column - | Bottom left |« [ Sample [« | Small - Ascending -~k
Starbup I Crimson » : Columin ~ | Bottom left |« Sample |« | Small - Ascending R
wWash [ velaw v ECalumin - | Bottom left | » | Reagent |« | Large - fscending b
solvent correction (buffer A) [l elue - EColurn - | Bottom left |« Reagent |« | Small - Ascending - [i
< *>

::°\T&Twﬂyfw&ﬁﬁnﬁﬁéMEﬁﬁiﬁéztﬁ?%iﬁo
“Pooling”®IEHE IE. BH. Auto [CHm->TWET,

Bl—NA Tty 7Yy Li-Wi 7L REOEFIC DT, “Pooling”® 7 ILX
YAZa—hoYes TERL, FATHTETOOKZZ ) vy LET,

7% . Automatic Positioning X 4 7 A TIZEPCNA TILOY A XDHERFEHTELDT, Z
NOHBEBEISCTHEREZZELET,

Biacore T200 v3
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EjectRack =z 7 ') v 7 L T, Racktrayport ZzfEZ £9,

!
Ty bl AEBEETTIERAL, OK%E27 Uy 27 LZXJ, Eject Rack Tray X 1 77
#. RackPositions ¥4 TAZHTDNext =7 ) v o7 LET,

!

RoARALC

T= Method Builder - Prepare Run Protocol

Tahoma ~ 10

|Prepare Run Protocol

-/B r U

* Mlake sure the correct sensor chip is docked

* Make sure all samples & reagents are loaded in the rack and microplate according to the Rack
Fuositions setup. (Wials should be sealed with rubber caps and microplate with adhesive foil.)

® Flace the buffer(s) on the left hand tray and insernt the correct tubing(s), see below.
MNotel Standby after run will use buffer A,

Make sure there is fresh water in the water bottle on the right hand tray.

If necessary, empty the waste bottle before start of the run.

Estimated run time: 1 h 14 min (excluding conditional statements, temperature changes and standby flow]

Estimated buffer consumption

@ Buffer & j j
LAt least 100 ml

plus 65 ml/day for
standby after run

i

[ < Back “ Start H

Close ]

8-S NCPAE ==
Start #7 Vv o7 LE9,
!

BELIAY Y FETY7TL— e LTRETENE DD,

RIF D5
ICRELET, RELAWS
1

Save Results From Run As

AERRE. REBEAS YV IEERENERRINE T,

AyvE—UhRREINET,

&'1Z. Save as T Methods and Templates 7 # /L& & 7= BiaUsers DEZBE D 7 4 LK
A%, Don'tSave #EIRL 7,

CIX

Savein: | £ T100manual | T v M@
(2] immakiizztion of anthody.bir!
2] Immohilization of Prteing.blr
My Recent 2] manual.bir
Documents | @] pHscouting.blr
] regeneration check.blr
@ @] regeneration check_wizard bir
Dosktop | |2 surface parformance_wizard.bir
My Documents
3
9
My Computer
‘,} Fie name: [eree. v [Csee ]
3
My Network | Saveastype | Resul s [br] v| [ Cancel |

Save in:|

SHERERDRFHEKE L. Filename |
75€X & - }\ [/ i —g—o

7AINLZLAE ASIL T, Save 3 % & HIE

Biacore T200 v3
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& Biacora T200Control Softwara - [CFCA Example 1]

-} Fle Edk  View Run Took  Help - 8 x
| G ik B 15 4, o IO [ v, e A
B sample [ Leck seale
5000
0000 k] E\ z
i : £ 3
2 g & K
45000 g [
£ E ; i
| g E
3000
i
i
1=
25000
20000
13000 ts
5 g 2 z 2 i
i 3 i M
10000 £ f 5 ] i3 % iz ig
ion 3 TEHE [ A )
- PR - e 8T h- N i g
5 EH E: = = E [
000 * t t u 1
L] @0 1 150 w0 =0 00
Time &
Fo | Time ‘window AtFlesn 500 LRSD Skoe FeFep  Bacsiee |d Faywonds ivcycle 3 | Fe| Vake
1 &34 6 3mEs o0 01 oo 00 ‘e bassslre AzsaySlep Al sanplke
1 T34 § 3W3e 0@ 003 08 457 Ho initial binding AssaySlepPupose Al Sample
[I-TY £ 3P:E4 013 011 00 45 No binding CycleType Al sample
1y 6 3 02 015 00 02 Mo sty Sampla_1_Blank Al n
FI Y 5455332 011 010 004 00 ‘es bassire Samle_1_D Al e
2 T34 £ £BEME 03 011 Q19 5§11 He ritial binding Serple_1_flews a2 A1 100
FR-TY 5 om0 02 012 012 547 Me iring S il 1
o0 &m0 3 011 0 27 Mo datlly - Sl 1_Lipaed 2 o
=1 5 5 63013 012 012 am 00 ‘Yes basslire | Semgie | Lgerd 21 coo
M T4 & 83070 092 012 Qo 57 MNo iritial binding  Samgle 1_M Al 1EEO0O
PO 6 EFS 012 011 0o 62 Mo binding Sarmgio_1_Sanpee AL EGG3_ 1000008
&1 1 L] B3033 s 02 A4m 249 Mo atilly Ternz Al &
Online - COM1 Temperature: 25,00 %C Sensor chip: CM5
Sample compartmenk kempersture - currenk: 25 °C  sek: 25 °C Running standby, remaning time: 4.0 days

!
BT #. EBEIL Standby flow IREEICA Y 9,

!
BIET —RIGATI LT 7 7 4 L2 TEENMRTF S 11, Biacore T200 Evaluation Software 7' B E)HJ
ICEBL X7,

Biacore T200 v3
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#HE 2-5. 7RV 7 LOREEL

Run — StopRun 27 U v 7 LT,

Biacore T200
! E This will skop the run
[ Help ] [ Stop Run l [ Cancel

Ry 7 XAFRDStopRun 27 U v 7 LET,

Run Stopped

Finishing current cucle, pleage wait

Abort cycle by [Cll+[Break]

BT L1-B & £ TOF — X H Biacore T200 Evaluation Software [ {Ta N 4,

B

Biacore T200 v3
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2-3. T — XA

TAY—RERWLAEY RS T L T# Evaluation V 7 b 7 = ZIFBERIICSI B EAY .
BETF— & IZE@TIcairBiTLEd,

@ Biacore T200 on Software 3.0 [Muliple result fies] T I S S S o s - il Lo |

File View Evaliation Tools Window Help
[ | 5 | 2 Solvent Correction |« Sensorgram + |.§ Plot ~ ui] Bar Chart | ] Kinetics / Affinity ~ _} Concentration Analysis ~ _4 Thermodynamics | 3 Immunogenicity - [s] Screening

|] Remove
Sy — [[#€] urve Name: Fo=2-1 [ ][t ] [(4e] Assay Step Purpase: <Overla] ¥ |[tt] [[44]Gycle: <Overlay>
Fnd Bl sensorerams U Sensorgram

[ Plot 12000
i+ Baseline: Sample

iy Bindin level

iy Binding stability 11500

i Bindine o reference
S Controls, binding
“-ga Controls, stability

11000
[ Report Foint Table
“-mf Report Faint Table
-
10500
— e
. A — Blank
i 10000 o — Control Sample:
E — Sample

— Startup

R 2-6. Y TILIEHRDEE

YU TNVRESLWCREREM, YV 7TINDOEMBEANIZAND > 25HE L. BTz ET
9 HHEIIC. Keywordtable TEZE L ¥ 3, Tools — KeywordTable #7 U v o L £,

| (B Keyword Table
ch\ev Assay step e Samn\ev Blank. = D(20 C). D\\ulmr\v I (Dal)ZI
T Stariop Bffer
i 7 Siarilp Bifier
3 Startp Buffer
i Sample Bifier " Ves
5 Sample Buffer  Yes
§ Control sample Wabd GESTTT G000 TG
7 Control sample Wi n GESTTT T iouo0 i4E00
i Sample raction T HETi 3T 5000
4 Sample facton § n IET 3007 150000
il Sample raction | HETi g 50060
11 Sample acton § n (] Todg] " 50000
12 Sample frection  n e 500 isoon
5 Sample fraction § n GESTT LRI CaiEEE Ui
14 Sample Buffer  Ver
15 Sample Buffer  Yes
b Sample actin & n e i isain
17 Sample fraction & n (=] 2000 150000
8 Sample factien & n e Tig 50000
19 Sample frection & n HET Tdg 50000
0 Sample factien & n e 500 isaon
21 Sample frection & n HET 500 150000
22 Sample Buffer Ve
25 Sample Buffer ~ Ves
24 Control sample Mab3 n dE-11 10000 142000
35 Gonirol sample Wabd GESTT 0000 A0
| Cwo ]
|

Biacore T200 v3
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-+ Concentration Analysis =

Toolbar icabrationttes |4 )y o LET,

=7 Vw7 L.
l

- Calibration-free concentration - Select Samples [Create] | e
Temp:[25 ¢ o Tools = RU fraction4 Fc=21 [7] Zoom
300
Samples 20
Sample
Include | Ligand | Analyte | *JURE | Curve | File# 200
v Protein A fraction 4 Sample Fe=2-1 1 8-9
¥ Protein A fraction 5 Sample  Fc=2-1 1 16-|)[g 0
¥ Protein A fraction 4 Sample  Fc=21 (2 8- 5100
| Protein A fraction 5 Sample Fe=2-1 2 16 - [
¥ ProteinA Mab3  ControlSam Fc=2-1 ‘1 6-7 50
¥ Protein A Mab3  ControlSam Fc=2-1 (1 24 -
W Protein A  Mab3 ControlSam Fc=2-1 2 6-7| 0
¥ ProteinA Mab3  ControlSam Fc=2-1 (2 2 .
-30 -20 -10 0 10 20 30 40 50
Time 5
*) Display Original Sensorgrams
@ Display Sensorarams for Evaluation
Include Gurves
el | ¢ Ligand | Sample | Dilution | Flow Blank | mitial rate | 9° | mw D
2y | (L (S S | LI "MPIE | factor | (ul/min) | Cycles# |prel (RU/s)| TED | (Da) | (mz/s)
vl 1 Fc=2-1; Protein A fraction 4 2000 1.04,150000; 4.578E-
11
v 8 5 4/~ 0.598
v g 100 5+ 1.66
v 1 Fc=2-1) Protein A fraction 4. 1000 1.04 150000, 4.578E-
11
v 10 5 4/~ 12
v 1 100 5+ 334
vl 1 Fc=2-1! Protein A fraction 4 500 1.08 150000 4.578E-
11
v 12 5 4~ 2.36
v 13 100 5~ 6.74
o I 3

BIE A DFRIC,
Temp (C)
Ligand

Analyte
Sample Type
File#

Cycle#

BIE LAY Y TIVERIERTREINE T,

AERE

UHY RE

Yo TINEg

Y7 I& A7 (Sample. Control Sample)

M LE7 74 LES

AEYA 7 LES (ERER-SRROBAEDE TRR)

BITICFREBIALY > 7l id Include ICF = v 7 EANE T,
BERLY TV OFRBERIZ. BEAICKTRINET, BEATIUATOBRLERRE

nNEJ,
Dilution factor
Flow (ul/min)
Blank cycles#

Initial rate prel (RU/s)

QCratio prel
MW (Da)
D (m¥s)

AIREER
B ETRIR
T ELTHRALTWEEY Y =77 LDV A1 7LES
TR T, blank RE. £EY A 7 LESOEEARE
INFAtAT: 75 Bh 5 125 MIRICH 1 2SR E
(BBEtESINEY)
QCtt (BEEtEINET)
Y TIULDTE
AEREICH T 2ILERE (BBEtEINET)
Biacore T200 v3
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!
t % -7 LTFD, O Display Sensorgrams for Evaluation # #IR3 2 &, 777 %%
LWzt —2o 7 L%FK KL FT, O Display Original Sensorgramas % #iR 9 % & |
TovoEELSIWTWARWE Y Y =0T LAERRLET,

!
R 2-7 DFEREEICHN > T, BITICHIATE S -7 7 L% 8RLET,

R 2-7.CFCA ICRIET 5 Y —2" 7 LOEIREHE

CFCATIE, YAFTFVRAKR=—FY I F—>arEToE =05 LE2BFICHBLE
ER
LT osHiEEA ST Y -5 LEBITICHBLET,
O #EHERE (nitialrate ( RU/s ) ) >02~03 (RU/s)
O, BRROYERENMEREDELY bELWRLELHY £7,

< 02~03RU/s TlF, LARYRAD ELREMEW-O RIFLHERIEONEE A
@ QCratio = 0.2

< 02DFEICIE. RAMIVRAR=PY I T=2avhP+oTEHY FHA,

Include Curves
) . Dilution Flow Blank Initial rate QC MW D
Include | File# |Cycle#| Curve | Ligand | Sample factor | (ul/min) | Cydes# | prel (RU/S) r:rt:I] (a) | (m/s)
' 1 Fc=2-1: Protein A: fraction 4 2000 1.04:150000: 4.578E-
11
vl B 5 4 - 0.588
v 0 100 1 1.66
¥ 1 Fc=2-1: Protein A: fraction 4 1000 1.04:150000: 4.578E-
11
vl 10 3 4w 1.2
vl 11 100 3|~ 3.34
1 Fc=2-1: Protein A: fraction 4 500 nd:150000: 4.578E-
11
12 5 4w 2.36
13 100 5| 6.74

BmIcFB LWy Y =27 Lld, Include DF = v 7 AL ET,

!
RNTICERT 2 —7 5 LOBITL v OEE, SRoBEIBEERLZVSEICIE. B
[H 7 £ ® Tools — DataRanges % &R L £,

Biacore T200 v3
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4 Calibration-free concentration - Select Samples [Create]

Temp: | 5 " G | Data Ranges | Tools -|
Parameters Settings
Samples
- Sample _
Include | Ligand | Analyte e Curve | File# Cycle#

vl Protein & :fraction 4:Sample Fc=2-1 i1 8-9,10-11

v Protein & ifraction 5:Sample Fc=2-1 i1 16-17 , 18 -

v Protein & ifraction 4:Sample Fc=2-1 2 8-9,10-11

r = -
Data Ranges - — - | — I -
Ligand | Analyte S_ai_mple Curve | File# it reme aecs
ype

Protein A ifraction 4 Sample Fc=2-1 1
Protein & :fraction 5:Sample Fc=2-1 i1 -
Protein A fraction 4 : Sample Fc=2-1 (2 Defaultsfagees
Protein A :fraction 5:Sample Fc=2-1 :2 . _
Protein & Mab3 ControlSam Feeai 11 P‘:DD fractiond  Fe=21 [C] Zoam
Protein & i Mab3 ControlSam Fc=2-1 i1
Protein A {Mab3 ControlSamiFc=2-1 2
Protein & iMab3 ControlSamiFc=2-1 2

200

o Fit range
.

/’hﬂ_ﬁ_

50

A

-30 -20 -10 ] 10 20 30 40 50
Time E

[ OK ] [ Cancel ]

b = =

TAVRTEDYRNTCEIRLI-E Y =TT LOEREZD, BEAICEKRINET,

4| n »

YBHCEEIZ 2 AR Fit range(BIRDVTRRINTWET, 2 KD T 1 > DA Fitting F815 &
LCRBINET, SVRDRAVRZ—%T7A VY EIZEET, E7V v I LImEFENTY
J§BHEMNBEEECEZEY, BEALD Default Ranges 4 7 ) v 75T 7 4L D
BEICRE XY,

o, Y= T LETHIBRLEZVWEBDAHZ2HEICIE, Y -0 7 LETYTREA
7y TcRZy o LCEHH%ZFXREL T. RemoveSelection 7 v 7 L X3,
DY > TN ONT, BEEZTVWZWEEICIE, BEED Y X FTH 7 ILEER L T,
FERRDIBEZITVET, RAFIC. AUCEREZEROY > 7L THEIG L7 WHEICIE, BIE
EDVRXPMTEET AV TLE2ERLTC oY -7 I7L2FREL T, LRBEEZT
WEJ,

Biacore T200 v3
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FR3a

OK%Z7Ywo LT, 74 F7%ZFHALET,
!

BEATOFitZ7 Yy LET,

IBZFC. &Y > TILO@BFTHABEBLET,

Calibration-f on - Reslt [Create] - 7
Tools - RU - fraction4 Fe=2-1 Zoam
rocesshe
007 |Sample 3o 8
Resut Sunay S
i 250 lax relative
File# | Curve | Ligand | Analvte| “3,p0™ | ‘m) Fit chanse
1 Fe=2-1 Protein A : fraction 4: Sample 1.4E-06: 0
1 Fc=24 Protein A | fraction 5 Sample 1.3E-06 0. 200
& 150
g
2 100
_————— 50
ol i, »
Bar Graph | Trend Plot 5
-50
-40 -30 -20 -10 0 10 20 30 40 50
Time
=
- Diluted - _
Flow - Dilution | Conc QCratio | Initial rate | Temp | MW
File# |Cyde#| (10 | Curve | Ligand | Analyte | “C 0 ™ cﬁq"f SE(Conc) = = O | (oa) |
1 Fc=21 Protein A fraction 5 1.3E06 2E09 25 150000 4.5
16 5 2000 6.5E-10 0.989 0.561
17 100 2000 65610 0.989 151
18 5 1000 13600 0.989 112
19 100 1000 1.3E-09 0.989 3.02
20 5 500 26600 0.989 2.24
21 100 500 26609 0.989 6.0
« i ’
Help < Back. Finish Gancel
] calibration-f . Result [Craate] - 7 = | D
Tools ~ RU fraction4 Protein A [7] Zoom
250
Result Summary
_ sample | conc QCr ~
File# | Curve | Ligand | Analyta Tpe ™) = 200
1 Fc=2-1  Protein A fraction 4, Sample 1.4E-06
1 Fc=21 Protein A fraction 5 Sample 1.3E-06 1
2 Fe=2-1 Protein A  fraction 4 Sample 1.5E-06 H
2 Fc=2-1  Protein A fraction 5 Sample 1.4E-06 .
1 Fc=21 Protein A Mab3 Controlsam: 2.4E-05 Emn
1 Fe=2-1 Protein A Mab3  ControlSam 2.6E-05 E
2 Fc=21 Protein A Mab3 Controlsam 2.7E-05
2 Fc=21  Protein A Mab3d  ControlSam|  2.7E-D5 - 50
] m ] ’
Bar Graph || Trend Flot 0
-50
-30 -20 -10 o 10 20 30 40 s0
1.9E-06 Jime 3
- Diluted i
Flow . Dilution | Conc QCratio | Initial rate | Temp | MW
18505 File# | Cyde#| (10 | Curve | Ligand | Analyte |t ) (?:qn;: SE(Conc) = , ¢S | (0a) |
z 1 Fc=21 Protein A fraction 4 LIED6 2.9E00 25 150000 4.5
g 17808 8 5 2000 7.1E-10 0.99 0.615
g B 9 100 2000 7.1E-10 0.99 1.66
g 15608 5 10 5 1000 1.4E09 0.99 1.23
8 : = 11 100 1000 14E09 0.99 332
15E08) T b 12 s 500 2.9E09 0.99 2.46
2 S
bl - 5 13 100 500 29609 0.99 6.64
1.4E-08: s =
samples
< Im | t
[ <Beck  |[ Emsh | [ Gencel

FEATHANME T 975 &, EIEZA EIC Result Summary ARSI NE T,

(M) EFRFIOY Y TILDF ) D FILEE

(AT CEH INIDREICHERER L BT 7-(E)
Fitting £ ® QC tb

(FRFTBID QCratioprel L BB 22 & HH Y F7,)

Conc

QC ratio Fit

Biacore T200 v3
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43

Comment

FEOAAL YV P EANTEET

BELECERLI-Y Y Ty —05 L EERIERIZ. BERAGICEKTREINET,

Conc (M) ERFOY > TILDF Y S FILERE
SE ( Conc ) Conc DIZAEFRZE
Diluted Conc ( M ) BIEY >~ T IVEE
QC ratio Fit Fitting 71— 7 ® QC kb
Initial rate Fit Fitting 1 — 7 OAJHBIE &R E
chiz ( RU?) HhA —5EE
Form Factor ZJO—vIWEEE Y —KED 7+ —L T 7 IR
RU fraction4 Protein A [ Zaom
250
200 (
150
; S S
g 100
] T
50 :&::
0 /
_50—30 —ZIU —’1I 0 UI 1‘0 ZIU 3‘0 4‘0
Time
conc | Diluted QC ratio ) Initial rate | T MW D Blank | sample|| chiz | Form
™) 0(‘:,'"; SEinag, e | Rt | 0 | ma) | (mafs) | used Type || (RUD || Factor
14E06 2.9E-09 25 150000 4.58E-11 sample (049 Jo.si
7.1E-10 0.99 0.615 4
7.1E-10 0.99 1.66 5
1.4E-09 0.99 1.23 4
1.4E-09 0.99 3.32 5
2.9E-09 0.99 2.48 4
2.9E-09 .99 6.64 5

LUToOEEZHE-LTWAIHEICIE. REFLBEREHITCEET,
O Hh—T74vTAVIDEFTHD,
TAYTAVIDNRERGEE W=7 74 v T4V 7IC&>THEONEEDL V¥ —
TILD, MEE Y =TT LE—ELET, ChtED. BRROELVYH—7 7 LOME

BEERIOREED 5%UTTHNIE, 714 v T4 Y IHRIFEHITEET,

@ QCratio ' 02 ALETH D,
(3 SE (conc) (SE: standard error) DEENTHERIERE O 20 %L T, F 7= T-value (Conc) 7' 5

Biacore T200 v3
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@ FERL7-WH > 7ILAERIRE, BIEA LD Tool — Sensitivity Check #3E1TL T1E5H
NTAEDBIMEIERTEET, (BREFR 71 v T4 I BNl > -BRICEREY
HEELFT,)

4 Calibration-free concentration - Evaluation Result [Create] -
Sensitivity Check | Tools -
| Print i
Result Summary
i e
S?:L'ﬂe (i?_.l"f - QCF';‘:“O Cycles Comments
Sample 1.3E-06 0.989:16-17 , 18 - i
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