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|SURFACES SELECTION GUIDE

surface code binding binding interaction Biomolecule suggested uses
capacity properties
Medium Binding | MB 100-200 ng A polystyrene surface less Large molecules (> 20 kD) | Assays where the molecules that have to be coaésémt large hydrophobic regions ¢r
lgG/en? polar than the HB 8 one and | with large or abundant assays that need hydrophobic polipetides as coatéstule
with affinity to molecules of a| hydrophobic regions
more hydrophobic nature. Th
MB surface can better work
with lipidic molecules
High Binding HBS8 Up to 400-500 ng| A polystyrene surface with | Improves binding of medium | Assays where the adsorbed molecule must work iessxtup to 400-500 ng/én e.g.
IgG/en? hlgh affinity to molecules with to large molc_e_cules (>10kD ELISAs (indirect ELISA test for IgG or ELISA capt test for IgM detection )
mixed that are positively charged ) . )
hydrophilic/nydrophobic with or without hydrophobic Very suitable to set up competitive tests ( molecub0 ng/crf) -e.g. steroids/
domains such as proteins an{ regions hormones - for the ability to orientate the adsdrim®lecule
antibodies.The surface is
optimized for antibodies
(1gG)
NO Binding NB N.A. None-Inhibits hydrophobic | Significantly reduces Certain procedures require a surface that is noditg. Many proteins,enzymes in
and ionic interactions protein binding particular may become activated or inactivated ugttemchment to a surface. A non-
binding surface can be ideal for assays requitigfeature
Streptavidin SA 5/200 | 12p/mol of biotin [ Non covalent interaction any biotinylated molecules [ streptavidin coated microplate is designed for ysislof biotinylated molecules or for
coated The binding will | towards . indirect coating with biotinylated ligands. Thisxmort binds very effectively any
vary depending ol biotinylated molecules; L ) o . . .
the nature of the | streptavidin-biotin interaction biotinylated molecule, with very rapid kinetic aexicellent binding capacity, offering g
biotin-bound is nearly irreversible since thg multipurpose tool for various capture and immunedgbn systems
moietes and the | binding affinity ( Ky) in solid-
steric hindrance | phase is around $0.0'°
Protein A coated |PA ~ 5 pmol IgG/well| specific for Fc region of IgG | Most immunoglol:_)ulins of - Binds strongly to IgG from human, rabbit,guineg,pig, dog and cat
mammalian species - Binds strongly to mouse 1gG2a,lgG2b and modératelgG3
- Binds to Fc region of antibodies for optimal oitigion
Protein G PG ~ 5.3 pmol specific for Fc region of IgG | Most immunoglobulins of | . Binds strongly to IgG from human, rabbit,mousig,bovine,dog , goat and horse
coated IgG/well mammalian species - Binds only to IgG- no cross-reactivity with otrantibody classes
- Binds to Fc region of antibodies for optimal otigion
Poly-L or Lys-L N.A. This polymer creates a Cells and nucleic acids This surface can enhance cell attachment, growdhdiferentiation.
D-lysine coated |Lys-D uniform net positive charge o Moreover this surface can tight bind negativelyrged nucleic acids like dsDNA
the plastic surface
Poly-L-Arginine | AR high density of: interactions with serino proteases

a-aminobi-carboxyl/
guanidino groups

able to react trough
electrostatic and stereospecif

bonds

interactions with maturation promoting factors

15
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surface code binding binding interaction Biomolecule suggested uses
capacity properties
Calmodulin Cal hydrophobic sites interactions with proteins involved in glycogen atwtlism
interactions with factors involved in neurotranssios mechanism
interactions with enzymes involved in the NAD*/NABPhosphorilation system
Biotin Bio streptavidin/biotin non interactions with avidin
_covalen_t biological strongest interactions with streptavidin
interaction
Concanavalin A [Con A N.A specific for C3-C4-C5 carbohydrates High affinity for terminala-D-mannosyl andi-D-glucosyl residues .
coated hydroxyl groups Used to immobilise glycoproteins or carbohydraimstaining these groups
Jacalin coated Jac N.A. high affinity for a-D-galactosg Human IgA 1 Human IgA1 specific binding, sterically oriented
g?rsdgaﬁz %&ﬁgi?'gﬁzecn;:fal Purificat.ion of .human immunoglobulihs (espe.ciatjy\ll)
membranes Separation of immunocomplexes antigen-antibody
Separation of IgA1 from contaminants
Stimulation of T-cells
Wheat germ WG N.A. specific binding of N-acetyl- [ Glicoproteins, enzymes and | studies of surfaces of normal and transformed cells
coated D-glucosamine residue cell membranes Glycoprotein purification including membrane glycofgins
Studies of cell surface changes during developmedthe cell cycle
Aminated with AM 1 N.A Reactve amino groups allow | Proteins,peptides, Immobilisation of molecules which are bound weakly not at all by physicdl
primary and immobilization of molecules [ carbohydrates, enzymes adsorption, namely small peptides (M.W. 1000-5@00ps, toxins or hormones.
secondary amines| AM2 through reductive amination Oriented immobilisation of molecules in order tewe the integri ibili
aldeyde or ketone groups grity and accessibility qf
without prior activation of the their specific sites avoiding the risk of inhibitiof these sites by casual physical
sur;‘acel.AIterna:)evgly, bl adsorption for such molecules as Fab-SH-antiboaynfients, or nucleic acids (single pr
molecules can be immobilize
through amide-bond formatio| double strand)
with carbodiimide-activated
carboxyl groups. Bifunctional
crosslinkers may be used to
introduce other functional
groups.
Carboxylated COOH N.A Carboxyl groups canbe [ Molecules containing amino  The amino group presents in any molecules, sucpeptides or proteins, binds [to
performed with a carbodiimid) groups COOH surface through formation of amide bonds betwihe amino group presents|in

followed by coupling of an
amino containg molecule,
resulting in a stable amide
bond between the surface an|
the molecule. Alternatevely
bifunctional crosslinkers may
be used to introduce other

functional groups.

the molecule and the surface carboxylic group keyatttion of carbodiimide .
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TECHNICAL NOTESN. 10

de 74 B4S 9% EL uhalg B

=
F2te 2A0] BAjo] aE|ojof s B BAES 27H400ng/cm27HA)) ek,
o]

T Lol o] FHL ¢ AEF o], ofF A2 F((50 ng/cm2)°] EAE wo= AFP] H1o] A AAE 4
GA sz, EAG F2] w$ w2 J3E S HoE
R
G- JgM 23] ZX0f 2ol A9 A F4E= FA| Anti-IgM
2 Z A - [gG BAjo] 2ol 19| Ao F4-HE Rubella antigen ELISA (237]) AH|Zo|= $2 23 TSH
Ay
s
BAA S A EYO|Ed= Aol o] YO AH5S HoETh
9
wellEEHo] 43 Aeka %9 biotinylayed albuming tﬁ‘?} —t— 9F9] streptavidin peroxidase & B&F 907 AL
tlokal oko] e r]x] oFL streptavidin®] ¥H3-31A JUch, A 2 WES2 TMBE HlAIZ] & AAA U3k,
kS AR & W3R A2 & 450 nmo| At
Ao Ait
WellQto| 4 9] 549] 52 £ §9 o) Y= EFEA &2 streptavidin®] Fx=ok yha| i},
HB 8 B standard/B Max x 100 Competitor B standard/B Max x 100

B Max 1327 100 1287 100

B 5 ng/ml 1093 82.4 1129 87.7

B 10 ng/ml 921 69.4 898 69.8

B 25 ng/ml 644 48.5 627 48.7

B 50 ng/ml 424 31.9 421 32.7

B 100 ng/ml 267 20.1 264 20.5

B 200 ng/ml 131 9.9 170 13.2
vlelg k2 2 1.2 (B Max):= Ong?] B75 A &L streptavidinth 9] streptavidin—peroxidase2H€ AAitE EF=2
B3R
BE & o] Qli= streptavidin EEEH (B EE 559)9 A FF=9 Ong?] £75A &2 streptavidin¢tol
%)+ streptavidin—peroxidise 255 AALE SFx o BB g7 BEH)
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TECHNICAL NOTESN. 4

WY A £4S A% w2 w99 829
ol S5 BAHA 22 vlm
e $70) BLEA 2EYY B H5S A A8, St vol 9] k2 v (HB §) AEY Helz}

A W= 7P =2 uelY 489 2EYS v wstith FH LY A4 E sttt
Ao S B s, 27t €714 7P & e 77k B, B4 BAE 58] fE 1A e
2ol Bolaed AEQYL 21T 0] AZATO] AHSSH BUS AEa,
4 torch ELISA kits).
Rubella, Cytomegalovirus®} Toxoplasma, &<213}7] $J3] [gMT} [gG FZ9] EA} 771 AM-E
A= o} ¥y
2029 24
Rubella, Cytomegalovirus, E7] IgG¥¥ 217t IgM (DAKO A426)7/]-?<]E 93t 342 e3lEerAld #WE0,1 M pH
9,600 e, MET AEY BE FAlo ZRHEHGT AFL 47 ColA] o]Fo|Firt,
NH dA & Zdo|EL 1% Bovine Serum Albuming ZgHt PBS 0,1 M pH 7,22 E3}5| 31, HA=E 4° CojA
v = ik,
7 AE A &, EF01EL 37" CAA T AIZE 5¢ ARENL, I Fof 23 oA F2A= L, AEE7] A7)
4° Co| Bydr},
o] Ao ALEH ZE AHL ¥§Y AFAoA AH4EE= #0311, Behring; Biomerieux—Vidas; Sorin Biomedica 514l
Az AUH ARG AHETO) FHH EE 2L AYo] 2
I IgG ¥4
IgG £4< A8t U2 ofgfie 2
. 100ul®] ¢k3tel ME AR olg = Z42te] 7Y U A3 Wellol A gyt A =9 30&7F vjdE
. 0.1M PBS pH 7.2 + 0.05% Tween 202] Al & ©A)7} A3
. 100ul/well®] AAE goat—anti Human Fc IgG PeroxidaseZ} A7}=|9 32, Uk A& oA 3087 vjdE i)
. point 2, 91X 8] 71 A& @A 7L AP,
. 100ul/well 7] (&) (TMB)°| i7}5}‘! A=A 1587 v
. 100ul®) 3HHE Frlsto g vhg-o FA)g,
. EAZA3+E= 450 nmoA 92
I I[gM 23] HA
IgM 245 Agst= -2 ol g 2t
1. 100ul?] ok3tel WEat ZaBgole = dut anti-IgMS Y3 Wello Al AL =0 147+ ¢k vjokE|gict,
2. 0.1M PBS pH 7.2 + 0.05% Tween 202] A% @77} A5,
3. 100ul/well®] 243 vl e A3tE FA|E 9 B9} streptavidin—peroxidaseZ} 71 o] A=A 147F
i b=
4, point 2,94 ] 71 A& SA 7L AP,
5. 100ul/well 7|2 (FEE) (TMB)°] 374531, ALxEo]A 3087t vidE
6. 100 ule] S Arlsto 24 vl =24,
7. 323+ 450 nmoA ¢S

—~~

N O U B~ W N

ANALYSISOF DATA
The data obtained from the two types of samples of microplates were processed in the following way:

NEGATIVE SAMPLES POSITIVE SAMPLES
a min. O.D. observed for each type of strip a coefficient of correlation
b. Max. O.D. observed for each type of strip b. linear regression calculated as

y=a+bx @
C. mean of Standard Deviations with a confidence level of 95%

X values were those obtained with competitor's samples
values were those obtained with biomat's HB8 samples
Ao o) Eof v, Y P
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TABLE A IgG 84

IgG assay to Cytomegalovirus IgG assay to Rubella
TOTAL SERA TESTED 51 TOTAL SERA TESTED 81
NEGATIVE SERA 32 NEGATIVE SERA 46
POSITIVE SERA 19 POSITIVE SERA 35
calibrators 0.D. comp. O.D. biomat calibrators 0O.D. comp. O.D. biomat
A.U. /ml 1.U. /ml
120 2,393 2,272 250 3,367 2,971
50 1,375 1,463 75 1,833 1,624
20 0,748 0,891 25 0,718 0,609
10 0,322 0,38 8 0,251 0,246
0 0,015 0,012 0 0,015 0,016
A.U.=Arbitrary Unit I.U.=International Unit
O.D. of negative sera comp. biomat|O.D. of negative sera comp. biomat
minumum 0,031 0,043|minumum 0,035 0,027
Maximum 0,183 0,173|Maximum 0,192 0,119
mean of Standard Deviation 0,111+-0,035 0,109+-0,030| mean of Standard Deviation 0,076 +- 0,032 0,061 +- 0,023
results of positive sera results of positive sera
R= 0.994 R= 0,961
y= 2,644+0,996x y= 4,567 + 0,948 x
TABLE B IgM assays
IgM assay to Cytomegalovirus IgM assay to Toxoplasma Gondii
TOTAL SERA TESTED 32 TOTAL SERA TESTED 58
NEGATIVE SERA 23 NEGATIVE SERA 27
POSITIVE SERA 9 POSITIVE SERA 31
calibrators O.D. comp. 0O.D. biomat calibrators 0O.D. comp. 0O.D. biomat
HIGH POSITIVE 2,092 1,732|HIGH POSITIVE 2,673 2,353
LOW POSITIVE 0,65 0,558|LOW POSITIVE 0,931 0,665
NEGATIVE 0,146 0,14|NEGATIVE 0,225 0,17
O.D. of negative sera comp. biomat|O.D. of negative sera comp. biomat
minumum 0,153 0,142 minumum 0,228 0,174
Maximum 0,431 0,36|Maximum 0,847 0,594
mean of Standard Deviation 0,189+-0,06 0,181+-0,04|mean of Standard Deviation 0,484+-0,186 0,38+-0,131
results of positive sera results of positive sera
R= 0,975 R= 0,978
y= 0,24+0,84 x y= 0,047+0,88 x

919 AT Y AF20N Lolzl YA Aeke] Yxste] BEt

27 2
X A%} B Uehd 24 ARt
- wjo]238e] HBS3} Aol A=l thildel] vl o) vl

- FYF SNYT S B Aold] SR vtal

BE 4Z9 A tﬂaﬂ F 3RO AT LY SIS WAEE $21 4 A100%
].

(H™o) 23281, 949 ZA A A3} 128 2A A A3}
7Vsdt ATt ghol

R = 0.95¢1

AL Ayt 243 25U

— A M)A LojF Hmot ghol M.

a 03} wo] getal:= et}

gz

b o M9l 08 <=b<=120°|th

Ao Qud XS FPI,
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24 g
el 4] BAE 9% w8 HialY 59 B
F1% (MB) 2 HHQ19 (HB)Z 444 vl (Comp HB) 2EHE vlwd 2749 b2 BA WS 33 =2

s
v}

u Ee
15 (HB) Y] uald 29 3712 gt

B 12
¥ 12& E7] AHIgG(AI1A @A) - HIgG(A 23 @A) —~AHIgG/POD 23] MESX] ot

1. 0.15 ug/ml E7] Anti—HIgG 100 ul/well& pH 9.62] 0, 1MeHAFE BE o] Eod3ka, 37° CollA] 3A7F vjekst &
4" CollA WA e eketc},

2. 0.1M PBS pH 7.2 + 0.05%Tween® 202.2 29 A A3t}

3. 0.1M PBS pH 7.29]A BSA 1% 150 ul/well& E43}1, Yol 4 B2 A3sl7] ) 37° ColA 3027+
ujj o3,

4, 0,1M PBS pH 7.2+ 0.05% Tween® 202.2 39 A A3t}

5. HIgG (20~0.009 ug/ml ¥Z) 100 ul/wellS £} 37° CollA] 4527k vz},

6. 0.1M PBS pH 7.2 + 0,05% Tween® 2022 3¥ A|H gt}

7. 94 Anti—-HIgG—POD 23 100 ul/wellE FoJ3}a 37° Co|lA 45%7F vkt
3]A4 221 1/10.000

8. 0.1M PBS pH 7.2 + 0.05% Tween® 2022 39 A &3},

9. TMB 100 ul/wellE Fo3it},

10, 30% ¥, H2S04 1 No & vh2-& W&t}

11, 450 nmol|A] ZA3E ¢=tt

W 12
3000

—— Biomat HB
2500 ~ —@&—Biomat MB

—— comp. HB
2000

O 1500 |

1000 —e

500 -

0 T T T T
0 0,009 0,035 0,15 0,6 2,5 10 20
ug/ml of Human IgG
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W 14

L

£ Zolth Y 14+ A

i
r (

W 142 A27 A o B T Bl " BALo th3t Streptavidin®] WS £83
2 e Ay 20

I
1. 5 ug/ml®] E7| Anti—HIgM 100ul/well 0, 1M £4tQ ¥ pH 9,60 Fojstar 4° CollA WA gt

2. 0.1 M PBS pH 7.20.2 49 AH3},

3. FollE B4 RAE A3)3}t7] 913 BSA 1% 150 ul/wellZ 0, 1M PBS pH 7.20] £o5}314° Cofl WA wj3te},
4, §9E g, SHo|EE AL w7tR] 47 Cofl Ragit},

E
5

>

3

. H] 283} 94 3E7| IgG (concentration from 62 to 0.7 ng/ml) 100 ul/wellE 5o}
A2z 1A7F FF vekgit,

6. PBS pH 7.2 + 0.05% Tween® 2022 49 A A3},

7. 160ng/ml of Streptavidin—POD 100 ul/wellE Foj3}3l A2 E o] 1A 7HE< vkt

8. PBS pH 7.2 + 0.05% Tween® 2022 49 A3},

9. TMB 100 ul/wellE o3},

10 30% %of H2S04 1 N& F7138lo] wh$-& Wi}

11, 450 nmol|A A5 A%

(S5

4000 g—
—#— Biomat HB

3500
"/ —@—Biomat MB
3000 s comp. HB
2500 / /—
2000 /( /
1500 “/ /
1000 /"/v w/./
o0 W
0 ¢

0 0,7 15 3 7 15 31 62

O.D.

H] 2 E13}E A9 ng/ml
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CERTIFICATO DI ANALISI

=

oA

AE 0]

—_—

- H

Si certificacheil lotto sopraindicato e stat

op otta oleme o o] HeH 4 Yt ¥
secondo le procedure operative in accordo & hokrha

Itato conforme

UNI EN 1SO 9001:2000 * @
Questo prodotto & stato anali zzag ex\evis
alle specifiche aa@@i@ =
M a%@aﬁd

PV
LOTTO/LOT ARTICOLO/ARTICLE C.V (limit 5 %) |data/dat
AN
H8459 MGO1F- HBS <5 % %@é&%
0)
SZAWY

e

ISO 9001:20007A1ofl whekA A=
o] AlF2 AN, BE FHE
S8t

9)\

M ethod of analysis

Soluzione di coating: 2.5 pug/ml di Rabbit IgG in 0.1M
Tampone Carbonato pH 9.6.
Coniugato : Goat Anti-lgG-HRP

Controllofinale

Il prodotto finito & stato ispezionato ed approvato per le
seguenti caratteristiche fisiche:

Test Risultato
esame Visivo approvato
aspetto generae approvato
imballaggio approvato

Dr. Maurizia Pettenati
F4 e wjJA,

22

Coating solution: 2.5 pg/ml of Rabbit IgGin0.1 M
Carbonate Buffer pH 9.6.
Conjugate: Goat Anti-lgG-HRP

35 o

o AFE AFHAL, ol 7148 B2H B4l s
F9 Wt

Test Result

visual examination approved
general appearance approved
packaging approved




7] X=E N, 11

2] BE (o 24)9] Weks 9 et Y APE 2T

Two types of tests were made for checking the properties of our No Binding capacity surface :

a. No binding capacity against IgG (met. 14)

1. coating: dispense 100ul/well of Rabbit Anti-HIgM (concentration of 25 pg/ml in Carbonate
Buffer pH 9.6) and incubate 24 h at 4°C.

4 washing with PBS pH 7.2

blocking: dispense 150 pl/well of BSA 1% in PBS pH 7.2 and incubate overnight at 4°C.

wash 4 timeswith 0.1M PBS pH 7.2 + 0.05%Tween® 20

dispense 100 ul/well of Biotinylated Goat Anti- Rabbit IgG (concentration from 0.062 to 0.0007
ug/ml) and incubate 1 hr at room temperature

wash 4 times with 0.1M PBS pH 7.2 + 0.05%Tween ® 20

dispense 100 ul/well of Streptavidin-POD (concentration 0.16 ug/ml) and incubate 1 hr at room
temperature

8. wash 4 timeswith 0.1M PBS pH 7.2 + 0.05%Tween® 20

9. dispense 100 ul/well of TMB

10 after 30" stop the reaction with HoSO4 1 N (100 pl/well)

11. reading is made at 450 nm after 5'

ar N

N o

results
0O.D. values NO binding Medium binding [High bindingHB 8
RT 62 974 1563
45° C 60 n.a 1476
- 20°C 61 n.a 1590

The test was performed after 7 days in the above conditions

o

No binding capacity against Albumin (met. 25)
coating: dispense 100ul/well of a mixture of 20 ng/ml Biotinylated Albumin diluted in 3 pg/ml
of BSAin0.1M PBSpH 7.2 and incubate 24 h at 4°C.
wash 4 times with 0.1M PBS pH 7.2 + 0.05%Tween20
dispense 100 ul/well of 0.1 ug/ml Streptavidin-POD and incubate 30" at room temperature

wash 4 timeswith 0.1M PBSpH 7.2 + 0.05%TweenX 20
dispense 100 ul/well of TMB
after 10" stop the reaction with HoSO4 1 N (100 pl/well)

reading is made at 450 nm

=

Noghk~ N

results

NO binding Medium binding
O.D. values 76 392
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opfisheE &Y

A1Z} = A|2Z} ofu| e 15 FGAF o] o]Fo]Z BHL Zeta] A homo—heterobifunctional & #

() : N—Hydroxysuccinimide (NHS) 1} Succinimidyl 4—(N—maleidomethyl) cyclohexane—1—carboxylate (SMCC))S
tj7j 2 3t opu]le, 72 EA EE IF 22 Q] HES X3S IREY I AT a4 wrEodiy] sl 7lH gt
old FH9 1AL Y, A E84 THAL APE 4R ¢AE I8

© A A Hol Qe 49 1R, EEF ol 9tA] ¢, F& HE=(M. W, 1000-5000), ¢, Haut
A=A

o A4le] £ B9 SR HEAS BASH] A EAY AFE 1AL Fab—SH A 70| streptavidin,
polysaccharidest} 344k

© =22H F2Y AT vnFE o,

A A o o] TAEY] g 12} o}l — biotinylated NHSS] 2828
B3 Ao F7ksith

mOD

0 10 50 100 150
ug/ml of NHS-B

il

Fo|EE

A Fd

rlo

- g9y
© A
o ojlu|x 18 &%

\H =0
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oplstE &H

gu|o] 719 Wl 7] BAoo] ofdlstel B olg.,

AR

RBETY FASS obve 25T F7] 918 thdet o] F7]1H 02 AR EHSI AH-S A8 SR8 L 9=d
Aol tigt A4S gt GubAQl Zhe|ERgle g, ALY ofnk IFI FHE £ 7154 159

3% 282 homo®} heterofunctional 7t Aol oJsf vi7fE F-F-2 ol 7|23},

m

E493], N- hydroxysuccinimideS d7}35IE, 314 %= Ethyldiethylaminopropylcarbodiimide (EDC)& 712841
59| EAet £ ofn|ieaF 7+ 73t 7haA o)},

qkeF AgHE AAEATL Al ohn|e 35S 2T, 7P 7 BHE, Sodium Cyanoborohydride, 9] 242 213k,
eHg5 ol ZE3l GlutaraldehydeE W23l AEA7]E= Ao},

old E4& 93t -2 7}2 A= Dimethylpimelidate®} Dissucinimidyl suberate®]|t}, Fab—SHS} o] E|& 15& Z§3t
AAEAY BEE cystein®] = HE| =L ofu|e TFF} vF-E-317] 93 Succinimidyl 4—(N-
maleimidomethyl)cycloexane—1—carboxylate (SMCC)Z& 7} A1 S E3Hs B2 49| maleimido 15& 8% 4 9t}

Hio] 2B NH2 219 3}5h4] 2|4 A dx

PS surface NH,

3 o:
NHSS| 218 $5) ol o NH2% 342 U918 NHSl4H 25 2 (R)

_.{O

PS surface NH, *+ N_O_?I:_R
\< O
O
| 0
/\/
PS surface NH —C—R + N — OH

I
O

O
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ofe whol o) NH2E R} W3 150e] 342F 2ol A48 7mA 9 dolch,

A. Disuccinimidyl suberate (DSS).

o B (FYFASNIAL 14 B 2% ool 1§S TS FPES ABT 4 93, 18 P, @A,
SYIdd, zhid o FAY 1 A2 4 Atk
g A
Ri3e] DSS
b (0]
— °S
NH, + N =0~ C— CH;~CH,— CH;— CH,— CH,— CH,— C—O0—N
\/\ 0 o 7
(0] e, O
o,
o + NH, —% Zeagua, ~ o
Y 2 X
‘< EEAS LR
N— OH HO— N
N
—, | >
He=
LR
NH— C— CH;~ CH;— CH, — CH, — CH,— CH;—C—N—% 2=ty
T .,
O O H EEA LR
B. Sulfosuccinimidyl maleimidomethyl cyclohexane carboxylate (SMCC).
o] |75 W7k SH-S TR HPET U2 HFES AZT 5 Uk 0| AL S, Fab-SH Y 270l
FTALE AAHUSHE FY FE = FREY A 20]3, T wfjZof o] 3HES] 43t EFES S AA A
w2 A,
¥g B
SMCC
A
Fab
o / |
N— OH
\/\
© NH — c4<:>7 CH, —N
Fab
S Cyspeptide
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C. N-Hydroxysulfosuccinimide (Sulfo—NHS) E+& 1- ethyl—3—(3—dimethylaminopropyl) carbodiimide
Hydrochloride(EDC) 2} €44 N-Hydroxysuccinimide (NHS),

Sulfo-NHS¢ FA % EDCHA = 71254 155 d/l2384 22 HE E5(MW. around 1000)& NHE43HE ~AEY
H2H & 4 ok

gks C
o) N o) N
; DC ;
HO — N +RCOOH  ___, RocoO— N

NY
[5=Y
w

o o) 4
PS ¥4 0
NH, * ROCO—N — PSEY NHCOR
5 >—‘
0 7 6

1. peptide
2. Sulfo NHS (or NHS)
3. EDC
4. intermediate active compound resulting from the reaction
5. biomat NH, surface
6. peptide covalently immobilised on biomat NH,, surface
Codes and suppliersof linkers
product supplier code
DSS PIERCE 21555
Sulfo-SMCC PIERCE 22322
Sulfo-NHS PIERCE 24510
EDC PIERCE 22980
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71 =E N, 12

ofulieoh P2 BAl 150 HHl ML 1T Uk Y

Hlo] @ B-2biomat NH/ NH29} COOHZ2 38t 155
o] 1FL Bekay Eulo] BB THATS Qo
HPE e Akl BAL 93 4Ed suto g A4d
o] ERELS olo] hs 4 AT,

- B o 9ol A8 FTHA AL, ol AT AE 2R THATIA
- AN G PO R B 1YL A,

ok AHgAT Al ABHOR TAH HAL AT 5 Ik A o] Bekd H9 St

1. NHS-&/33} sigh=9 2%
Hho] 2% NH/NH2 99| 7P @31l 412 282 N-hydroxysuccinimide =4 (NHS)o] &3t o 25| 235}o] &3]
Al M=

gAstd 22 Agoltt, $-2]9] Ao+ ¥ 289 n-Hydroxysuccinimide 4 AAH 27 2+ 1 ©42I5S wil=2
A a1 BARE AHE BH e otvle IFH 2.

A= b
I
/C\
HIN- TNH
HCII— (I:H o) O,
I
HZC\ - Q_(CH2)4_ C_O_ N + H2N H}o]igll NH2
s 'H .
NHSBiotin 9]
| .
Q
HN/C\NH
| | %
HC——CH o H
H,C. < C—(CH)~C—Nl 4+ HO— N
H

0 NHS

Biotin coupled to v}o] 2"} NHe} Agls v|o€l, ¥4
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N ok} kA Z]

A=

Solid phase: Biomat plates MTO2F-AM1 (primary amino groups)
MTO2F-AM2 (secondary amino groups)
MTO1F-HB (high binding capacity)

g-Caproylamido-biotin-N- BIO-SPA Cat No. B002-61

hydroxysuccinimide ester (NHS- biotin)

Dimetilformamide (DMFO) Fluka Cat No. 40250

TweenX 20 Merck Cat No. 822184

Streptavidin BIO-SPA Cat. No. S002-60

Streptavidin-peroxidase conjugate BIO-SPA Cat. No. SB01-61

BSA Intergen Cat. No. 3100

TMB peroxidase substrate Kirkegard & Perry Cat. No. 50-76-05

NHS-Biotin stock solution
NHS-biotin 6mg
DMFO 2ml

NHS-Biotin solution 150ug/ml

NHS Biotin stock solution 500ul
PBS 0,1M pH 7,2-0,15% Tween® 20 ..to 10ml
NHS-Biotin solution 100ug/ml

NHS Biotin stock solution 333l
PBS 0,1M pH 7,2-0,15% Tween® 20 ..to 10ml
NHS-Biotin solution 50ug/ml

NHS Biotin stock solution 167ul
PBS 0,1M pH 7,2-0,15% Tween® 20 ..to 10ml
NHS-Biotin solution 10ug/ml

NHS Biotin stock solution 33ul
PBS 0,1M pH 7,2-0,15% Tween® 20 ..to 10ml

Streptavidin-mix

Streptavidin 50ug
Streptavidin-peroxidase 1lug
PBS-BSA 1% 10ml
A

1. 100ul NHS—4] €l €94 150—100—50—10 ug/ml2} 0 ug/ml 0,1M PBS—Tween® 20 0,15% pH 7,25 wello]
Z7vetet(12) ofqla HBS 3H7), S-S w7 $18] A& o] 22 wellS 5913t}

AN E RS Hj et}

. well& H]9-31 0,1M PBS—Tween® 20 0,05%, pH 7,222 4H A|H3ic},

. streptavidin WA 100ul& Z+ welle] A7}sta, AYL 20 308 ¢t k3ot

. well& 8]$-31 0,1M PBS—Tween® 20 0,05%, pH 7,202 4% A3t}

. TMB substrate €& 100ul /well 7}stx AWLEZ 1087k vj3ic},

S Ut o~ W DN
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7. A1 N 100ul 718024, 718438 P33, A4 55 72 450nmolA] SA gt}
A1}

o AT(T%, 28 o) wello] H7HE NHS—H 08 SE9} vhol o5fe] NH2 Evle] 2gat w289 o Afolo] £
HBBAT 92E HolEeh,

wFe], 1} ofuli 1go] Ewlo] §qu o] UA ghow o} QTR Bdlo|Ee] AFEA gt 2AL v eRH
B4 YA Aololq £574 Tl UolhA] ghheE Mol 1eER Sel NHS-uldlo] Hol o) NH2 Edle]
HejAl ol 1] FHATS Prhu AR,

.2

4000

3500

3000 /./
//'

2 2000 _
o / —=m— Biomat-AM1
1500 Biomat-HB ——
1000 -
500 -
0 ‘ ‘ ‘ ‘
0 10 50 100 150

ug/ml of biotinylated NHS
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2. 7284 2F] 9t Gdlolut W =2 whol 23 NH/NH2 Edo] 2%,
gelolit el Zo), BAo] We BAR o|golnl A=A IFo], B4 9] A28 1§ carbodiimide o
N-hydroxysuccinimide 23 #5o 92 Ew ofui 15 Aol o] ofu|= kel BAste] vol .yl NH/NH2 Ewish
g,

29 3.2 2 /b F2uA 253 U, Wl SAelo] whg EAol,

R, = CH,—CH,

CH,
|
R, = (CHz)st*CH3
e) Biotin
I
_C_
HN NH EDC
| |
HC —— CH o N_ R,
| | I "
HZC\ /C\i(CHZ)fcfoH + C
S H Il
Ni Rz
(0]
I
C. NHS
HN NH
[ [ H (0]
HC —— CH 0 N — R; >
| | I
HC . C—(CH)sC-0—C + HO—N
H N— R; J
(e}
H-R:
>,
(0] o=C
I
. N
HN™ “NH H-R:
| |
HC —— CH o o,
| | I B]'OI—Q—BH
H,C._ _C—(CH);C—0— + HN
2 \S/ \H( 2)4 O N 2 ‘I NH2 RE&
(0]
| .
(@]
I
_C.
HN NH
| |
HC —— CH o H
| |
H,C . /C\i(CHz)ztiCiNW + HO—N
S H
/ NHS

Hho| @9 NH: 2 233 v e
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A%t S3AQ] FHl
A=
Solid phase: Biomat plates MTO2F-AM1 (primary amino groups)
MTO1F-HB (high binding capacity)
d-Biotin Sigma Cat. No. B 4501
1-Ethyl-3-( 3  dimethylaminopropyl)- | Sigma Cat. No. E 1769
carbodiimide ( EDC)
Sulfo-N-hydroxysuccinimide (sulfo-NHS) | Fluka Cat. No. 56485
Dimethylsulfoxide (DMSO) Merck Cat. No. 2931
Tween® 20 Merck Cat. No. 822184
Streptavidin BIO-SPA Cat. No. S002-60
Streptavidin-peroxidase conjugate BIO-SPA Cat. No. SB01-61
BSA Intergen Cat. No. 3100
TMB peroxidase substrate Kirkegard & Perry Cat. No. 50-76-05

Biotin stock solution

d-Biotin 7,8 mg
DMSO 0,5ml
Distilled water 0,5ml

Biotin/NHS solution
Biotin stock solution 500ul
Sulfo-NHS 3,45 mg.

Distilled water - 0,30% Tween® 20 to 10 ml

EDC solution
EDC 58mg
Distilled water to 10 ml

Streptavidin-mix

Streptavidin 50ug
Streptavidin-peroxidase 1lug
PBS-BSA 1% 10ml
A ¥

1. 2R(E) A ) 290 31 well 0|2, 2} wello] F54 50 ul& F7}aheh,
29 %, 29 20] Y BE well o] 4 2E-NHS £ 100ul 2713k},

9. 2% 20] Qe wello]A] 50 ulZ 2 302 §A SAstx, 2 39 50ulS 2 42 $7|1
o8 A3, §71E WEo= 2 197p AR

3. ¥h&-& AFA717] 913l ZH Ze] 50 ul®] EDC §-94-& H7hatct, 33l AR (Z¥ 1)el& EDCHAl
ZE24E 50ul 713}

4, AYLXER 247 5 vkttt

5. Well-2 H]-9-31, 0.1M PBS—0,05%Tween® 20 pH 7,2% 4% A& 3t}

6. ZZ+9] wello] streptavidin® A& 100ul 7151, AL oA 3087 vjgsic),

of
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7. wellS
8. TMB 7|3

2 3}

H]-r.l_ 0.1M PBS-0.05%Tween® 20 pH 7.22 4 AN|F
£ 100ulS Z wello] )81, 4
9, B4F1 N 100ulE #7819 714 9he-S HWao, A4 U g2 450nmolA] &%

s},
ULz A 1057+ ok,
g,

o] 4P| AT (17 4,) vhol 95 HBOIAE QAASIA) gF W, vhol 03 NH2 (cod, AMI )& 2418 5 Gl
o2 BAH(] QE)7k AUTHS WS HolEch of Amt v vho] F2RA 150 vfol 99 NH2o AeE

ofuli 1§ Abolold 34 Aol dolihe2
2HaY] ol

H] 2 Ele]

O.D.

4000

3500 -

3000 -

2500

2000 -

1500 -

1000 -

500 -

0}0 O
qu‘-\:lE

A4,

Biomat-AM1

0

Biomat-HB

0,19 0,38 0,76 1,52 3,05 6,09 12,19 2438 48,75 975 195

ug/ml of d-Biotin
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3. otv= IF0] Sl 249 vio] 2 COOH &i¥}e] 23

Hej =) oy 20 B} obof| 9l ofu|l 89|, carbodiimide] EFof 28] BAlo] 9t ojn|e IFT} B 7l2EA
18 Ao ofn|= Aol AL £ vlo] LW COOHS} A},

3% 6.2 A% 715 ol 150l oe) AR Fea v od-so|=aA =9 ¥k EAlot),

R, = CH,—CH,

CH

3

|
R, = (CH),~N—CH,

Hlo] @ ICOOH &4

EDC
0 .
|
| C—OH + ¢
N— R,
| ?
/C\
D
ﬁ) N— R, ']' (H) H(\:i C\:H
—¢c-0—<C + HN-N-C—(CH),C.__CH,
NH—R,

LI A= g L=t R

9
C

-

HN™  ~NH

| | ﬁ)
? H O HC—CH C
| I \ \ /N
| C— l‘\l —N- C*(CH2)4— C. _CH, + R—HN NH—R

2

H

Urea
Hlo] @i COOH ZHo| 23t v] 8l -slo|=gA =
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Al oFe} 4EA 2 #H|

A=

Solid phase: Biomat plates MTO04F-COOH
MTO1F-HB (high binding capacity)

Biotin-Hydrazide Sigma Cat. No. B 7639
1-Ethyl-3-( 3  dimethylaminopropyl)- | Sigma Cat. No. E 1769
carbodiimide ( EDC)
2-Morpholinoethanesulfonic acid (MES) | Fluka Cat. No. 69889
Dimethylsulfoxide (DMSO) Merck Cat. No. 2931
TweenX 20 Merck Cat. No. 822184
Streptavidin BIO-SPA Cat. No. S002-60
Streptavidin-peroxidase conjugate BIO-SPA Cat. No. SB01-61
BSA Intergen Cat. No. 3100
TMB peroxidase substrate Kirkegard & Perry Cat. No. 50-76-05

Biotin-hydrazide stock solution
Biotin-hydrazide 5mg
DMSO to5ml

Biotin-hydrazide solution 100 pg/mi
Biotin-hydrazide stock solution 1000 ul
EDC 10 mg
MES0.1M pH 6,0 to 10 ml

Biotin-hydrazide solution 50 yg/ml
Biotin-hydrazide stock solution 500 pl
EDC 10 mg
MES0.1M pH 6,0 10ml

Biotin-hydrazide solution 10 ug/ml
Biotin-hydrazide stock solution 100
EDC 10 mg
MES0.1M pH 6,0 10 ml

Biotin-hydrazide solution 1,0 yg/mi
Biotin-hydrazide stock solution 10 pl
EDC 10 mg
MES 0.1M pH 6,0 10ml

Biotin-hydrazide solution 0,5 pug/ml
Biotin-hydrazide stock solution 5ul
EDC 10 mg
MES0.1M pH 6,0 10ml

Biotin-hydrazide solution 0,25 pg/ml
Biotin-hydrazide stock solution 2,5 ul
EDC 10 mg
MES0.1M pH 6,0 10 ml

Biotin-hydrazide solution 0,1 ug/mi
Biotin-hydrazide stock solution 1,04l

EDC 10 mg
MES0.1M pH 6,0 10ml

Streptavidin-mix

Streptavidin 50 ug

Streptavidin-peroxidase 0,5ug
PBS-BSA 1% 10ml
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A3
1, 100 ul®] v] 2 El-3lo|EA = LA 100-50-10-1-0,5-0,25-0,1 ug/ml¢} 100 ul 0,1 MES pH 6,08 0 ug/ml&
welle]l 71813, (7F28A8) 5|1, HBE 438k A] oigtth) S48 97|93 A& go|Z2 wells Y53,

wellS ¥]$-3 0,1 M PBS-0.05%Tween® 20 pH 7,22 49 A &3},

. streptavidin— mix 100 ulZ Z} wello]] &7}5ta, A2 =4 3087k wjokgict,

. wellZ H]$31 0,1 M PBS—0,05%Tween® 20 pH 7,22 4% A3},

TMB 7|3 £ 100 ul& Zt wello]] 37}8ta, AL EoA] 1027} vjoFsict,

. 341N 100 ulE 37kl 714 ¥he-2& W3aL, Al43 4k 3hE 450nmolA 533t}

- I

2 3

o] Ag 9] A7=(ad, 5) vio| 2™ HBA = QA EA] ¢k vhd Hlo] 2wl COOH (cod, AM1 )oAE ZAAE 5 U=
o2 B (H] 8l -slo| =R B) 7t AEdS WHlsHA BoEt), o] Ades v LBl -slo| =K & Y] 9] ofu|k T1F 3}
Hio] 2@l COOH| ZgE 71284 IF AloloA a7 2ol dofy3S BoEt} o] ZIN(Yehtr] ¥ A7)+
carbodiimideE 7} 3}A] il v| QEl-slo| =R 29 3347 0] dojuA] ¢3-S A%},

a%5

2500

2000 -

1500 -

0O.D.

1000 -
—l— Biomat-COOH

Biomat-HB

500 -

0 0,1 0,25 0,5 1 10 50 100
H] Q El-3lo] E&IA E ug/ml
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714 :=E N, 8

opmlsiel & 2189 o

1, 2% ol /o] DNA 29

Q4TS A T2 B O] FA]

carbodiimide3 A 23] AMEE+E DNAE T4 Z2YFSYLEE J[UARZ 5 A=A QAABIE AL, 9F4== Sephacryl 200 spin
column(1 ml) (Pharmacia, Uppsala, Sweden)2] MZE A o] O3] [y—32P] —ATPEZ YA S U4 2 EH o3 AE =),

DNA 5% & 71 %9 Hoechst H33258 3H3HE (Labarca and Paigen, 1980)& AMHE-3F &3go) &) A=)

FEY £E= o722 A Ao Ar|olFe sl E]l E 5= rh. B HYARE A DNAE A9 HAbs HEdS w37] )
A2 DNAS} 1:109] H]&E &&=t}

DNA A%

DNAY 37232 ZetAag o] A3 ofn|le I35 5 end YAFE Y 102 o|RojZt}, (Zamatteo et al,1996) (ZH 1), Q7+
AN zrte]H A AAE Y3t dApEE WA Z2BE 100°ColA 102, d2dA 1082 T3 HAER, o] 2 EofA
S|A =t (1,54 ng/ul), 229 & 0.1 M 1-methylimidazole, pH 7.57} #%1-methylimidazole $%¢ 10 mM& 247193
Z7bE 9k WA E DNA £92 48 9o <1 microwelloll(75 ul/well, 0.7 pmol/wel)EHEct 10 mM 1-methylimidazole
el 0.04 M 1-ethyl-3(3—dimethylaminopropyl)—carbodiimide (EDC)2] 1413t £Ho] Z} wellol Z7}= ¢},

(25ul/well, 50° CollA] 5AIZF St wjF=3ict.)

Hiek & well Al (0.4 N NaOH, 0.25% Tween 202 3% A|H3ic},

50°C) 200ul/well2, A& o2 527t sj= 1, upxete 2 cjA] 3H A FEch Microwell 4°ColA AzxE o Bydtt A% 5,
well& ATE| 1, welld] Z3HE 32P-labelled DNAY] ¢Fo] AR Ad33 7125 o] o5 AT},

2, 1% ofdl Ao| FE|E F3t

HE| =L succinimidyl 4—(N-maleimidomethyl) cycloexane—1—carboxilate (SMCC) (Yashida et al, 1979: Hashida et al, 1984)
(39 222 o|g-0|F715Y A& AHESH AJFAR T ALY AEE 15S WilZ sto] 1% ofu|i 150 Fetgoz
A ¢ e, 23 A9 Pierce Chemical Company (Rokford, USA)2RE Fujd 4= it} o] 7huAlE NHS o AH 29}
2#0l4 ¢4t AZAH maleimide I FOZ o|FojA Itk NHS oAHEZE 13} ofld} W83l maleimides: sulphydrylsTh
Hhg-Eteh, qhoF A|F ¢to A E3HE Efo]2Al0] chloramine—T (Greenwood et al,1963)9} Z-2 AtgtAlof 23 8.2 =5} =gictd,
Aol WrAEsr 49 o3l HrkE 4= Yt

ot13tE microwell 0.1 M QUAFE W (NHS o 2HZ2E ph7-99A] 12} opela} §ES-gtc} ) 2F9] SMCC) 6.5 10—2 mM & tof A
IAZE B¢ AdemolA wigrdEch <JAE HE2 3W AFst, EZ 3HY AlY F HEE=( 6.5 uM) § Z3 ALHAS
A2 zof g9 0. 1M J4HE ¥ 3 (maleimidet SHEC ph 6,57, 504 ¥h-g-gtth )of| wjgFge] o3 Aglo] o]FoXct, 1Ak
Hoo A 2] 3ol A2 & well> ATtE 1, wello] 28 1251 PEl =+ ZnpgAl 7FH o 28] 4 Hct. N-succinimidyl 3—(2—
pyridyldithio) propionate (SPDP) (Carlsson et al,1978)Z& th2 o]Z7|% A|AE A+&E 4= Qi)

References

Carlsson J, Drevin H., Axen R. (1978) Biochem.J. 173, 723-737.

Greenwood F.C., Hunter W.M., Glover J.S. (1963) Biochem. J. 89, 114-123.

Hashida S., Imagawa M., Inoue S., Ruan K.H., Ishikawa E. (1984) J. Appl. Biochem. 6, 56-63.
Labarca C. and Paigen K. (1980) Anal. Biochem. 102, 344-352.

Yoshitake S., Yamada Y., Ishikawa E., Masseyreff R. (1982) J. Biochem. 92, 1413-1424.

Zamatteo N., Giradeaux C., Delforge D., Pireaux J-J., Remacle J. (1996) Anal. Biochem. 236, 85-94.
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STREPTAVIDINS ¢13 &4

Streptaviding 93 ZHL v| L¥IstE BAE o] 7eta BH ]l v A o]t
(Proteins—Peptides—Polysaccharides—Oligonucleotides—DNA Y%} 5-.)

Streptaviding ¥ QB0 w$- & 213122 44l H=etug gudolth (MW, 60.000) (Ka=10 15M-1); 152)
AL T4AYel I ol2oiA) gAY F Y 4 AR JAgolt),

Hege 1 AAe) B4S YA, Halx] R, B TMAST AT 4+ ok 4L BAjo|, 7 TEe ge
Hod Aot 28 4 oIk, streptavidin] 71 T} 1 8] v e Rzt Ags] W], Anael Gz
249 wighest 24 FHAT,

Streptavidin—biotin 2g9] F9 EA4

. o}% p3) Binding specificity of streptavidin coated wells towards
v oo biotinylated peroxidase

. Boly
« A4 4000 1 ——@—— biotinylated-
3500 T pod
So] 254 A T ATV
z___,da‘-ﬂl-_% AZ3A] e Bapo] Ew 3000 7 ——&—— unbiotinylate
= 2500 d-pod

282 7F53) At

1500 -
1000 -
Zdo|EL AYE T nEE}, 500 |
of = e
0,12 0,25 0,5 1 2 4 10
) Q%"}ﬂ ng/ml biotin-pod
+ 2% Bol4
+
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STREPTAVIDINS ¢J3] &9

TREPTAVIDINE 3l Zd0|E] 983 EA

ol 9] ujrjHpFo] EA4H,

. H 2= gt A3te

H| Q Blof Tt o4

H] 2 El3}tE [gGofl et At

g]obH

G AIE - 5.1 1 7 3k HEA1Y WA
= 5.2 1 37°CAX Y A% =1
= 5.3 1 229 (2% AEH01A)
-54: %7 53

1. v]2d oig 23

Streptaviding 917 well&(712] 3 BSA E3} AES well) S5 vl 28 golo] A wjore|gict,
Aoz, of golo| okl H9H EE FEIE, v LU HSA OIS} 416] A2E H0f9E streptavidin
S 4% welle] $AHT. ABo] T vlod FHRAE TR A3 HYE Hho FoRuE AL

o] Amgre e A vlewe ot w2 ol 2iel vl that welle] Zaeol AL,

[results | 12 pmol/ well (200 pl volume) |

2. v| 2" tjgt ol

Streptaviding ¢31 well v 2E13HE FEA|tholA] £ (from 10 to 0.12 ng/ml)I}t H] L EZ} =] 2] ¢k
S A oA S 30' RTAIA it Kol

AZASA &, wellE TMBe| o3 vjF= 1 Shak INZE E44S HErh

ODZE2 450nmoj| A &4 =t}

H| 2513} g HEX|t}olA o g
streptavidin@ @l well®] ZgE0]A]

4000 T
3500 +

3000 + — & unbiotinylated-
pod

— & biotinylated-pod

2500 T
2000 +
1500 T
1000 +

500

0,12 0,25 0,5 1 2 4 10
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3. L& shd IgGel tid 23

Streptaviding 93l well2 30" RToA B8 3H IgG (500 ~ 0 ng/ml) £-of A wjFH Tt
A dA =, well2 30" RTIIA AHIgG-PodollA] vjeF=]aL, thA] Al &g & TMBo]| A wjekd &,
FAHINS 2 84S ket

OD 2 450 nmo| A &3},

v 2 ©3tE 1gGel A

0 0,5 1 5 10 50 100 500

4, v 2®l Age] U4

A =24

* 96 well Z#|o|E= B] 2 E3bE H| S A ctobA] §ojof A Hl = it

© A GA F, well TMBOA sjgFd &, B4t INO2 &4& vhet,
* OD(A1ZH4] Y%)= 450 nmojlA] SH =L CV%E A4tstetd A8,

[ specificity |CV% <5
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Results

Urea 8M

stel by

3L YL o =5 1 (500914 Ong/ml9) Biotinylated IgQG)
Fstgtt. A A7 A= o3 WgFe R A= ).

chemical compound conditions
SDS 0.1% 0.6M NaCl 56°C 2h
30% Formamidein 0.6M NaCl 37°C 2h
0.1% Tween 20in 0.1M PBS 37°C 2h
0.05M NaOH RT 20

0.2M NaOH RT 20'
standard -0.1% Tween 20in 0.1M PBS |4 X

Urea 8M 60'-30'-15'-5'

O.D.

O.D.

stabitlity test: binding capacity towards Biotinylated 1gG

4000

3500 +
3000 +

2500 +

2000 +

1500 -

500
50
10

HO

1000 -
500

SDS 2h

56C 2h 37C 0,1% 2h

37C

20'RT

Formamide Tween 20 0,05M NaOH 0,2M NaOH

standard
20'RT

stabitlity test: binding capacity towards Biotinylated 1gG

4000 -

3500 A
3000 A
2500 A
2000 A
1500 -
1000 -

500

60’ 30' 15' 5'

contact time
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5.2. 37" C N A% 49

Streptavidin 22 ZHE well& 7T=o)A 15U7F §A], Lot AAFL 404 §7], o]EL

(biotinylated IgG = 100ng/ml)

A7 temperatur (4°C 37°C
e
oD 2568 2667
CV% 3.3 3.6
5.3. &7l A%

Streptavidin ZHE well WHlo| E|X] 9= o)A 307187 §4 (LEE 10E~40% A}o]), o]l&= 4% (&

27)H AE BT o vw BAEY,
23 m5o] Holu AYAHS mejzT),

23
temperatur (4°C RT
e
OD 1890 1950
CV% 18 2.3

24 F dojd 5 Sl 47 O stelA 9] et Aol AFEH U o9 279 =5 % Streptavidind} THE plates
u@a}7] 918 EoE Akt
platen. conditions |time
1 4° C 10 days
2 22°-23° C 10 days
3 37°C 3 days
22°-23° C 12 h.
-20°C 10 h.
37°C 3days
22°-23° C  |3days
stabitlity test: temperature stress
g 34. 4000

3500
3000 +
2500

2000

O.D.

1500
1000 +
500 A

0 0,12 0,25

0,5 1

2

ng/ml og Biotinylated Antibody

42
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g AZ FElE gy

Biomat A& @¥d A9} Hl—‘% 2o AH & YolFo] A EEAS FASHES sh= 96719 2 25H
microplate®]|th, A AL T2 ZHF 524 WY F2E A9 FeX|9& AFAT (&1 %‘-L) ZH ouER9
5879 A Y3l F(ab)2 ;ﬂ‘ﬂxlﬂé A-EA ke +2E 7HA 1 Yk, Microplateo] ZH =0} 91& ¢ d¥E A=
APAoZ A8d B JYU/FA ELFEEN FEH [gGE XA 5T 4= 9},

I

24 AH):

— S0l LA H o7 FPH IgG 2F
- O I2EY AN 1gGo

- Y- BREEEEH Y

- LEEERH IgGY &4

- o SARREY Iy £4

N8 A5 967) microplates®} 127] 2] &2 7153t 8—well &7ZF

rlr I~=N

35 Tl RA(mol, 4 38.9 kDa ), Staphylococcus aureus subsp, Aureus23€,E,coli2 ¥7]5]¢],
100 u

] wellg AHE3te] ZRFHAT 2452 FAH JAAH 3714 R4S A8 A5 28 (B4 =%t

A% 4%

Microplate:= ELISA &A1& AME3lo] v-¢17F [sG-HRPE A&7|2 AMHLSt TMBE 712 (BE) 2 AHEsto (189}
AGAEATS S84 #1 F=X) 7,5 ug/ml (750 ng/well )9] FEZ A7t [gGE A3 Q17 [gG} 87 55= 3Tt
Biomat @2 A microplate=5 pmol IgG/well®] 438 A3t LS Bt}

ki

Biotinylate® 17t IgG7} TMBE 714 (%) 2 A3l streptavidin—HRP & H&7]|2 A8 ELISAGA A &S

N =L v TAENY (REd ARA TGS B2 =)

Biomat @& A microplate:=0,113 ng/well?] Q17HgGo WA =E KBl
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Biotinylated ¢17} [eGE F+=
& Ao A AL3}3t Microplates +

42 TMBE

717 (HE) & A3} streptavidin—HRP &
520t AL CV%s Vepf gt

AE7|12 A3 ELISA

A% A
MicroplateS-& %57 ¢hod Wi Aefol A A F ol o) ehile] Ha {5713to] k] A7) &gk,
Aedotd S7IAAALL A D88 5ol YL §-5713 A7A AL A
21, P22 A =] i A=y 8 A% G A 42
(ol B I A 9 7L O E F3t oH9] BRG] AY A=E vehdh S A3 A M 3 A W ok
A N " ek
Species Ig Subclass Protein A Protein G
Human Totd Ig S S
1gG1,1gG2,1gG4 S S
1gG3 W S
IgD W N
IgA W N
IgE W N
IgM W N
Mouse Totd Ig S S
1gG1 W M
1gG2a, 1gG2b,1gG3 S S
IgM N N
Rabbit 1gG S S
Rat 1gG N W-S
Goat 1gG W-M M-S
Sheep 1gG W-M M-S
Chicken 1gG N W
Guinea Pig 1gG S W-M
Hamster 1gG W M
Horse 1gG W S
Pig 1gG S W-M
Bovine 1gG M S
Dog 1gG S W-M
Cat 1gG S W




TECHNICAL NOTESN. 14

SR A Z9E 2 ¥ 225U A= 22

L & 2288 (BE)2 34 pHY &3A 32 A7 $44 (8-8.5)22 &3A1A 5= 0,1- 5 ug/mlz =3
2. MjF A3 212 AR 24 = wEt g2k

3. AHA o2 EALE Hojui7] A8 ol ¥ F+7)
4 il

FAHA Y A
- 299 ¢ 222 7
- 239 o 2RRAL g3l TR FUL PESAL 2R

A3 9] o Biotinylated HIgGE 3 2F AFAR

1. ekt =% (1 oA 0.015 ug/ml7HA] )9 Biotinylate® HIgG 100uld ©ld A2 78 H plate wellS9] §3lx
A 2o 30% w3ttt ZHe $AS dRuloz IR FH plated] tdtd Ao A RARNS U7] 3 vjmEAg, 1l
wellS2 R ¥F 02 Er}.

2. Well5-& ¥]$-31 0,1M PBS pH 7,2 + 0,05% Tween® 202 4% 37t}

3. Streptavidin—Pod(160ng/ml)Z o3} Ao A] 305 vk

4, Well5& H]9-1 0,1M PBS pH 7.2 + 0,05% Tween® 20& 49 3}t

5. 100 ul /well ¢] TMB 7] &85 ©fstal A-LoA 108 vk

6. 714 ¥-g-& H37] 913l 100 ul®] F4HNE tdal A2 HEE 450nm o2 ¢t}

4500 -
4000 f <]
3500
—E4— Protein A /A
3000 —a— Alburmin
. 2500
a /I‘f
© 2000
1500 -
1000 /m/
500 -
0, !!4:: X X /A\ /A\ ZXx yAN

0 0,015 0,031 0,0625 0,125 0,25 0,5 1
ug/ml of biotinylated HigG
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TECHNICAL NOTESN. 21

9l AR 399 BY - 2R} $F &3

1. 100 ul & Zt7] o2 A7 IgG (0.1 oA 20 ug/ml ) & THE AR I plate well o T3}l A0 4] 3087t
B A 71Tt

2. Well& H]$-1 0,1 M PBS pH 7.2,0.05% Tween® 20 & U] ¥

3. % 100 ul /well 9] F(ab)2 ¥4 H]¢17F [gG-HRP ( Sigma AEH3I A 2290, 1:8000 H|-&E 34 ) & ¢t
Ao A 30 Hjok,

4, Well& H]$-1 0,1 M PBS pH 7.2,0.05% Tween® 20 & ] ¥ JZ

5. 100 ul /well & TMB 7|3 £4& ¢35} ALoA 158 Hjok

6. 714 B85 H37] 913l 100 ul®] H4HNS B3t A2 WEE 450nm e & ¢t

blojE = IgG €Y =7, 5ug/ml2 3f Fedh mofo] a1 27 FAEHY S A&t
o] &ML th-33} o] R = well2F £35S u|gth:

— ug/well = 0.75 ( 750 ng/well )

— pmol/well= 5 ( o] 3= o3& 183t AXFEIgG M.W. = 150,000 )

binding capacity of protein A coated plate

2000

1800 /O/O\O/>
1600 /O/
1400
1200
3 >
2 1000
800 /C/
600
400 /
200

T T T T T T T

0 0,01 0,1 0,25 0,5 0,75 1 1,25 15 2
ug/well of HIgG

Figure 1
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d AR S99 2Y - 1A= A¥

1. 100 ul & Zt7] o4& A7 IgG (1.56 A 100 ug/ml) & THE AZ I H plate well o T3} A4l 3087t
LI EAl=s

2. Well& 8]-$-3 0,1 M PBS pH 7.2,0,05% Tween® 20 2 U] ¥

3. % 100 ul /well9) Streptavidin—HRPZ © 3}1L ( BioSpa AZH3 SB01-61, 1:20.000& 3]A4%) 3087t
Aol A] Hl g,

4, Well-& ¥]-$31 0.1 M PBS pH 7.2,0.05% Tween® 20 2 | ¥ &

5. 100 ul /well ©] TMB 7]d 298 t]5}1 A2oA 158 o

6. 714 ¥-3-& H37| $13 100 ul®] FAHNS d3tal A2 Y& 450nmO 2 ¢t}

Microplate 917 =+ 7 @& biotinylated IgG €9 B optical &= ©3}7] 0 ng/ml EE9| biotinylated IgG &N 2]

5S.D.

o] Ao = vk Ayt vepgrt :

ng/ml biotinylated IgG optical Wk 4 (8719 £d Axt ) = 0,141
FHA= 0,019

¥+ 5S.D, =0.236

ZF== human IgG 9] 0.113 ng/well

o

re o

sensitivity of protein A coated plate

3500

3000

2500

2000 ’/

1500 +

mOD

1000

O T T T T T T T T

0 0,113 0,156 0,3125 0,625 1,25 2,5 5 10
ng/well of biotynilated IgG

Figure 2

47




4l G 294 24

Biomat A|l&-2 @A GO} v|ER A 02 A3 2 wolFo] A EFAE FASIES 3= 96719 & =9 €
microplateo|tt, A G B2 ZRF FEA HY 22T FAY FeASE AT (E1 F=) 24 JuEBY
A HEE A8 Flab)2 HIA G LS AFEA sk 725 73 Yok Microplateo] 2R $& Z-¢ @82 G=
AHA R A 3d B FU/3A ==X 8 [gGE s Fud 4 o

g A

~ R0 FAH T YHH [gC 2
- e 2289 A 5G9 29

- FU-37 BYBELY Lo

- g3 SRR o 1y 24

718 ZA% 967) microplates®t 127)9] EH& 71531 8—well 22+

Il

E)

o

33 Tl AG( mol, £4 26.1kDa ), Streptococcus sp., E.coli& E7]5 o], o] 100 X 1/well& A5}
Hath 2452 FAA A A7NH RS 8 A 28 (B =

ML

ol N
¥Q oft

1 &%

Microplate= ELISA 341& A}g-3la] vl-917} [esG-HRPE AZ7|2 AFE3l2 TMBE 7|2 (BE) 2 AHEsld (R 59}
AGARARS S8 B1 F=) 8.0 X g/ml (800 ng/well 9] $EZ A7t [gGE AME3le] U7t IgGe} 87

SZE

Biomat @2 G microplate=5.3 pmol IgG/well®] Z4a%F Fg L3S B}
74
Biotinylate® <17t [gG7} TMBE 7]& (BE) 2 AM-3}3L streptavidin—HRP & H&7|2 A& ELISAG 4|9 A 253

2 2er = EAHYG (g AAFARE 22 =2)

Biomat T2 G microplate=0,056 ng/well9] ¢17HegGe] WA EE Bttt
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ol 3} A]

=0

Biotinylated {17} [gGE J= € =& TMBE 7| (BE) & AHE-3L streptavidin—HRP & HE7]E A3 ELISA
Ao A A&}t Microplates = 532t} -2 CV%E Yehf it

A7 A
MicroplateS-Z 7852 o™ B AdejolA Aol o] 2o A {-57]%to] AU7] A7tA| A&Hr,
MEEchd S71AAAL 7 Ded B5o Y {571 AR A A,

£ 1, 33229 9F =0de] e A=TP 993 A% G 9T 43
(oFe) Bt 9ud A 9 G/} Th2 53 319 £R0e) AT =S Uehlch S 4% A M F0 WG W R

A N Y )

Species Ig Subclass Protein A Protein G

Human Totd Ig S S

1gG1,1gG2,1gG4 S S

1gG3 W S

IgD W N

IgA W N

IgE W N

IgM W N

Mouse Totd Ig S S

1gG1 W M

1gG2a, 1gG2b,1gG3 S S

IgM N N

Rabbit 1gG S S
Rat 1gG N W-S
Goat 1gG W-M M-S
Sheep 1gG W-M M-S

Chicken 1gG N W
Guinea Pig 1gG S W-M

Hamster 1gG W M

Horse 1gG W S
Pig 1gG S W-M

Bovine 1gG M S
Dog 1gG S W-M

Cat 1gG S W
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TECHNICAL NOTESN. 18

4d G2 399 21

S A I 2o ¥ S2EYS A= BEH Y

. 2E2EY AE)E 4 pHY 95A 32 9 FAH (8-8.5) 22 3N A = 0,1- 5 ug/mi2 2F
LAY 22 A EA &= v gk

CAREA @2 22S A7) A ol ¥ B4

L TAE A” A

- a%d ¥ 22EY 74
- 2%E ¥ SEFIS AES FAIAY FEE FESAY 2T

> W N

Y9 9. Biotinylated HIgGE & 23 AIFAH

1. T3t 5% (1 oA 0.015 ug/ml7kA] )2 Biotinylate® HIgG 100ul& SH83A GZ F=H plate wellSo]|
H3la ALoA 308 w2 g FHu o2 3H plateo] Tdte] BF ARAZE ¢
A3 vl EAZT} ¥l wellEL IR EF o2 Fr},

. Well5& H]$-31 0,1M PBS pH 7,2 + 0,05% Tween® 202 4% 3Ft},

. Streptavidin—Pod(160ng/ml)E ©3}1 AL 30L& vk

. Well5-& H]$3 0,1M PBS pH 7,2 + 0,05% Tween® 202 4¥ 3}

. 100 ul /well ¢] TMB 7] €94& tstar A4 102 ujF

. 713 ¥h3-S W37] 919 100 ul®] FAHNE ©3te A4d WEE 450nm 2 ¢t

S Ut W DN

4000 - ES/ES—E!
3500 /
3000 —34— Protein G
2500 —e— Albumin
a)
S 2000 -
1500 -
1000
500 +
0 4
0 0,015 0,031 0,0625 0,125 0,25 0,5 1
ug/m1 of biotinylated HigG
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TECHNICAL NOTESN. 22

gdulz G 2 395 BdE - 2 £49 H2E

1. 100 ul 9] thaFgt Hx9] Q17 IgG (0.5 oA 10 ug/ml) T LAF k9] 27t (biotinylated) IgG & Al A Teld G
£ 399 3 $EE H7HElA 308 ¢ A= widstat,

2, $BE2 493 0,1 MPBS pH 7.2,0.05% EY (Tween) &2 249 A ¥ 3}z},

3. 100 ul /well of Streptavidin—HRP (¥}o] 2 A0} A& F= SB01-61, diluted 1:20,000 ) & H7}3t2 308 St
A =0 v gsiet,

4, $EEL 93 0,1 M PBS pH 7.2,0.05% E$ (Tween) 2.2 24¥ A& 3}a},

5. 100 ul /well of TMB 7|3 €AL& Aslsta 158 E¢ Ay x o] wjoksiel,

6. 100 ul /well 53 4t 1 N 37} &2 2 713 g3 FTA71E. AZ UE 257} 450 nm7}A],

HlojE = IgG F =71 8.0ug/ml & W 2o Ferdo| AFHrt= A 7t

o] $=& E 2 #848S o]FA B x "= A Yuldt)

— ug/well = 0,800 ( 800 ng/well )

— pmol/well= 5,3 (°] 2= the IgG MW, = 150,0000]2}3 223}3 AAts Ao|c},

binding capacity of Protein Gcoated plate

100%

80% -

60%

%

40%

20%

O% T T T T T
0 0,05 0,1 0,2 0,4 0,8 1
ug/well of HIgG

Figure 1
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4d G 2 399 BEHE - U= H&

1. 100 ul 2] the¥3t =9 Q17F IgG biotinylated (1.56 914 100ng/ml 71A]) & 9¥A G 2 I 9 T 9 EE
A71eka 307 F¢ AW =0 v gstel,

2. $BEES UL 0,1 M PBS pH 7.2,0.05% ES) (Tween) &2 249 AN H3}a},

3. 100 ul /well of Streptavidin—HRP (d}0] @ A5} A& 7= SB01-61, diluted 1:20,000 ) & A7}stx 30& ¢+
AWz vjgstet,

4, $BEL 993 0.1 M PBS pH 7.2,0.05% EY (Tween) &2 249 A ¥3}z},

5. 100 ul /well of TMB 7]& £ A7}5t7 158 SoF Ay Hjoksla},

6. 100 ul /well of sulphuric acid 1 N 37} g2 7|4 vr-$-& FHA 7|2 A2 U X457} 450 nm7}HA],

ulo|a 2 @ NAEE FF A2 ARt} & 713 32 biotinylated IgG %29, 0 ng/ml biotinylated IgG ¢ 5 S.D
£ t3A AAL =Lt

89 A¥ L b 2L AF4E Foh

- 0 ng/ml biotinylated IgG B¢ Xzt Y& (8742 EAoJA }2) = 0,133
- BEF WA =0,012

- ¥#+58.D, =0.193

— 97Z% = 0,056 ng/well of human IgG

sensitivity of protein G coated plate
3500
K
3000 //
X
2500 //
2000
a /
e} X
£ /
1500 /
X
1000 //
X
500 - /
} /X
0
0 0,0557 0,156 0,3125 0,625 1,25 2,5 5 10
ng/well of biotynilated IgG

Figure 2
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Fyhpte A 2 399 BUE

o] £4Q1 PR AL 9yt 391 shbdelof AR Zu| Ao U= Aot -2 glyco—conjugatesT}
FERAS ST B3 22 BYATI=H QoA s AHSEE RAeE & A 9

Zyhhde A= 0—D—mannopyranosyl, 0.—D— glucopyrannosyl 183 153} v]5d Edo| 385 Bzl =33}
A4S Bel,

Zyhhie AR 389 FHEL gl o B3t E a4, 283 HZ2wte] EXF A3S 93 AYsiy ud =T3S
i

EY2EHY XA EAHEL HilelA] g2 AHE g3, 7L HAE 2 & Ad HAEQ Y =72 AMEHA
gt

A8

- geud I fgele, ¥4 g A2 zHE

e e e o B

- NEgy $283 $ 22 £4K990 43 Zg

Z (Plate) £ o|AES Y3l AAE sl ¥
- 444
- 3% 54
- A4
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TECHNICAL NOTESN. 15

Fyhpie A & 399 §

mln

AABAE ZFh1E A 2 399 Bdd Ao Q0 AR

1 BALA (BE) & A2 $ &3A419 pH 0,5- 5 ug/ml 22 FEE o5
312k, gEAE ImM Ca++ & 1mM Mn++ 7} -850 QlojA ik A4 o]
o] 25| B EyUY AR IJE U 43245 EAAT

2. W& APt} AALA 720 vt AT AL e

3. 2%l ¢ E2& AAS] H8) |l | Aozt

4, B H2EE AP}

- BAEA 2¢& AF3] A3

- 23¢9 AARAES SR W A AHshk= AHE-EH7] A3

gAEY o Zyh i AR I9E HE9)

At

+4 2%

1. AHIgG-Pod & 100 ng/ml A 12,5 ng/ml 1 mM CaCl2.2 H20 + 1 mM MnCI2.4 H20 7} &#8 &5 $79
BoA Z=g oA st

2. Z+ S99 100ulS Zyhpia] AR I E @ S EEJA H78kn 300 RTE ujdslel, 28 29L& drujog
g o) Frsle 44 279 BrE vlasts] Y.

3.0 $ESS U= BE0E HAR,

4, srgg% |23 0,1M PBS pH 7,2 + 0,05% E¢ (Tween) &2 A% ¥ Hojg},

5 /well of TMB 712 $94% H7lsta 108 < Al wjofaial,

6 ] H8-2 100 ul §& 41N & H7igte g S5 A2 9E 257} 450 nm7HA,

2500 -
2000
Concanavalin A
—X— Albumin
1500
a
o
1000 DX
500 X |
0 % X X X X
0 12,5 25 50 100
ng/ml of AHIgG-Pod
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Aelo] 4249 31ZAL Artrocarpus integrifolia I R Sto| A UL 3 o|t}, AEL glyco—conjugatesT
FARAS ERS BedE L2 E BEA7|=H oA FHSEHA AMEE AeE F EEA )
e o)

SH2e U8 S A-D-galactosyl ©] IH8 ERo] FHF W27E R}, o] BAL F2 [gALe] A3
2o Azet] EAR,

ZelaEde) A2 4SS WeksA e AR U, 24L WA BY & A% fAE s £72 AL
e,

484

- 7t IgAl £ Z2¥, 99 37 AT
7+ A9 S2EY FA 9 A3} (53] IgAl)

B34 A9 £

- IgAl & 2 FFNA £

- T -AZzE9 A=

g (Plate) 2 °|AEL Y3 AALE 8l »35¥):
- #9A

- A3 544

- SHAA
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TECHNICAL NOTESN. 16

of
i
iU}
o
H
ot
it
=)
d\m
3
oX,
tlo
ofl

7¥at7] 13l Azt IgA & AE3k= A4 A8 = A

1. 5% 7 4 ¥4 mg/dl IgG, 280 mg/dl IgA, 90 mg/dl IgM®] =2 PBS 0,05M pH 7,204 1:2000.2
st ek,

2. 100 18] =7} <FaiA) © Q17+ @A T2 100 ul PBS 0,05M pH 7.2 as 0 me/dl &) ¥Hgo] sigdlez a8d
B85} £3bo) B4 23l (BSA) o2 TR SESA 302 E% AYLEoA o=, HAEY B54e
293l ARLE7] 93,

3. 0,1M PBS pH 7,2 + 0,05% E¥ (Tween) 2.2 A &3 2H¢o] Hah=gich,

4. 100 ul/ 318 Q4 anti-human Fc IgA Peroxidase?] $-&0] Z+ $-8o] H7HE A1 308 ¢ Ay Eo]
k= e,

5. F7H A AFFY el APH AT

6. 100 ul/TMB $-E°] z $-B0] H7}E93 158 B¢

7. 100 ul/#% A $8 IN & Whgoz gL 39

8. 450 nm X| o)A ZPE| S},

2.

A 2= wfF= Tt
Ak,

1)

53 22 237 Uitk A4 25 (0.D) & 23t

Sample Jacalin coated well BSA coated well
O.D. O.D.
100ul PBS0,05M pH 7,2 0,126 0,076
100ul 1:200 diluted serum 1,189 0,134
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Al o] 249 Wol AL Triticum Vulgaris 2 LYt I HlFo|A o= Aol FEL glyco—conjugatesT}
gl A-S S35 edlE 32 E BEA7I=H QoA FEYSH A= AeE F ¢EA At
o} AL N-acetyl-D-SFZAM A7} 45 Ao F318 JA274S Bt

Mol gRlo2 39y ERSL YUY BLIE, Ha, 29T ATLY ST AL AT FA%kL 1LY =78
A},
FY2EAY AZHE SHES AIAA S JUE BT, TRE WA Y & WY J2EY JAF 272 A4

- AR 2Fn APP AZ 59 A7
NS E3e gehny 33t
- AZ £33} JFAFA AE B F3 A7

 (Plate) 5& OIATE A3 AAE 3 w3 U
- 294
- 2% 544

- a4
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TECHNICAL NOTESN. 17

RBAEAS Holz 399 2dI} FFshe= 9k 2X

1 AARA (45) & A2 59 $379] pH 0,5- 5 ug/ml 2.2 FEES %37
stk 934 ImM Ca++ 9 ImM Mn++ 7+ @4-510] SlolAl @tk A4 o]l
ole5o] 3R} otz TY BHe| FIHEL B,
9. Wlokg AFstel: PARA 72 ve} AYAL Fo P},
3. Aol ea BAL AAN] A8 W) A Rojah,
4, ER g AEE AR5t
5. AAEAE AFL AFa] 99 2T 2T AALAE S4 whe) BAE AP ALY A9

YAE o: oz 399 BEG S44 2%

1. AHIgG—Pod & 100 ng/ml 4] 12,5 ng/ml & 1 mM CaCl2,2 H20 + 1 mM MnCI2.4 H20 7} ¥4€ &4 574
ENA =S I st
2. 7+ €99 100uls Hot2 29 & LESNA 78k 30° RTE wiFsletl, 22 89S ¢ReE 3949 B

=
A7veke, E44 29 9718 vlasty] 919,
3.9 $LEES YR EE 28 YA,
4, $BEL 493 0,1M PBS pH 7,2 + 0,05% EY (Tween) 2.2 A ¥ Rojg},
5. 100 ul /TMB 713 49 &5 F7181a 102 ¢ A= w3tz
6. 713 ¥FS-& 100 ul S AF 1 N & F7sto 2 2uA 78 A2 9 247} 450 nm7}HA,

1800 -
1600
1400 /.
—l— Wheat Germ
1200 —e— Albumin
. 1000
o
O o0 /
600
400 -
200 -
® > o0
0 ‘ ‘ ‘ ‘
0 12,5 25 50 100

ng/ml of AHIgG-Pod
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e
n
o
n
r
o
fu
M
P
i
ke
B
i

ulo] 29 (biomat) & BAH 02 Z|-L-2Alo] F4H Ea2d WS FIARY, DA L-A JAdL &L
U9 Aok yehit

- a —amino (°}9lo] E5-9)

. a —carboxyl F}2E-X]7])

. ¢ —amino (°}91°] ¥§-9)

of AUEE AU YA Bo4 BES FH BT 4 Ik,
So2ed A2 S4T S WSEA 91, 1902 WA Bdse] AEeH AYSS T 4 9
A4 4 A Bt

fr
do
olo
ok
f
-«
hu

o] WL oS3 L F % A844S Yeih:

— EtAu| AT Setin e E4A 9k A4S Z4
— 54 RNAY AS 2 g

— %o g FDNA 9 A3 &g

T (Plate) E2 o AT 3 WAL 33 w3Ak:
- 294

- 2% 544

- a4

59




biomat
TECHNICAL NOTESN. 21

E7-L-YAo g 395 BUE - A S0l 2R} EF

NHS-b & E8-L-24lo2 299 Bds Agsh Qo 3%
o] YL #Ale] £80] HE & — amino (oFHlo] T3S Sk I},

AEd SFAEY S
A=
Solid phase: Biomat plates MT12F-LY S-L (poly-L-Lysine coated
plate)
MTOF-MB (medium binding capacity)
e-Caproylamido-biotin-N- BIO-SPA Cat No. B002-61
hydroxysuccinimide ester (NHS- biotin)
Dimetilformamide (DM FO) Fluka Cat No. 40250
TweenX 20 Merck Cat No. 822184
Streptavidin-peroxidase conjugate BIO-SPA Cat. No. SB01-61
TMB peroxidase substrate Kirkegard & Perry Cat. No. 50-76-05
A3

1. 0,1M PBS—-E$! (Tween)2.2 7}%7} %319 100ul NHS-¥] 28l 49 12,5 - 6,25 - 3,125 - 1,56 - 0,78 — 0
ug/ml& $EE Foq3let, $EES 3LE WA §15) 3t

2, 4% M) A wfgstel,

3. $EE2 493 0,1 M PBS-E4 (Tween) 20 0,05%, pH 7.2 & 49 A|&A3}a},

4 Z+ 989 100ul 9 50 ng/ml streptavidin—HRP & E7}3l2 30% Ft A 2= o] vjoksial,

5. $EES ¥]$X 0,1M PBS-E4Y (Tween) 20 0,05%, pH 7.2 & 49 A|Z 3},

6. 100 ul /TMB 712 €9¢] &3 F7I8ka 1025< AU x0 v gs}et,

7. 713 93 100 ul 3 4 1N & J71ghe g FdA7|E Ad 2E A471 450 nm7HA],

stereospecific binding activity of Poly-L-Lysine surface
3500 -
3000
—@— Biomat-Lys /./r
2500 —#— Biomat-MB /
2000

E 81500 1
1000 -
500 -
0 - m = o —
0 0.39 0.78 0156  3.125 6.25 125

ug/ml NHS-b
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TECHNICAL NOTESN. 22

Ef-L-gAes 399 8HE - A 7|4 &8F

dsDNA & Zg|-L-gAeg 359 gd7 A3 Yukd Az

!

. dsDNAEAE 1-10 ug/ml in 20 mM TRIS-HCI pH 8 .0.1 mM EDTAZ F =& %34 3},
. WS AP} dsDNA 2249 FA9 Fdo] AGAS 93,

Aol ¢ S-S AAS] 3] Al 1§ Rojzt,

. SRS HAE/284E AP

.A.oot\::r—l

2EQ| o: dsDNA B A7 (Y #7] FA) 16 33

1. dsDNA & $o}8] g 822 (X0} ZE D4522) 9|4 5 ug/ml in 20 mM TRIS-HCl pH 8 0.1mM EDTAR Z:=&
o314 stz

. 100 ul/7Z= 2315 dsDNASES 7 S8 A7lSt + 4° Cofl wjekstet,

SE5E2 6|93 0.1 MPBS pH 7.2, 0.05 % EY (Tween) 209 Al ¥ N &3]z}

. Z+0.1 M PBS pH 7.2, 0.5 % BSA9] $EE4] 200 ul & H7}3t 5 A7+ 59 AL 2o vjoFaial,

2552693 0,1 MPBS pH 7.2, 0.05 % E€ (Tween) 209 Al ¥ N&3s}z},

. 100 ul®] o33} 22 IgG & 22 Y& A= 4319 A7 @S dsDNAY H7hste}: 0-10-50-150-300 IU/ml

0 & ALz wjgstet,

. -%%EJL ¥]9-31 0,1 M PBS pH 7.2, 0.05 % EY (Tween) 20 Al ¥ A& 3}e},

. 100 ul®] Z=7} ekl 94 7k 2l IgG—peroxidase & 3 7}s)E),

0 & A= wjgstet,

. -‘%%EJL H]237 0,1 M PBS pH 7.2, 0.05 % E9Q (Tween) 209 A] ¥ A &3}z,

. 100 ul/TMB 7149 LE& W75k 158 Sk A2 2o vjoFstel,

. 713 ¥H-& 100 ul §8 4 1 N & J71te 2 FaA)y|El A4 Ux A 4271 450 nm7tA],

woo.ﬂcn.mua.wm

[ )
wmr—lp

electrostatic functional activity of Poly-L-Lysine surface

1600 +

1400 //.
1200
—&+— Biomat-Lys

1000
a
o 800
g /

600 /

400

200 /
0 l—‘/./

0 10 50 150 300
IU/ml ds-DNA
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gel-L-olzs]dos a3 Eus

Hto] 29 (biomat) & EFF 02 Fe-L-ol27|d2 g §49 S22 #9S I RY, DA L-ol27|d
AL w2 4x9 JAdS Y

- @ —amino (°}4l°] {-3)

. a —carboxyl (F}2EA]7])

- e

ol RRELS A3t YA S|4 BEE o WY 5 Unk.
FY2Ed A2 SHTS WA G2, TYOE WYY FATo] FEFAY VYSL T4 YL 4T ETR
A48 5 A Bk,

o] BHL TheF} 2L £ A44E Yehich
- A Z2g oA A5 g

# (Plate) 2 o|ASS 918 XS shn w3k
- 224

— gtﬂ- EAk]

- ey
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Hlo] @ (biomat
2z Ca ++

2 AEH AZ
AHE = A g

biomat

z
=

iy

o|J

ju—

el
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98} AAE s BT,

=9
2=

& (Plate) 2 oA

- 294
- A% 544

- 434




7€ XE N, 19

1. St -ZR2EY GUEE A S 1: 100 oA 1: 3200 2 0,2 % BSA 7} A71E 0,1 M PBS pH & AHEste] A= s

2t ZF=7F oFshE 100 ul & ZEEHCE IPE wo| 550 7Kt 600 RTE widste, 22 842
druloz IYH g Hrstet, E44 A7 B7HE wwsty] 98,

Ul LESS dix EE0R dAR

QEES H2T 0, 1M PBS pH 7.2 + 0,05% EY (Tween) 22 ] ¥ Rojg},

100 ul /3 F4 FE|-F-PODY &2 H7Iskal 30° RT & wigstet

100 ul /TMB 7|4 &4 9] 252 H7Fsta 1025 A=) v st

714 95 100 ul §8 A1 N & H7ike g F9A)7]eh Az A= 2427} 450 nm7HA],

-ﬂ -m -m -A; -w

3000 -
2500 /
—l— Calmodulin
2000 —e— Albumin
o)
g 1500 |

1000 //
. /././
o = e — o o o °

0 .1/3200  .1/1600 .1/800 .1/400 .1/200 .1/100
anti-Calmodulin Ab
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HOE, Fo uEhEl H (MW 244,31 )} AT A2 BB 35 AolT BE Aojgli Hxo] obF Ze
(2 0,0001%2 ¢ H-2)2 E3telol gir}, ulod Eabe A OEEA 728A7|S B gulds 238 A (12
o] M= A2 EAsol) 2 £Aj, o[A2 b= BES 214l @A ofelS EahA o,

HoFeR IYE EUEL uoU oY 32 AEUshiitine] Sy Ayt B B sfateld S A48HY
A& A go] Do A £7E AU o] 2L Aok AT A2 hekdek (10 - 15 M),

Felaegd A4 EASL WS 91, 1Yo WA BuEe] AR AEL T 4 Uk 44% =7
A 4 A Bt

 (Plate) 52 o AEE 93 AAE ohw B3}
- 394

- 2% 544

- a4
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714 =E N, 20

H|QElo 2 FEsE EHE

AEetilg HE A tolA Aol gt 544 B3] %7t

1. 2EHe|Y gl 2AtholA 23S 1: 500004 1: 8000E 0,2 % BSA7} A71=o] 91= 0,1 M PBS pH 7,28 Z&=E
oFstA| stet,

2. 100 ul®] =7} okte AES 7 vjedl o2 Igd & S50 H7bsta 600 RTS siYFsiet. 22 &9

IR E ol Hristet, E44 2 Hr7HE vty Y.

9 SEES Ux F508 YA

L B2E5 691 (0,IMPBS pH 7.2 + 0,05% EY (Tween) &2 AF ¥ Rojz}

. 100 ul /TMB 714 &% £&& A7t 108 St A2 =0 Hjekstzt,

714 9h§-E 100 ul 73 4 1 N & Z71ste 2 FaA7|h A2 9 X471 450 nm7HA],

fllo
2
-
(=)
o
il

DU W

2500 -

2000 /.
—l— Biotin
Albumin
1500

1000 -

O.D.

500 ./

.1/8000 .1/4000 .1/2000 .1/1000 .1/500
Streptavidin-Pod
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PRODUCT CATALOGUE]

General information above codes code

96 WELL PLATE 12 X 8 FRAME MT

96 WELL PLATE SINGLE WELL HOLDING

FRAME MG

96 WELL SOLID PLATE MC

TUBES TS

MATERIAL TRANSPARENT POLYSTYRENE Unlessotherwiseindicated

Strips and platesin black or white polystyrene are available upon request

pack case
Seeve carton

TISSUE CULTURE PRODUCTS

Code Description guantity per quantity per
pack case

MCO24FL-TC/S 24 well plate Tissue Culture treated- sterile with lid 1 80

MCO024F-TC 24 well plate Tissue Culture treated 20 160

MCOFL-TC/S 96 well plate Tissue Culture treated- sterile with lid 1 160

MCOF-TC 96 well plate Tissue Culture treated 25 200

PD 60-TC @ 60 mm Petri dish 10 500
Tissue Culture treated

PD 90-TC @ 90 mm Petri dish 20 500
Tissue Culture treated

PD 120-TC @ 120 Petri dish 20 360
Tissue Culture treated

PD 150-TC @ 150 Petri dish 20 160

Tissue Culture treated

ICRYSTALLIZATION PLATES

Code Description guantity per quantity per
pack case
MCO-CR O 96 well protein crystallization plate Under Oil 10 100
MCO-CR 96-2 96 well protein crystallization plate 192 wells 10 100
MCO-CR 96-3 96 well protein crystallization plate 288 wells 10 100
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Code

MCB-GB-96

MCB-GB-384

MCB-GB-1536

Code

MCWOF-96
MCWOF-384

TRANSPARENT BOTTOM PLATES |

Description

96 well plate Black PS - Glass Bottom

384 well plate Black PS - Glass Bottom

1536 well plate Black PS - Glass Bottom

HTS PLATES|

Description

96 well plate White PS
384 well plate White PS

quantity per
pack
5

quantity per
pack
25

25

IMMUNOASSAY PRODUCTS|

MEDIUM BINDING CAPACITY

code

MTOF2-MB

MGOF-MB

MCOF-MB

description

1x8 flat bottom wells strips on 12 x 8iine

1x8 flat bottom wells strips on single whthlding

frame
96 wells plate - flat bottom

HIGH BINDING CAPACITY HBS8

code

MTO1F2-HB8

MGO1F-HB8

MCO1F-HB8

NO BINDING CAPACITY
code

MTO3F2-NB
MGO3F-NB

MCO3F-NB

TS 127503-NB

description
1x8 flat bottom wells strips on 12 xr&@rhe
1x8 flat bottom wells strips on singlelWmlding

frame
96 wells plate - flat bottom

quantity per
pack
25

25

25

quantity per
pack

25

25

25

ISPECIAL SURFACES PRODUCTS

description

1x8 flat bottom wells strips on 12 x &ifne

1x8 flat bottom wells strips on single Wsblding
frame
96 wells plate — flat bottom

12 x 75 mm tubes

68

quantity per
pack

25

25

25

100

quantity per
case
40

40

40

quantity per
case
200

200

quantity per
case
200

200

200

quantity per
case
200
200

200

quantity per
case
200
200
200

1000-2000
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PRIMARY AMINO GROUPS

code
MTO2F2-AM1

MGO2F-AM1

MCO2F-AM1
TS 127502-AM1

description

1x8 flat bottom wells strips on 12 xr@ufne

1x8 flat bottom wells strips on single lingolding
frame
96 wells plate - flat bottom

12 x 75 mm tubes

SECONDARY AMINO GROUPS

MTO2F2-AM2
MGO2F-AM2

MCO2F-AM2
TS 127502-AM2

CARBOXYLATED

code

MTO04F2-COOH
MGO4F-COOH

MCO04F-COOH
TS 127504-COOH

BIOTIN COATED

code

MT15F2-BIO

MG15F-BIO

MC15F-BIO

TS 127515-BIO

CALMODULIN COATED

code

MT14F2-CAL

MG14F-CAL

MC14F-CAL

TS 127514-CAL

1x8 flat bottom wells strips on 12 x1&ine

1x8 flat bottom wells strips on single livgolding
frame
96 wells plate - flat bottom

12 x 75 mm tubes

description

1x8 flat bottom wells strips on 12 f&me

1x8 flat bottom wells strips on singlelMholding
frame
96 wells plate — flat bottom

12 x 75 mm tubes

description

1x8 flat bottom wells strips on 12 xr@rhe

1x8 flat bottom wells strips on singlelinmlding
frame

96 wells plate - flat bottom

12 x 75 mm tubes

description

1x8 flat bottom wells strips on 12 x1&ine

1x8 flat bottom wells strips on single livgolding
frame

96 wells plate - flat bottom

12 x 75 mm tubes
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quantity per
pack
100r25

100r25

100r25
100

100r25
100r25

100r25
100

quantity per
pack
100r25

100r25

100r25
100

quantity per
pack
1(sealed
barrier bag)
1(sealed
barrier bag)

quantity per
case
100 or 200

100 or 200

1002600
1000-2000

100 or 200
100 or 200

100200
1000-2000

quantity per
case
100 or 200

100 or 200

D@00
1000-2000

quantity per
case
50 or 100

50 or 100

1(sealed 100 or 200

barrier bag)
20

quantity per
pack
1(sealed
barrier bag)
1(sealed
barrier bag)

500 or 1000

quantity per
case
50 or 100

50 or 100

1(sealed 100 or 200

barrier bag)
20

500 or 1000
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CONCANAVALIN A COATED

code description

MTO7F2-CON A 1x8 flat bottom wells strips on 12 ¥r@8me

MGO7F-CON A 1x8 flat bottom wells strips on singlell holding
frame

MCO7F-CON A 96 wells plate - flat bottom

TS 127507-CON A 12 x 75 mm tubes

JACALIN COATED

code description

MT10F2-JAC 1x8 flat bottom wells strips on 12 xr8rhe

MG10F-JAC 1x8 flat bottom wells strips on singlelMwlding
frame

MC10F-JAC 96 wells plate — flat bottom

TS 127510-JAC 12 x 75 mm tubes

POLY-L-ARGININE COATED

code description

MT13F2-AR 1x8 flat bottom wells strips on 12 x &ifne

MG13F-AR 1x8 flat bottom wells strips on single Wsblding
frame

MC13F-AR 96 wells plate - flat bottom

TS 127513-AR 12 x 75 mm tubes

POLY-D-LYSINE COATED (MW 70.000-150.000)

code description

MT17F2-LY-D 1x8 flat bottom wells strips on 12 Xi&me

MG17F-LY-D 1x8 flat bottom wells strips on singleslivholding
frame

MC17F-LY-D 96 wells plate — flat bottom

TS 127517-LY-D 12 x 75 mm tubes

POLY-L-LYSINE COATED (MW 70.000-150.000)

code description

MT12F2-LY-L 1x8 flat bottom wells strips on 12 xfiame

MG12F-LY-L 1x8 flat bottom wells strips on singlesivholding
frame

MC12F-LY-L 96 wells plate - flat bottom

TS 127512-LY-L 12 x 75 mm tubes

70

quantity per
pack
1(sealed
barrier bag)
1(sealed
barrier bag)

quantity per
case
50 or 100

50 or 100

1(sealed 100 or 200

barrier bag)
20

quantity per
pack
1(sealed
barrier bag)
1(sealed
barrier bag)

500 or 1000

quantity per
case
50 or 100

50 or 100

1(sealed 100 or 200

barrier bag)
20

quantity per
pack
1(sealed
barrier bag)
1(sealed
barrier bag)

500 or 1000

guantity per
case
50 or 100

50 or 100

1(sealed 100 or 200

barrier bag)
20

quantity per
pack
1(sealed
barrier bag)
1(sealed
barrier bag)

500 or 1000

quantity per
case
50 or 100

50 or 100

1(sealed 100 or 200

barrier bag)
20

quantity per
pack
1(sealed
barrier bag)
1(sealed
barrier bag)

500 or 1000

quantity per
case
50 or 100

50 or 100

1(sealed 100 or 200

barrier bag)
20

500 or 1000
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PROTEIN A COATED
code

MTO6F2-PA
MGO6F-PA
MCO6F-PA

TS 127506-PA

PROTEIN G COATED
code

MTO9F2-PG
MGO9F-PG
MCO9F-PG

TS 127509-PG

STREPTAVIDIN COATED

code

MTOSTF2-SA5/200

MGOSTF-SA5/200

MCOSTF-SA5/200

TS 12750STF-SA5

WHEAT GERM COATED

code

MT11F2-WG

MG11F-WG

MC11F-WG

TS 127511-WG

description

1x8 flat bottom wells strips on 12 x &rfre

1x8 flat bottom wells strips on single wsdlding
frame

96 wells plate — flat bottom

12 x 75 mm tubes

description

1x8 flat bottom wells strips on 12 x 8nfre

1x8 flat bottom wells strips on single Mmllding
frame

96 wells plate - flat bottom

12 x 75 mm tubes

description

1x8 flat bottom wells strips on 12 x 8 frame-
coating level 200 ul*

1x8 flat bottom wells strips on $tngell holding

frame- coating level 200 ul*

96 wells plate - flat bottom- cogtitevel 200 ul*

12 x 75 mm tubes -Streptavidinezbabating
level 500 ul*

quantity per quantity per

pack case
1(sealed 50 or 100
barrier bag)
1(sealed 50 or 100

barrier bag)
1(sealed 100 or 200
barrier bag)
20 500 or 1000

quantity per quantity per

pack case
1(sealed 50 or 100
barrier bag)
1(sealed 50 or 100

barrier bag)
1(sealed 100 or 200
barrier bag)
20 500 or 1000

quantity per quantity per

pack case

1(sealed 50 or 100
barrier bag)

1(sealed 50 or 100
barrier bag)

1(sealed 50 or 100
barrier bag)

20 500 or 1000

* different coating levels are available upon resjue

description

1x8 flat bottom wells strips on 12 x &rfre

1x8 flat bottom wells strips on single wsdlding
frame

96 wells plate - flat bottom

12 x 75 mm tubes

FRAMES FOR MICROPLATES

code

FR1
FRG

Description

frame 12 x 8
single well holding frame

71

quantity per quantity per

pack case
1(sealed 50 or 100
barrier bag)
1(sealed 50 or 100

barrier bag)
1(sealed 100 or 200
barrier bag)
20 500 or 1000

quantity per
case
200

200
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phone +39-0464-443320/ fax 443159 Certificato n° 50 100 1842

Biomat s.n.c. via zeni 8 1-38068 rovereto ITALY 9 Sistema di Qualita ISO 9001-2000
e-mail biomat@tin.it  htpp//www.immunosurface.com

c E RTI F ICATO CERTIFICATO DI ANALISI - TEST CERTIFICATE

Nr 50 100 1842 - Rev. 02

Si attesta che / This is to certify that LOTTO/LOT ARTICOLO/ARTICLE C.V (limit 5 %) data/date
IL SISTEMA QUALITA DI
THE QUALITY SYSTEM OF H8187 MGO1F- HB8 <5% 14/10/04
BIOMAT S.n.c.
VIA ZENI 8
1-38068 ROVERETO (TN)
Si certifica che il lotto sopra indicato & stato prodotto  Biomat certifies that this lot has been manufactured
E CONFORME Al REQUISITI DELLA NORMA secondo le procedure operative in accordo con la according to applicable standard operating
OMPY = EMENTS OF norma UNI EN ISO 9001:2000 procedures, current ISO 9001:2000 regulation.
e s Questo prodotto & stato analizzato ed & risultato This product has been tested and has passed all
UNI EN ISO 9001:2000 conforme alle specifiche stabilite. established specifications

Questo certificato & valido per il seguents campo di applicazione
This certificate is valid for the following product or service range

fabbri R Aotk — Metodo di analisi Method of analysis
er -
J’mge“?.z'o.ne e s _caznnna "m ‘rﬂpludi P " Soluzione di coating: 2.5 pg/ml di Rabbit (9G in Coating solution: 2.5 pg/mi of Rabbit IgG in 0.1 M
P St A A e i - 0.1M Tampone Carbonato pH 9.6 Carbonate Buffer pH 9.6
superficiali per prodotti di uso diagnostico e medicale (Ea 14 Coniugato : Goat Anti-IgG-HRP Conjugate: Goat Anti-IgG-HRP
Design and fe e of microplates for diagnostic use;
design and application of surface tr for diag i
and medical use products (EA 14) Controllo finale Final control

Data di emissione / Issue date

2008 -05- 26 Il prodotto finito & stato ispezionato ed approvato per  This product has been tested and approved for the
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le seguenti caratteristiche fisiche: following physical characteristics:
Per [Organismo di Certficazions
Futr“ﬁvcleg:?:r;nrﬁl ™ Test Risultato Test Result
= s esame visivo approvato visual examination approved
e oo aspetto generale approvato general appearance approved
| imballaggio approvato packaging approved
eriny g et 3 s Wit £ 1147
ety o A ot 4 Bk e Apreremes e s
Tachnicai Raspomiten
Ri del I per la prima volta in data 2002-06-12

Dr. Maurizia Pettenati
L valdifd del presente carlificato & subordinits @ sorvegiianzs ponodica a 12 mesi e al fesame Quality Control manager
compielo ded sistema o pesbone aziendale can panodicid inennse”

“Tha validity of the present cerificals dapends o he annual surveillance svery 12 manfhs
and on ihe complets mview of company’s management sysem after three-yeers

Copia conforme al certificato originae firmato e conservato presso i nostr archivi
Original signed certificate is filed in our offices

o Maod 08 05 Rev | Emesso il/Issued on 11/4/03 Elaborato da/Issued by RGO Avbrovato da/Aovroved by DIR
125, Pal. 23 « 20099 Sesto San Glovanni (MI) = ialis » wectuv st TOV

ZERTIFIKAT @ CERTIFICATE

TUV itakia = Gruppo TUV SU0 = Vi Cord
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