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shgol FPF F e FAZE el B® nhg2o] wAAE(spleen cel)E GAE
E(myeloma cell)ell &3tsto] solue|imv} AEFE A2t
&A= stolBelwmnl HEF MAb 2B8-3125-E HE AAEdon, Hx f# g [ Z
Aels gelstgtt. Ay GdAdIFEIAE 1gG1e HAZFEZEY ofo]4E
294 2B8-310.2 EE7|E Fh},

o

ek, B outg e Ay G dFE2IA S AASEE 7|EPHE 7 KCTC 13128BP9] dlol B el wnt A XS Al-g3t),

Boag o] SlolHE|ent AEFE At Ll 20161 109 07LAZ 7€ & KCTC 13128BPE 7] EFS}
9om PM 2B8-312 W3¢,

7] stolHe vt Al S A At AlEel vhe-s #E ZeF Aokl gl osiM FAdE AlEolH, A

-
7] Sfelnelmnl Ay B Ay GAE A&HoR FFE 5 Ak,

o3, ¥ wHe Axdel els] A AH@Th. @, s A B oAPS dAshe Y ®

AE L 3y

1. 994 A=

=R ZZ oA F o oA FgA dwAS Wogdo g ALgE AT, AAEAIE, 10 g9 ﬂﬂ] 243 +
F EAZE 20 mM 0.5 M NaCl €l #H7lsle #& BolA 1683 WHgAIZ § Ad2olx 23 & 4T 15
B2 3,220 xg®2 A EEEte] A8 AA NS Whatman No. 1 oJ#X|(filter paper)® o]#&lar, i PBS &
< vt 7h 3U3E FAste] @A S &35, AV FAS dwld 2322 ES JHYYo® AMESIgIT.
ZFEE vwd FEE Quick start  Bradford protein assay dye(Bio-Rad Laboratories Inc.A}, W=)Z
o] g3t ZA4skglth

2. A @¥dd A GdSE FA A

bl 2 2ZE(100 1g/100 w0 PBS)S H2:(100 ue)o] dZZAE R ZA|(Freund's complete adjuvant)® -
s}sted 5uhE] BALB/c 4R w29 vﬁ} HWAA(200 pb/mh$-22)E& B4 W FARBIGITE. o]% 25 Ao =
EdHdZ 2 ER A (Freund's incomplete adjuvant)@ @2 ZFZE-S §3lato] 23}, 33 FAFSATLE. 34}
FAF & 30l w9 (caudal vein)olA A (serum) & FH3AL ¥ FA7ME ELISAR 53T}

=2 dAUE e d9gd v~ 4 B AAM Z(spleen cell)E AIEZ AEQ SP2/0 =% A EZ(myeloma
celDell SF=AT}. Ax %%L/] A2 4L Kohler and Milsten ol A oFzF W& ste] =3}t 1 ml

o] 50% PEG 1500 &olell A w]4AME(2x10°)9} SP2/0 B4E AE(2x10)S §38HITh. HAT A & sjolng
CU} AEe] FANe -3 A7} AA Wgel A 7HH ELISAR #4313tk ELISA-%A slolHe| vl A
St 8] A (unlimited dilution) 2.2 #&]3te] =X d@ulde] Eo]ZQl MAbE AAtsh= slelBe|enl Al

=
=
P

BALB/c 9 }-2% 0.5 mee] 2] 2% (pristine) S 7-1047F FAF F 1x10 sfolBelwn} MELE FALEA
k-2 FAlE B5(ascites)oll A ¢EF AdolER A F PBS M (pH 7.4) 07 3U3 MEa T4
AZAIA 20T A B3}, Mouse monoclonal antibody isotyping kit (Roche Applied Science, V=)<
AFg-3to] &R 9] ofolAElYYS AX3RIT).
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3. At Z37) 24 3 @9F (crude protein)e] FH]

224 Aol T 650 K7
B)e gAe) Soly @ ugs
o

ol
oy o S fo fo

W~

GUFEGA Y 54 B4
4.1. 7+ ELISA &4

nfo] 32 Z o]E A(Nunc International, @lw=)el]l 50 mM PBS &N (pH 7.4) W 5 ugd] @M AS ¥3kel= 7+
A g As7] FEE 100 p® 37CAA 143 F¢F s9skgivh. Ewle]EE PBST(PBS with 0.05% Tween 2
0= 38 AHskT. 200 we] B2 W (1% skim milk in PBS)S H7kste] 37CelA 143 Bk BE2743%
T 4 AFEGITE. A FA 100 pwE 7 el Hrbste] 37CoA 1A FF FATE. 5 AlHg F
1:5,0002.2 38]4 2171 HRP(horseradish peroxidase) &3 94 &-v$-2 IgG(Thermo Fisher Scientific Inc.,
s E 2 ol 100w FHrbske]l 37TelA 1ARE FF FATE 63 AHE vk 71E & (ABTS
M) (Sigma-Aldrich Co., ®=9)& o] 100 wt F74ske] 37ColA 30837F wHEAIZ 3 405 ol A FF =S
33Tt

i oo

4.2. 929 B3

SDS-PAGE(Sodium dodecyl sulfate-polyacrylamide gel electrophoresis)+ Laemmli *}HS ¥ Eslo] 33513
o e, AE(E F 3 g ) 9 oeld wpA(Y G 5w, prestained broad range protein
maker (Bio-Rad, W]=F)+&= 5% stacking gel(pH 6.8)0 ZW3}le] 12% polyacrylamide separating gel(pH 8.8)9l

A B EHAY. A7GEe Mini-PROTEAN" tetra electrophoresis cell(Bio—Rad)3} PowerPac - Basic(Bio-

Rad)S ol&ale] 150VelA 1.54%F s3agith. A719% ¥ AS Eblue gel staining reagent(Sigma-
Aldrich Co., ®l=n)olAl dAg $ B2 @A = o2 242 92" B3 £ AMEFAth. Towbin,
Staehelin and Gordon WHo=Z A9} wh&st= W FAo EAHS SASIAUTE. 12% separating geloll A
ek gd ME=E MiniTrans-Blot unit(Bio-Rad)& ©]-&3e] 100VelA 1AIZE FQtF Lol EZAEZ 2~ wlH g
oz Agsytt, WHyAdS B2 WA (3% skim milk in PBS)E 37ColA 1A3+ ¢k E273 F 39
PBSTZ A& slitt. s A S slo)B el mn) AlE vl (1:4 in 3% skim milk-PBS)el]l "B #| Q1S 37Tl
A IAIZE Fok TRk 49 AFEE F 1:6,000 S]AE A4 F-vl$-2~-AP A (goat anti-mouse IgG-
alkaline phosphatase conjugate)(Bio-Rad)ell WFAJF T}, W42 AP Conjugate Substrate kit(Bio-Rad)E #
7vete] 1023 st AlzHA o2 st

o

w3, Bougo] Ayl Zebdl whs o3 F9S 98] PM 2B8-31 A9t Al# collagen I+111 @A) (Thermo
scientific, Prod#PA1-36140)(1:1000 in 3% skim milk-PBS) Z+zte] wlBE#elS 37TColA 1A17F B2k FATh7}
4 A3 T PM 2B3-31 A W WlHFAL 1:6,000 3AE A& F-mh--2~-HRP 3 A (goat anti-mouse
IgG-peroxidase conjugate)(Bio-Rad), Al% collagen + 3A] ¥kS #uBgole dA4 3-E7-HRP %3A|(goat
anti-rabbit IgG-peroxidase conjugate)(Bio-Rad)el] WH-&AlF T, w32 ECL(PerkinElmer)S 7}sle] o|u|x] &
A A5 B3 FAsSI).

AAd 1. "dPozZAY =X 23 U 4 AN 84 dYA(TSSP, thermal stable-soluble protein) &
H]

4 24 O] TSPE] Al SDS-PAGER #Hstglov], FAYE TSP Wel F 4-8Y 47k SHom Fag
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& SDS-PAGEZ EA&t9ith. &= 12 SDS-PAGECNA S vIZtE 2 719 o
B3 g, 2E/d (2 2 4) AgsiA &2 =4 A5 duld =2
W TR gdyl= e zjolE Bolr)k, H7Ed =4 FEEL 25~100kDa B Y
Blrott, 719 AgE AlgolAE 100kDavt HiE whald wi= | 30kDa 7Feke] wi= w2
=7t #FFAch, theket TSSPr AW A o] EA)8m, 25~100kDa W Yol Ao F&

4w A
ole] ol Mg Al wudel e/ Helol of3) nsYoR WANE Aoz HANAG. svrelel vl
9228 4 Azl s P& A FEES svbel vhezol welsle ke PAE UehlE vhgas AU

AAle] 2. =R W TSSP tig GUSE FA|

ope- Wdat AEGE sl o8] 45 A E(2B8, 2D11, 3E3, 4E11)7} A EQar, T3 ge] s
HF 759 dfolB g mul A EF(2B8-3, 2B8-9, 2B8-20, 2B8-28, 2B8-31, 2B8-32, 2B8-33)Z AHslo] ELISASH

=g Bxom st ELISA 24 23 &7 632 w7, &, &, 8, 94, Az 7)), &7
3% A, &, 27 AW # ol 5+:(aeel, ¥4, -8, 2o, AN A wak whgs yER
A FRAH(E D). BV 7F A BF A" 2% ﬁaj"]' =4 FEFA 90~150kDa 7FFe] @A wEE
Epr AR Eﬂzl daizlel A ofetAl #EHJT (= 3). vbd v ] dar] 8 A= dE ie=rp aF
A k(= %g7] ELISASE =% =% 754% 2B8-31 AZF 7HE w2 A7 R Solde Hole AL

2 %‘*?lo}%iq.

B3k, I 4ol JHAIE wke} zFo] FA7E whEEe @A el 91X E wlas] = owf 2 3ol 2B8-31 A= =
el gk FAQ Aoz EdHAT. A 4 g 1 Fehdle] EAR2 115~130kDac] 22 - g o
Aol Agtel= B ddo] B 1 Fephplem Slu gl
F 1
Mab
Sample 2B8-3 2B8-9 2B8-20  2B8-28 2B8-31 2B8-32  2B8-33
(IgG)  (IgGh) _ (1gGl) _ (gGl)  (IgGl)  (IgGl)  (IgGl)
Pork Fat i ++ ++ + ++ ++ ++
meat +- +/- +/- . - +/- -
Beef Fat - - - - - - -
meat - - - - = - =
Chicken Fat - - - - - - -
meat - - - - - - -
Duck Fat - - = - 3 . -
meat - - - - - - -
Goat meat - - - - - - -

Turkey meat - - - - - - -
Mackerel - - - - - - -
Mackerel

pike

Rockfish - - - - - - -
Squid - - - - - - -

Shrimp - - - - - - -
Absorbance readings at 405 nm: <0.199: “-; 0.2 to 0.499: “+/-”; 0.5 to 0.999: “+”; = 1:“++”

7] 159 Stol e wek AES ololxEle FlF An wF s ANE TFHE 161 AnTHSGhE
D. 16 9jEm i AR gyl B o SUSEel $ael wol AgsolAng, ¥ wd
WAL HE L A AEEAN EAE AR Selsl AasEd §42 vele-d Mt B 4 918
Aol ch
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AAle] 3. £ el A9 ulo] - e EA 9 &E E<Ql
theksl =2 F&E 3=E0, 15, 10, 15, 30, 100%, v/v)el w} 2B8-31 &Ae = L_EL(sensmmy)ﬂ ol
FAE FASAT. 2 AdE & 5o RAA = A gol 1% £A4 FFA HET F d5S FAsA.

e, =X g8 &% 17 FEE SR (pork fat extract/other species meat extract)”} ZFz+ 100/0,
30/70, 15/85, 10/90, 5/95, 1/99, 0/100= o]Fojz &g oA 7+ ELISAS F33 Ay & &% 117]9
1%(v/v) =A7F 23 A= AEES ZRISIATHE 6). o5 Z¥el| w29, 3H3] ELISAS] wHhe] -2 Al E
2A 2B8-31 FA7F thE 17|17t 3 A BAAE =X @EnkS Soldod AR S & & .

k1
N
~

;{gg — S - -
Al .
100 —

———
75 —
-
37—

25 —»

-
20 = -

15 —

10 —» -

_10_



k1

Absorbance at 405 nm

H2
0.8
——@——  Control mouse

0.7 ~ ] Mouse 1

TN ——-%—— Mouse 2
06 F= > — A= Mouse 3

: DAY z\\ — —& —  Mouse 4

\\\\,\ \\ — —0O— — Mouse 5

0.5 \Ek \
\\\\
0.4 - WO n
N
NN
03 - B, S
NOL ~ l\
‘\\ S &
0.2 1 e, 2D
R N -
Tl
0.1 1 R e,
0.0 T T T T ]
x500 X 1000 X 5000 X 10000 X 50000 X 100000

Anti-sera dilution time
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k1
N2
[N\

25—+
20—

15—+

10—+

15—+

10—+

75 =

50 =

37>

25
20—+

15—+
10—+

(A)

M PF PM BF BM CF CM DF DM GM T™

©

M PF PM BF BM CF CM DF DM GM T™

(E)

M PF PM BF BM CF CM DF DM GM T™M

@)

M PF PM BF BM CF CM DF DM GM T™M

25—
20>

15—+

15—

10—»

8=
75—+
50

37+

25-»
20—

15—

10—+

(B)

M PF PM BF BM CF CM DF DM GM T™

(D)

M PF PM BF BM CF CM DF DM GM T™

Lo

)

M PF PM BF BM CF CM DF DM GM T™
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<Mab 2B8-31>

BF BM CF CM DF DM GF

<A Collagen I + I antibody>

M PF PM BF BM C(F CM DF DM GF

F1

Absorbance at 405 nm

1.4 1

1.2 4

1.0 1

0.8 1

0.6 -

0.4 -

0.2 A

0.0

100

15

10
% Pork fat protein

_13_

o -

ZIHSd 10-2018-0063587



k1

Absorbance at 405nm Absorbance at 405nm

Absorbance at 405nm

18
16
14
12
10
038
0.6
04
0.2
0.0

18
16
14
12
10
0.8
0.6
04
0.2
0.0

100

100

100

30 15 10 5 1

% Pork fat protein content in pork meat

30 15 10 5 1

% Pork fat protein content in chicken meat

30 15 10 5 1

% Pork fat protein content in goat meat

0

0

0

Absorbance at 405nm Absorbance at 405nm

Absorbance at 405nm

18
16
14
12
10
038
0.6
0.4
0.2
0.0

18
16
14
12
10
0.8
0.6
04
0.2
0.0

18
16
14
12
10
0.8
0.6
04
0.2
0.0

SIHES

100 30 15 10 5 1 0

% Pork fat protein content in beef meat

100 30 15 10 5 1 0

% Pork fat protein content in duck meat

100 30 15 10 5 L 0

% Pork fat protein content in turkey meat
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