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Preparation and dentification of monoclonal antibodies against carboxy-terminal cell-binding domain of
human fibronectin
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Surgery, Changhai Hospital, Second Military Medical University, Shanghai 200433.China)
[ABSTRACT] Objective: To prepare the monoclonal antibodies against carboxy-terminal cell-binding domain of fibronectin
(FN), and to use the product for detection of FN protein in heart valve matrix. Methods: The target DNA sequence of FN
carboxy-terminal cell-binding domain was obtained by RT-PCR and the TRX fusion protein was expressed with pET32 sys-
tem. The 6-week-old BALB/c female mice were immunized with recombinant fusion protein TRX-FN to prepare monoclonal
antibodies and to obtain hybridoma secreting anti-FN monoclonal antibody. Results: Two lines of hybrids secreting monoclon-
al antibodies against different site of FN were established , both belonging to IgG2a subtypes. These monocional antibodies
specifically demonstrated extracellular matrix of heart valves. Conclusion: The monoclonal antibodies against FN has been
successfully established, which provide an useful tool in the studies of extracellular matrix of heart valve.
[KEY WORDS] fibronectin; cell-binding domain; antibodies, monoclonal

[Acad J Sec Mil Med Univ,2004,25(12);1357-1359]

4 25 T 72 0> JIF 38 J (tissue engineering heart (EHREFBEFRELD .
valve, TEHV) B %31 0 MEM B R M A M, 30 1.2 2 RANSEH Shat N FN 3R 2 5% 40 B 45
B R A T MR A R A A BT B PCR 519, P+ . AAC COG ATC
WL ERER B I AR O R A CAT GGC TAT TCC TGC ACC AAC TGA CCT
BEEE G (fibronectin , FN ) 2 4 il 5 3% J& (extra- GAA GTT CA; P—:AAG GAA GCT TTT ACC
cellular matrix JECM) M EERE SR KOG E CAG GTC TGC GGC AGT TGT CAC AGCUNE

s BB EOSW SR E AT TS BT Novgen BED

4 %R 524 8 R AEF L RPMI 1640 #5# .8-A 5
SRS FN BRI QB ST TR g o g g g0 0 02 4 (Sigma 2
SR, TEME R ARBRATES, ENB i (Gibco A D B L™

B L5 A BRI A R PN SBEBT IR e 00 (Merck AR BT FN £ SR HUE (San-
TEHV Bl X e 2 REAREMRIENE 0, 430 A ENHTI A 7D B K9 5
%R R RS ER . ¥ 30 26471 B 1gG (Calbiochem 23 A]) sMABTEST i

1 #EIGE

(X¢TA] EXARFEESG0371418).
L1 #%b5@mie BALB/c M¥E/NR.6 AR (L rpxmal mmmaoes) . BAUD . Bt BIBIRA FLEFN.

“(ﬁ E? % ﬁ i E& fjJ % ﬁ FE /A\ E_J ) SP2/0 '% %ﬁ 3@ gﬂ] H@ * Corresponding author. E-mail .huangsd@publicé. sta. net.cn




+ 1358 »

B_FEKRFEFR 2004 E 12, E25%

& (FENFD ; RN (BIO-RAD A F]) .,
1.3 AEMRABEKR RAUHERXPCR FEHER
AMHEL RNA fRIE R PCR &4H:94C
M 2 min,94 C10s,62 C155,72 C2 min, 3k 30
& & J5 72 CHESP 6 min,

1.4 #EBHE HLAREMHEFEFBEEHA pET32
RIXFORL, 2 FILF AKBGITE B21(DE3) W+, &
it IPTG 5 %4 .B-PER™MHBEHAHE OGS E
BEMEATEOGLEBIEAEAR.

L5 #XBmmske s HIEZAE%E BALB/
c MEHE/NBL NSNS SP2/0 B AR A .
P T I R R O LA R BT AR AN U s 1 3R A SR v
LW ARG & IERTY. g LRPEE
%5 L MABTEST 7 & #4F 3400 433847,

1.6 #HFNHRbhpitZliBmibes Bk LI FN-
TRX @& E B M TRX & A (Fik pET32 # k™
Y1) 5y BB 96 FLIT . ELISA 3% ik FN $i/k
o0 Wh F ST MR  E T O 5 A FRORS B 1 #4848 FN $1
1A WA 9 AT 988 B0 0 e £ BB

1.7 FN £ i MRAHFHEET D LEARK FN
WA BRI R LI R A EAEA
# 1T Western ER B . R 6 RAZ F 35 4 B34 A
FN EARMEEEA#IT ELISA 80, e 5
KRR FN ERE AT,

1.8 Rlfmpe# FN &Gl BUA BB 240 o s
HAU AR ZRPBEE, A8, g E B s
pm SV H BB K L P T R 1B S L R
LIRS FN S0k 53 s 4 30980 vk 40 L B9 35 95 13 50
pls BPE T B Bt FN 2 51, B 1k S B 2 5 i g
UM SF B1E .37 Cid . PBS ¥R S5 ST B 4 A1 B
ST B A 0 BAR st B AL B AT D R B 1eG L A
XF BRZE BRR T B AL Y BB AR 0 E % TG L B B AE
Fi 30 min.PBS %% /5 .DAB B, 55 AR E 1, b
BB K E R,

2 5 B

2.1 B RRRR PCR ™Yk EBREH
9 BRI R/ B T A7 4 S M R i M P R B pET 32
%ﬁﬁﬁfé#ﬁ%fﬂ*ﬂfﬂﬂf?%fﬁy%%% GenBank
B RY FN A B )52 & — 5.

2.2 AMZaRR BHRRLERERIPTG i
FIRFEMX 5 F 8 70 000 4b i BUAF S 7B 1 St
REREWEBEE 3044 BT 8RR
BEHALEBANEASAMERT 00% (& D,
2.3 RAREAM SP2/0 BEUMMMIER FiE . K

B yEVERA M B LA D E =AM B3 D H +
2s B R, WA HEN RSB BEHCHZE
R IIRTA 0 &/ W E OB L o R €y
110 ZEA G EKBUERN A 1 2 107~1 ¢ 10%,
2.4 R H#HKklg 28 £ MABTEST KFl&
MERTEABEIER LERE KPR ES SN
IgG2a 2§,

Mr (x10%) M |

1 EHAREERARER
AmEEEEARKER
Fig 1 SDS-PAGE of recombinant carboxy-terminal
cell-binding domain of fibronectin
M:Protein marker;1: Total cell protein of uninduced sample;

2:Total cell protein of induced sample
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Fig 2 Western blot of recombinant carboxy-terminal
cell-binding demain of fibronectin
M:Protein marker;1:Total cell protein of E. coli;
2:Total cell protein of uninduced sample;

3:Total cell protein of induced sample
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Fig 3 Immunohistochemistry of porcine acellular heart vzlve( X 1G0)

A :Strongly positive staining of polyclonal FN-Ab;B:Positive stairiag of mouoclonal FN-Ab; C:Negative control
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