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HERFARNEX EHE il EE 8t
SR 3 (1) HERFIRE T Fo SEAERIFE MR
MAZ2H . HEpcfh 8 X, WA Fo AUk JL R 5 a4 4
B. (2) HENKREG T FMAZH. H7arsH
— LR R — BT Al e, P T A
FARCK, Jefidfa 4 XF.  (3) FILFLAT Fio5EF
AR ACZH . SRR 4 ), MEHE Foo AU
FEfa 4 2 B A Pas Rt | R E R
PR E L, DL — B — X B E T 30 emx20
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FLHA 3 RBE AR R, STECRE g, S
Tiangen {55 & U B A5 H2 IBOE R 41 DNA FFERIR .
PCR WK Z N 50 uL, fudE 10 x PCR buffer(Mg”)
5.0 uL, dNTP(10 umol/L)1 pL, b. Fi#5141(20
umol/L)5% 1 uL, &k DNA 0.75 uL, Tag DNA B4
fiti 2.5 U, HAH ddH,0 #h5F. JOWFRF: 94 CTi
A5k 3 min; 94 °C 30's, 53~60 'C 30 s(F 1), 72 C 1
min ~ 2 min 30 s(f4f5 H 9 50 AU BT 22), 30 4>
PEFF; 5 72 CHEAf 7 min, PCR ¥4 1%
TR I L TRAS I i, % VAR TR R IR S5
A BR A F AT
2 4
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TEREIEIETN, Fo Al Fyo AU [R5 £ 1 22 75
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JER R TR A 9 N EH SRR B R Ay ik, Hirp
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FRAEAAT AR (EIRR-3, 9). BIRAN[EL L RFP
Feik g 225, (RSt A A R 20 21507 1Y)
RFP A AL ( EIRR-2~10 ), [AEF, 76 R HHA T[]
Jif A 2 5 R A A 1) 2 88 B b A A T B A B AR
ik, GEHRFW], AMEME REP LR 7ERE B K L
AT R FaR A B AR R E .

&1 PCR¥ 5955
Tab.1 Primers used for PCR amplification

1 X 5k 19T 50(5'- 3" T F Bt /bp Bk C
amplified regions primer sequence expected length annealing temperature
I E X F: GTTGCTGCCAAACAGAGGACCATCG 1155 60
upstream flank R: CATTGTTTTGCTTCTCTTGATTTTTCCC
JAETIX F: TTCGCCACAGAGGAATGAGC . 53
promoter R: TGTCCTGTACTTGAGGGGCT
RFP 5K 4 fith [X. F: ATCAGTATCAGATTCATCCCATTCC 963 55
RFP coding R: ACCTCTACAAATGTGGTATGGCTG
TR X F: CGGGTTGGACTCAAGACGATAG 29 55

downstream flank

R: TGAGCCGACCAATGCAGAGATAGC
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M 123 456 78910
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1155bp

S5 e O RSN M e S D P M5 S LR,
LER PR FERIEN 15 T DNA BT WS e A,
FIRF AR -mylz2 J7 2h T 07K Wi 7 42 5 FN RFP 3
PRl 2 TR R AR T 422 051 7 B X AR A S 4T, T LA )
[ 4 4> Fr Be (3L 4 883 bp) 7 3 A AT A0S BE A £
SE DR 2 B oA K B R 8 A m Bk

3 i

R O S pMY LZ2-RFP A 2 1A rh B
hftmylz2 )3 27 HAT PR S R e B B VR S 3
RAIEEY, RO B SR R, RFP
FERTEF HNF o f O [R5 £a 9 MU SR B P A
Tk, BRI MR REIE ., X HHEED)
X P Im] il 2R 35 IR £ () AR 45 R — 3, fRtkm]
U 2 S DR i f AE AL A AR rP RFP R[] 1) 3R A 58
A B A S o T LA A AR B A R 20 2587 1)
PENCAEREAL, RIS Fe kB A, FPIRFPILH
(1 22 IR K AE AR 8 i ok A kA . RFPJEFA

M1 23 4567 8910

1936 bp

M1 2 3 456 7 89 10

829 bp

E1 ®HEEEFIIEFEHRELSH PCR IS
A, I XL B. mylz2 3311 C. RFP ZEN 4R IX; D. T 03 X 4
M. Marker II; 1~10. Fa; Fag; Fac; Fea; Fep; Foc; Fioa; Fios; Froc; ¥R (— RREF A BRI MR AL N4 PCR ¥ G258,

Fig. 1 Amplification of transgene sequences in different generation T. albonubes by PCR

A. upstream flanking region; B. mylz2 promoter region; C. RFP gene coding region; D. downstream flanking region.

M. Marker 1I; 1-10. F2a; Fag; Fac; Fea; Fen; Foc; Fioa; Fios; Fioc; control group (a template mixture containing three wild-type fish genome

DNA was used for PCR amplification).
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Inheritance and expression stability of red fluorescent protein gene in
transgenic (Tanichthys albonubes)

JIANG Peng, BAI Jun-jie", JIAN Qing

(Key Laboratory of Tropical & Subtropical Fishery Resource Application & Cultivation, Ministry of Agriculture, Pearl River Fisheries
Research Institute of Chinese Academy of Fishery Sciences, Guangzhou 510380, China)

Abstract: The stability of the red fluorescent protein (RFP) transgenes is important for application of the
transgenic Tanichthys albonubes line.This paper investigated comparatively the inheritance and expression
of RFP gene in different transgenic T. albonubes generations. Under the observation of fluorescence mi-
croscope, RFP gene was expressed in almost all body tissues, and both F¢ and Fj( generations had a similar
expression pattern. Results of self-cross and test-cross breeding experiments of transgenic Fgand Fy indi-
viduals indicated that segregation of RFP gene still followed Mendelian single-gene inheritance, and their
transgenic progenies had a uniform phenotype. The regions including myosin light polypeptide 2 promoter,
RFP gene coding sequence and transgene flanking junctions were amplified by PCR from genomic DNA of
F,, F¢ and F;o generations. Sequence alignment analysis showed that these important regions were well
preserved in transgenic fish, and any kind of alteration at nucleotide level was not found. These results
suggested that, RFP gene in transgenic T. albonubes maintained stable inheritance and expression through
successive generations.

Key words: Tanichthys albonubes; red fluorescent protein; gene; expression
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Plate Expression of RFP gene in transgenic T. albonubes observed

under fluorescence microscopy
. F¢ and F, transgenic fish under normal daylight; 2. muscle; 3. caudal fin; 4. eye; 5. gill; 6. heart; 7. intestine; 8. swim bladder; 9. spleen; 10. ovary.
. fin rays; b. vitreous body; c. gill arch; d. gill filaments; e. intestinal wall; f. bladder wall; g. eggs.
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