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Cloning of zebrafish hepcidin antimicrobial peptide gene family member
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# - ~ NCBI mRNAF #2
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AY130989 Hepcidin antimicrobial peptide precursor(hamp) Danio reriofzebrafish) 695
AY258137 Hepcidin antimicrobial peptide precursor{hamp) Danio reriofzebrafish) 676

BC163916 Hepcidin antimicrobial peptide 1 Danio rerio(zebrafish) 414
NM_205583 Hepcidin antimicrobial peptide 1 Danig reriofzebrafish) 695
BC162321 Hepcidin_antimicrobial peptide 1 Danio rerio(zebrafish) 465
BC162314 Hepcidin antimicrobial peptide 1 Danio rerio(zebrafish) 463
EUQ47750 Preprohepcidin Danig rerio(zebrafish) 276
AY363454 Preprohepncidin{hamp2) Danio rerio(zebrafish) (51:15]
NM_001023573 Preprohencidin 2 Danio rerio(zebrafish) 641
AY363452 Preprohepcidinl Danig rerio(zebrafish) 671
AY363453 Preprohepcidin2 Danig rerio(zebrafish) 641

FEFE 5 M- 3R AR & B 4] % NCBIeHBLAST $e b 6735 41— B B 7§ Bl &} &
% £ c"’mRNA(AY130989) -

AY 130989 Bl EL PRI KH AH S i [

1 17341, 17518 17962 18056 19601 , 20008 53413
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zebrafish hepcidin-1F 5' TATCAGAGCCGAGCAGAA 3 9-26

zebrafish hepeidin-1R 3' TCCGACGTAGAGGTACGA 5' 50 66  470~487
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17349 ~-17367
-_.)
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Pox hp ek 0.790 3% ~ 7 400ul Lysis buffer- * 13k % i &< 3min °4c » 400pl
75%¢2 3o 3 R & o & 4c ~ 400ul DW Buffer » i 3w — 448 > Bk B4 o £
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Reverse Transcription(» $#&4% cDNA)
#- 12ul DEPC(RNase-free water) +7ul Total RNA sample+lul 10 pmol
Oligo(dT)18-21 primer ;2 & {8 f 333 & 65°C 2 ~ i /k b 1 A 48 3 gop-id g
(15rpm) - £ # 2ul DEPCH+20ul Annealed RNA:primer (from strplabove)
+4ulMMLVHP-RT10XBuffer(200U/ml)+4ul10mMDTT+1pulRNaselnhibitor+8pul
10mM dATP Solution+1uIMMLVHigh Performance reverse transcriptase 2 & & 1%

% 37°C 90 ~ 45 ~ 85°C5 ~ 45 » *c ek b 1 448 > B8 5>-20°C k44 o
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2ul DEPC (RNAse-Free water)
12ul DEPC (RNase-free water) .
20ul Annealed RNA:primer (fromstrp 1 above)
7ul Total RNA sample _
(upto 1ug) 4ul MMLV HP RT 10X ReactionBuffer(2o0u/m)
1ul 10pmolOligo(dT)is21 4ul 10mM DTT
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8ul 10mM d ATP Solution
20ul Total reaction volume 1ul MMLV High Performance reverse transcriptase
' 40ul Total reaction volum

2 g

( TERTA=7 875 37 °C 90min ]
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[ Terminate the reaction by heatingat 85 °C for 5min ]
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f ot ddHz20 S ul
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£ & 16 /| pF > L2 Colony i3 -



B-+- Transformathion R ]
eColony PCR(jF % PCR)
& 1 % & -1 & E transformation & 08 - FiE 0 4 FiE 5 Template ¢ PCR ; &
i 7 #PeA 7%~ PCR £ ik (5 =4 Primer & 2~ 141~ 5X Tag Master Mix
101 ~ ddH20 38 £ 1 3% Total ## 5 50u1)® $@ 4§ » # @ PCR- LR &
Floel-@o gt FE AT REREF R BT Aok AP N E BT R
- RSB PRERPEAPIEFTERDE - FER O TV E2D LA -

= & == & & ém,ﬂmuae&bou =

Marker:100bp  Agarose:2 %

Bl = ~ Colony PCR % i [

°
S

7 2 A[7]

003_601_{118B_I7 - Chmomas
B B Qoo By

- R ) s—y—

&5 i =& S I T
] E] ]
LI Lt L

LTI
CACCACTTATRATA

110 120 130 140 150 180 170
AR RN ERERRRRRRRE L L L L LT LT

RN L
ACCETG RAATTTCTCTGRTAATAACTTEETATARAACATATTTTATEACACCTTTETTTCOGTAGACGCCAT AL RS

B+ = -~ chromas 3 5 #cd8



(=)

DT ER
Z B DNA

t1Enzyme(EcoR1 ) B INSERT

Ligation/Transfomation/
Colony PCR

<

Mutation PCR

WBABREBRELT RS
(+7Enzyme Sphl)
Bl-Lte %A

et

HYJPrimer

AR A LR

3 Lk 9 Ew hf 5 & NCBI & 975 s B AL e $— 9 2 2. % insert 5
714- AY130989 & blast two vt $— 4 3¢ 3.4 insert e 71| fo 2% 7 e Primer gt
H#ohF AR 75 G 4 3 5WORKBENCH #3:% ORF ;& 1 £l TA e
insert §2 jn %% = hepeidin 2 F1i2 5 = 2 4p 0 o

Destiibution of 2 Blast Hits on the Query Sequence &

Wouse over to see the defline. click to show alignments
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[Mouse over to see the defline. click to show alignments ]

Color key for alignment scores
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e 3 B DNA
Fi% 3s 0 4~ Solution I(50mM § § #£+25mM Tris % iz > pH8.6+10Mm

EDTA - Solution 11(0.2N NAOH+1.0% SDS - Solution 111(3M fif L 40 +5M ﬁﬁfﬁ) ’
B3R ESHC 344 o B ikt » ImMLOSYFEE R £ 8 Pad e o B 2

1’_ [EmcEEnTiT]
g2 =

[ BIpASolution LI FIEEE |

Solutionl  100ul  50mM ##7bE (EER LR R |

25mM Tris&E7ET7E
10mM EDTA oA 1ml 95%EE R
SolutionIl 200ul 0.2N NaOH — — == —
1.0% SDS |ﬁEaniiﬂ%J:)ﬁ)i&%’TE%E;JL)E&%(—‘F&%DNA) |

93
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TT
SMESEE PnA 200l TEZEER
TE 20ul 10mM TrisfEE 74 T
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Bl= + : 5> DNA % 3
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buffer+ 1pl ECORI Enzyme+ 15ul ddH20(uv)i® & > 2z >~ 37°C -kigth 2 -] B >
PenE L insert B 44 3 U48 -
ofI* LA EREITH
o7 ¥ % Sphl
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