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Sreening of cDNA Library from Mouse Fetus
Using suc2 Signal Sequence Trap
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Abdgract The cDNA fragments were anplified from an 11 daysold nmouse embryonic cDNA library. And the
0.5 2.0 kb products were inserted into the cloning dte of a screening vector aimed at secreted peptides. The
generated plasmi ds were trandormed into yeastswith mutated suc2 gene. 182 out of 10° colonies were shown to
be postive dter screening usng suc2 sgna sequence trgp sysem. PCR andyds o al the postive colonies
sowed that ingserted fragments were anong 0. 1 1.5 kb. Fourteen oolonies corregponding to Sx different
genes sowed in frame fusion junction with the reporter gene(suc2) asindicated by sequence analys's. Anong
them, two kinds of sequence named sptl and spt2 were repeatedly obtained. It was suggesed that sptl could
be part of a novel non-coding RNA gene which was involved in protein secretion , and spt2 mediated protein
secretion by a non-classca pathway.
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Fig.2 Anmplificetion of library cDNA inserts 2 , s sptl
L1L2 and L1/R indicate the PCR products anplified from the 52
cDNA library using corresponding primer pairs(L1/L2 and L1/R) \\ 5 4
1:L1/R; 2:L1/L2; MADNA/ Hind { 4
Arrow head indicates the dominant anmliied p-oaucis
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Fig.3 Representative anplification result of postive colonies
The numbers labeled on the top of the pictures indicate different clones; M indicates the nolecular weight merker : A DNA/ Hind

Table 1 Sequence andyssdf 14 postive colonies

No. Repesat Length BLAST Sgnd peptide

40 # 1 421 x4 M ASRAI § IGKRAISTS/Q RAHGSVVK

2# 2 80 Integrin MVDSSTVI IR L VI GGEOSH DTKITSSG
12# (spt2) 4 61 poly A MACFPRKKKK VQISCS DKREA EAWGST
8# (sptl) 5 697 new MKDIS. TGFRMIFAR FCTLQLVVRVAVCVQTH

5# 1 1500 EST No

21 # 1 651 Hnrpa2bl No

Egimeted length , the colony was ot sequenced conpletely. Sgnd peptides were underlined
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Fig.4 Predicted result of sptl encoding peptide by Sgnd P V2.0

(A) and (C) :Andydsd sptl and spt2 encoding peptides by NN (neurd network) method. The values of the G soore (the red vertica linesfor the potentia
cleavage ste) , Ssoore (the curvesin yellow green color for signd peptide) and Y-soore (the blue curves for combined deavage ste score,) are shown for
each postion in the sequences;

(B) and (D) :Andyssdf sptl and spt2 encoding peptides by HVIM (hidden Markov nodel) method. The red vertica lines (cleavage prob) sand for the
potentia cleavage dte; the curvesin ydlow green color (N-region prob) sand for the possihility of N(N terminus) regon; the blue curves (H-regon prob)
gand for the posshility of H(hydrophobic) region; the purple curves (G region prob) stand for the posshility of C(C terminus) regon. X axisfor sore, Y

axisfor the podtion of amino acids, the dot linesin cyan and purple color for sore =0.5

st2 4 12 # , (N :10 'H 8 ,
12 24 A, 4 ;C . 6 , 3
, 2
(Fg.4) , 24 25 B
(sore=0.5) , ( <3d) :
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