RELATIVE TOXICITY OF DEMETER PEPTIDES ON
ERWINIA AMYLOVORA isolate 381

bt pes o expermmni: wese corveed o0 with Jour Bl peprides supplied by [érmcter Phosechawlogics Ine 1o
acler ope pepticke which canm sl Iy imhebit & cwrvdiovors ot 8 loas concentration  The sunmary of the
ressiles aclineved 15 prosened below

CULTURE OF GRGCANESM The P oosnidonorg SH1 was streaked on NYVIDA (5 & hapma et apar
Tk g ddentrone and < ¢ vedst extract i plages und grown overmight in M O incubalor, This arveTTght- proa
cultuze plare was wsed 10 inoculate 130wl NYDB (% = Bagne nutrsent broth, W g devtrose: and § L
cxtract ) mddivem or 250 ml k. Two fschs of brodh ciltures weTe awubaied snvemipght in 3 duaker § 956
b ar 26 Adfter pelleting the baciors by comrifugazsom 3 T e a4 0, the gl WET Tispended
a2 3% oo 1 % sasdfinien clsloride solulion, The hucterd poparlaizon in e suspenshon was adjeszed 1o 10°
colony forming wurs (CFL il wsmg o Klen photeclectnie colorimcter 144 Kieit reading eguaby apgees
14" CFU mi and abtaorbency, of 0337 a1 470 om 6 a specitopladomeiet | Parther dilution witly sab
sofudson wis done o oo B 105 CF il

FEFTIDE STOR B SOUTION: Ome mid stock soittions ol all four peptides | DSC 1o, DIAZL, DECT,
i DHED § were siade m amog laved TEnspaits waler and aliquots § 50-1060 al) of speck soliTHons m
imcratiage ubes were stored in frost-Tree <M fFecrer The froeen aliguors were thaved onbyv anee. B atber
worits, ahiquists ey thaved were not used again for the 125

Mol Wi, Cong.jer mg Furity uanlity used
supigulical Fsr Doa M agunais
sobetion {stockl
D41 F23%. M0 143 gl T4 T, .54 e
=Ly 400l e 0 P8P panal TX02% 058 ma 1)
D2azi 3 3] 20 01 230 ppsas| Bl T4 4. 16 mp lml
Ik 1 2611 87 LURES R ey 59 58, 290 g 1ml

Plgrsctor suppdecd 10 o (s oplitheed) of imseh meptide. D _r_-._-','m Taved tht the peptdes are stabbe in
waler for sever:il mmongls.

s FINALCONMOENTRATION OF FEFTIDE I% THE TET CULTURES
The followang concentragsons of sach poplide were used in o Test witly £ aamrvionrag isalate SH1
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FEFTIDE TOXMITY TEST PROCEDURE € bye ml o Bacterin] wisgewion moa 1.5 mi micrafiaps ube
wrved s experimental it foc all CXPCRINEALY. Varws genscemirations of pephdes were added 10 the
Bacterial sppension (10" ar 11 CFUY mi) and the cultiares were inciabated for an hmer an 26 0 inoa shaker
LR rpen). - Afler, one i of incubatson, ciliures were diluted (505 for peptide-areated aad SO0 5o 1OHM,
for control) with salt solution, and plated with Autoplater {Spralhionech Awoplite model 30007 and the
plates were moubated ot 26 [ hree replicatums were uned for cach reatment. and Twe platés were plated
for cach replcatson. Pheretore shere were 6 platcs i cach treanmetn micludimg comtral, Autoplate use S
sl per plaemyg In addivion, undiluted calnses {58 o 100l b were also plated muanually. Bacteris] colomes
appeared 24-30 hours moontrl plates. Pepudeareated ciufires took 36-48 hours or longer to show
codomies af any. The codonies were coured s with: Laser Bacierzal Enumcrator incesGaced el sofbware
IBEMN ¢ Spdralinolechs
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RESULTS AaND CONCLUSIONS:

Imitial expeniments: shaovwwed thas all four peptides Killed (1otal mbibation of grosth on plate) £ aaminfocera
isnbate 58I (10" CFL mb) in one hour 3t higher concemmations (5-30 oM} when added o the cultiires
sanspeetidicd a4 10 sodim cliboride solutions. High concentrations (5-200 pM b of one peptide (D2A2T ) was
rested i culmees suspended o NYDE mednam, [his pepiicdes did no completehe kil 1he
bacterial NCEFL ml) susperded i NYDB medwm even at hish concentrations,  Dhis may be due o the
hineding of the pepiides by the constituents of NYDB medium or by mactivation of the peptides by this
mesdium, Therelore. cultures were rounnely swspended m O,025% or 1% sodium chioride solutson and
pepibes were tested at 1.2 and 4 g0 concentrations 1o seleet a peptide which can completely kil 2 highe
bacterme! population at a lower concentration. This resuhs are presemied in the followine table:

.l‘."n-inny Farmmsg Lmis per il {mcan of 6 -phtﬂj

Racterial Population used 10° 107
PEPTIDES  IuM 2uM  doM 1 uM 2 M N
DA s 0 ] ] &6y 1’ 0l
(A2l il (1] n Too many o 343 % 100
Curkil
DHEL ] 37 4465 Not bested
i Spus 73 330 Ml festedd

=u e e e
e trod  Popaakation on platck IR 1] RN B[R

= Uhe pepricles BSC L, DAET and D2A2D killed 007 CFLY ml even a1 | M concentration,

= Oaly DECla complerehy killed even a higher population ( 107 CFLY ml) of this hacteriem at 2 g
comrcentration (o bacteral colony was observed cven afler one week of incubatios)

Cecropin B wis wsed forr comparison moone test i killed (0°CFU ml ai 7 uM concemration.

Pased on the results, the gene for the peptide DSC B coduch mhibitss a high population (100 CFLL mibp ol £
anpyfovera isolate 551 6t a low concemration) can be used for tnsnsformmg pear explams 1o produce e
brhohi-resisiant ranspeme pem



