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Table 1- PGRs treatments (mg I!) in MS and WPM media
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* IBA GAs BAP * IBA GAs BAP
Treatment Treatment
T1 0 o0 0 T7 1 o0 0
T2 0o 0 1 T8 1 0 1
T3 0o 0 2 T9 1 0 2
T4 0o 1 0 T10 11 0
T5 0o 1 1 Ti1 11 1
T6 0o 1 2 T12 11 2
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Table 2- ANOVA (mean squares) of pecan mature embryo germination traits in vitro

s 2,93 Job - ) a8l Jgb Adaxi ady, Job
5 aslio 7 e asl 38l Olime | . |
e & <30 Rt Germination ke S ik
3] SO ) X
S.0V 4F.  Germination percentage Mainshoot ~ Leave  Main root
' period length no. length
)I_’Q . 2 5.15™ 1126.85** 655.69** 1.75M 448.63™
Replication
o iy 1 1,777 9462.91%* 836.17* 9507  3277.56%*
Cold pretreatment
me]a.\m 1 96.69" 30645.12** 4522.56** 2584**  7817.50**
Media
8y o5 rla 11 76.69* 4818.44** 394.68** 2.05* 589.96*
PGRs
by 018 ity X i Lasoma
Mediax PGRs 11 141.54** 7377.29** 194.80™ 4.32%* T777.76**
olow gl XSl 1 40.11" 68.59" 41.170s 017 42367
Mediax Cold preteatment
- . e & *
Ay 05 i X @ilog g gy 33,501 2935.92%* ae11e 202+ 04309
Cold pretreatmentxPGRs
) 0L elaiX 11 52.41" 3085.35%* 359.62%* 1.74% 252.99"
Cold
pretreatmentxMediaxPGRs
w;)r;rL.W 94 33.15 312.93 128.81 0.90 24511

Do yd K5 g oy gy sl s (3 5 dze g 5 gime juE S5 4y e g % NS
ns , *,** non-significant, significant at 5 and 1% of probability level,respectively
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Table 3- Mean comparison of the effect of cold pretreatment, medium and PGRs on in vitro embryo germination characters

of pecan
. . 5 adyy Job
o e Lo onon ey IV 009 il wo ) Bl Job S ot
2o pw ciS PGRs Germination Germination Shoot Sy -
Cold _ treatment period percentage length Leave Mainroot
Medium reatmen da o mm length
pretreatment (day) (%) (mm) no.
(mm)
TL 12b 100a 13.33d 1.33d 3833
T2 10.66b 100a 23.33¢ 2.33b 30b
T3 8c 100a 11.66e 1.66¢ 33.330
T4 6c 44.44p % 1.33d 40a
asloy i pie T 2d 11.11c 10e 0.66d 16.66
- T6 9.330c 100a 10e 1d 21.66¢
Without cold MS 7 10.66b 100a 33.33b 3.66a 50a
pretreatment T8 10.33b 100a 25¢ 1.66¢ 50a
To 10.33b 100a 20d 2.33b 36.66b
T10 6.66¢ 100a 452 2.66b 43.33a
Ti1 10bc 100a 13.33d 1.66c 34b
T12 8c 100a 49a 2.66b 42.33a
TL 13.66b 100a 2333 2.33b 16.66¢
T2 12.66b 100a 11.66e 1d 43.33a
T3 19.66a 100a 13.33d 1.33d 24¢
T4 5.33d 44.44p 30bc 1.66c 6.660
aloy i b T5 8.66c 100a 30bc 2.33p 26.66b
. T6 2.66d 11.11c 20d 0.66d 6.660
With cold MS 7 10.66b 44.44h 6.66de 0.66d 16.66¢
pretreatment T8 15.66a 100a 10.66¢ 1d 38.33a
To 120 100a 11.66e 2.66b 46.66a
T10 Oe Oc Oe Oe od
Ti1 10bc 100a 25¢ 1.66c 35b
T12 8.33¢ 44.44p 10e 0.66d 20c
T1 Oe Oc of Oe 0d
T2 120 44.44p of 0e 2d
T3 6c 11.11c of Oe 10d
T4 8c 100a 14d 1.66c 33.33b
ooy L e T5 14b 44.44p of 0e 7d
. T6 120 100a 20d 2 30b
Without cold WPM it 06 oc of P od
pretreatment T8 5.33d 44.44p 15d 1.66¢ 18.33¢
To 10.66b 44.44p 6.66de Oe 10.66d
T10 10.33b 100a 16.66d 1.33d 20.33¢
Ti1 10.66b 100a 20d 2.66b 40a
T12 7.33¢ 100a 23.33¢ 2.66b 46.66a
T1 Oe Oc of Oe 0d
T2 7.33¢ 11b of 0e 3.33d
T3 Oe Oc of Oe 0d
T4 Oe Oc of Oe 0d
dloypw i b T5 6.33c 11c of Oe 10d
. T6 17a 100a 15.33d 2 26.66b
With cold WPM 7 Oe 0c of 0e od
pretreatment T8 12.66b 44.44b of 0e 12.66d
To 18a 100a of Oe 22.33¢
T10 6c 44.44p 8.66e 1d 23.33¢
TiL 9.66¢ 100a 28.33 2.33b 30b
T12 10bc 100a 18.33d 1.33d 16.66¢
LSD 47 14.44 9.26 0.77 12.78




PFAR linsli Y 3ot 1Pl (55,9l aalio 3 pole) Ll pole wpti Yo Y

Joe )3 (i gy gl Cday i o 5 OIS
3 Ll do 3 Yo g winges a3 Ls oy o yd AD S5 e (sl 5
Jso9Se Vo L jlos Gy a1l )le cetS oo
= Lol sladiles 0505 ) Alg (IBA) sl 490 Jgais]
S9me CiS o > oISl 3505l o s 55
0dd Mg dxaiy) g 4 slo)S 59y p g (UsesSee YO) TDZ
LaciSh o don p dols saazals ol gds ) 0y
G0 5 o guls W dBlu 4y Cond (657598 Ay (gl
JS5) do Cuwday 55 90,5 L iz S 3 (3) plylSen g g8

s

50
9 ade) Job
s, 40

Rootand 30 x
Shoot

Length (mm)20

10 ; E E . EEE

0 - . E 3B "

SN <N ONOOO N

I i = By e

- - -

® Shoot Length

Z Root Length

9955 0 1) sl 2 Soe slaysSB (Y4) yim 5 bl
el bz lac Sl oo dulio dy g g0
e i3l Lasoea oA o (sl 256 g 05 (slmodiiS
B o il ly S e oyt oS 39 ol 5 S ]
L oS 395 S5t 52 15 o5 VIY e b DKW S Layoes 93,
Dy 0 (& IBA il 3 p)S e S
993 bl s & sl ] 51 Sl golie ) plo sanlie
9 Sl )95 (AL 4595 g9 Uslp M) culie (ladnd
O 9 ldied (9)> (Filer ) CutS e oy it (Sl
5 03231 290 Ssl sl (AL Ay (slaoaitS e clale
AL laad 51 556601 (F) Connl 5 (e 2,5 41,8 o

WPM

T1 T2 T3 T4 T5 T6 T7 T8 T9 T10T11T12

WPM g MS sbcuiS s ;3 oK cwia CuiS 5l Jols sbasals adlu o duiv, Job -Y JSG
Figure 2- Root and shoot length of peacan embryo seedlings in MS and WPM media
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Figure 3- Mature pecan embryo culture (a), soil transfer (b) and greenhouse acclimation(c)
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Introduction: The walnut family (Juglandaceae) consists of approximately 60 species of deciduous trees is
native of the American continents, Europe, and Asia. Pecan (Carya illinoensis) is belonged to the Juglandaceae
family and is one of the most valuable nut products all over the world. Embryo culture techniques for plant
breeding as well as basic studies in physiology and biochemistry are widely used. The low percentage of
germination and the long propagation cycle and the need for stratification treatments from three to six months
are the most important barriers to the development of high yielding cultivars through hybridization. Plant
regeneration methods from embryo culture in vitro allows overcoming the barriers of hybridization, as well as
obtaining higher and faster multiplication rate of plants of an elite genotype.

Materials and Methods: In this experiment, an adapted native genotype of pecan in Gorgan city, Golestan
province, Iran was selected. The mature fruits were harvested after five months of pollination. They were
immediately transferred to the laboratory. For cold pretreatment, nuts packed in a paper bag and stored in 4-5°C
for 15 days. The effect of two types of culture medium, growth regulators and seed pretreatment (15 days at 4-5
°C) on germination of mature embryos of pecan has been determined. Murashige and Skoog (MS) and Woody
Plant Medium (WPM) and IBA (0 and 1 mgl-1), BAP (0, 1 and 2 mgl-1) and GA3 (0 and 1 mgl-1) media were
used to embryo rescue evaluation. The data obtained were statistically analyzed in completely randomized block
design (RCBD). Each treatment was replicated at least third, and each replicate consisted of two zygotic
embryos. Means of germination period, percent of seed germination, root and shoot length and leaf number in
different media and various PGRs combination were compared based on LSD at p <0.05.

Results and Discussion: The results showed, although cold pretreatment for 15 days had no effect on
germination period, root length and humber of leave but also, effect on germination percentage and shoot length.
There are some different hypothesis about the effect of cold pretreatment on embryo germination between
researchers. Some researchers believed that, there is low efficiency in embryo germination in lack of cold
pretreatment and GAs. Cold pretreatment or GA; reduce the ABA level and promote embryos germination. The
others reported poor germination for somatic embryos when they treated with GAs; and cold pretreatments.
Pearce et al. (1987) reported that GAs and substrate of GA3 can be increased during the chilling process as ABA
levels decrease. Furthermore, application of exogenous GAs induces germination. Tang et al. (2000) reported
that somatic embryos germination poorly happened in cold condition and addition of GAs did not change the
poor germination. Kaur et al. (2006) and Peyghamzadeh and Kazemitabar (2010), reported that the embryo
germination in Juglans regia L. was higher when GAs and cold pretreatments were simultaneously applied as
compared to those when applied separately. In this experiment, media has no effect on embryo germination
period but, could effect on other parameters. As the results showed, MS media showed the maximum percentage
of germination, root and shoot length and number of leave in both condition (with and without cold
pretreatment). In this experiment root length of germinated pecan embryo was higher in MS medium. Mapelli et
al. (2001) reported that seed germination resulted in marked changes in the metabolism of free amino acids in
walnut cotyledons. About 52% of the total free amino acids in one-month-old seedlings was present in the
cotyledons and about 26% was in the taproot. The concentration of free amino acids in the taproot was similar to
that in the embryonic axis, and greater than that in the cotyledons. T11 (Img/I"* IBA, 1mg/I'BAP and 1mg/I*
GA;) and T12 (Img/It IBA, 2mg/I'BAP and 1mg/lIt GA;) treatments were the highest in germination
percentages in both treatment (with and without cold pretreatment). There was no significant differences
between 1 mgl* and 2 mgl* of BAP.

Conclusion: Pecan as like walnut, is considered to be one of the most recalcitrant species in vitro. It is
necessary to determine the optimal culture conditions to establish it for shortening time in seed propagation. This
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seedling could be applied as primary material for breeding programs, grafting and physiology study. The best
growth of micro plant achieved in MS medium with 1 mgl-*IBA, 1 mgl-*GA3 and 2 mgl-'BAP.
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