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Abstract

Tobacco mosaic virus (TMV) tissue blotting detection technology in the seedling period of tobacco
was discussed, including the determination of the most suitable concentration of the first antise-
rum, optimization of optimal temperature and time of first antiserum and second antiserum, se-
lection of the best sampling parts of tobacco seedling, time of onset after infection with tobacco
Mosaic virus and detection of the incidence of tobacco Mosaic virus of different varieties. The re-
sults show that the optimum concentration of the first antiserum was 1000 times. The first anti-
serum was diluted 1000 times, the second antiserum was diluted 6000 times. Samples in 37°C
thermostat oscillator 60 r/min under the closed state, connected to the first antiserum 1 h, 37°C
constant temperature oscillation, connected with the second antiserum 1 h, 37C constant tem-
perature oscillation, have the best effect. The best sampling site of tobacco seedling is the middle
of petiole. On the first day after inoculation, virus accumulation occurred in all parts of the stem of
tobacco seedling, stem-tip virus accumulation occurred earlier. Accumulation of virus was de-
tected in all parts of the tobacco seedling on the 6th day after inoculation. Five varieties including
KRK26, K326, Yunyan 87, Hongda and Yunyan 97 were tested. All 5 samples tested were infected
by TMV. The incidence rate of TMV infection was highest in Yunyan 97 and lowest in K326.
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HZIEN VA (Tissue Blotting) 2 75 B 7052 W B (Enzyme-Linked Immunosorbent Assay, ELISA) Al
FRFERREEEER WA, ZHEANUREE T ELISA XHR R R SR, 45 5 VRSB A4
i H ORI R4 T HRAERE P, R R ORI SE bR fej o 7 5, B AR IRLT e 3R b HOFE i £
173 AMHBLE, A4 SR e DU 7R 5 2R AL B AL . 21 S BB S LIS F T AR 28 B AR
B[] ABFFER LGNSR G AR LB AP (TMV) AT A, DUS A h A s, 3%
| BB P57 R0 Ak A B S AR R (TMIV) B H
2. MRS 7ZE
2.1. HEHFRRE

RIS B AEASE IO S, HAh TMV 8 o IR R 1380w e B S B
2.2. A%

TMV. TMV HLHLIF A S50 5 4% OrA7 o BRI AEAR L A A 9T f(GAR-AP, Bioreba 2 H]). BARIL
AP I 1Gg (HRP-IGg). TMB. “£Hif. PBS L2, PBS-T Z2iil. JIRTIRY S50 B H K
N TR RA R .
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Figure 1. PBS sketch map at normal
temperature in buffer solution
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Figure 2. An anti tissue imprinting film with different concentrations
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Figure 3. Tissue imprinting membrane at different temperatures

3. NER B R BB REN TR

Table 1. TMV verification at different time and plant location

% 1. AEIR B FIERRERAL TMV IEIEIER

S H-#
P BRMRTE BRI A 1 2 3 - 4
S EXH 2R
EE hEs A RS EE hES ZRE hES
1 ™V 1K + + + - - - -
2 ™V 2K + + + - - - - - -
3 ™V 3K + + + - + - - + +
4 ™V 4K + + + + - - + + +
5 ™V 5K + + + + - - + + -
6 ™V 6K + + + + + + + + +
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Figure 4. The best incubation time for antibody concentration is deter-
mined by tissue blotting
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Figure 5. TMV tissue imprinted membrane in different parts
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Figure 6. TMV blotting membrane in different parts of plants at different times
& 6. FAREIEFEREERLIIENK TMV HLRENTERE

3.4.2. RRFESMBEEEHRELRER

GBI A6 T i, Koo N E PR DXR AL (0 P FEAC(KRK 26 K326, =M 87, ZL K. =/ 97),
PAK GBSO AR EAEA . LB FEh E N E ARSI R TMV  CL4 SRE RO MR e RE A BH X R, DA S A AR
Bz X IR SEB B IRAL 3.1 R AT o BUS AR S B AR AR, T35 0 R B D) R AE NCM. B AT 5
B, BFEESL, WE 7 FoR, Bl EET 1~5 3RS 1~5 G5 SRS DL 45 RR IR AH-97
TG TMV (L3, A 5 AR HE TMV 1252, K326 B R 1K .

3.4.3. i NCM 53:EN%SE TMV f1 CMV

F NCM 22X E 325 7 7248 00 AR PN H X R AE HIAEAS 19 A, S8 o A2 18 B I 4 o FEORIBH X6 AR . 1~19
NRFIBEAIHI:, 20~22 NBAMEXGTIE, 23~25 ARHMEXTEE . B4 8 AT LLE H AT 19 AN &R M R
18 MM TMV 124, K 9 AIATFT A AL IURE & # &S T CMV,

4. &iL511ie

1) ARIE 32 B 2 2L EC VR AT 50 RO R A M DX B B R R TMV B O, 5F H RO 7E
FE Gl R BN I Bt — Ak, EBENAE. YUk, k. MEFRALLENE AR . fE IR
L — B e B A SN 75 7 AR Ty, BE T DL [ S R AR H R 5 TMV 15300, SCRT DA H A
R BEFI R o

2) MZENCVED B LI R — . PRI E SO A s, fER AU S IR i R R
JFH B IR AR R, B A IR AT AR /N . BRI RN, TR B B E FRFE 3004 500+ 1000
1000 2000, 3000 fi%, MfEREHH THRE R, #iEGER—PukE . &5 e R AR5 1) —Puiis
ke 1000 £, —HUIKHEAL o RE 6000 £ & R R fe o X 55 55 [ 2] ¥ 82 FH 20 2R ESZe A 00 22 o ) TMW
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Figure 7. TMV detection results of different tobacco varieties infection
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Figure 8. NCM detection of TMV in
the sample
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Figure 9. NCM detection of CMV in
the sample
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